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1.  Vikhuan vi hiéu khi nuéi cay va dinh danh

bang phwong phap thong thwong

|. MUC PICH VA NGUYEN LY
1. Muc dich
Phat hi¢n va dinh danh vi khuén vi hiéu khi gdy bénh bing phuong phap
nuoi cdy kinh dién.
2. Nguyén ly

Dya vao dac diém vé hinh dang, tinh chat bat mau cua vi khuan khi
nhudm Gram, dac di€m cua khuan lac trén moi trurong nudi cay, di€u kién khi
truong can cho nuoi cay va cac thir nghiém sinh vat héa hoc dé xac dinh vi
khuan.

II. CHUAN BI
1. Ngwoi thuc hién

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va co chirng chi hoac
chtng nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nguoi ¢o trinh dg dai hoc hodc sau dai
hoc vé chuyén nganh Vi sinh

2. Phwong tién, hoa chat (Vi du hoic twong dwong):
2.1  Trang thiét bi:

- Tt an toan sinh hoc cip 2

- Ta 4m thuong, ta 4m CO,

- Kinh hién vi

- Lo hap

- Méy do d6 duc chuén

- Méy tinh cai phan mém doc API (néu co)

- Hop nudi ciy kin

2.2 Dung cu, hda chdt va vt tw tiéu hao (bao gom néi kiém, ngoai kiém)

STT Chi phi héa chit, vt tu tiéu hao Pon vi
1 | Mbi trudng van chuyén bénh pham lo
2 | Moi trudong nudi cay vi hiéu khi dia
3 | Tai Genbag vi hiéu khi tUi
4 | B dinh danh API bo
5 | Dung dich Oxydase ml




6 | Thudc nhudém tim Gentian mi
7 | Lugol ml
8 | Con tay mau 95° ml
9 | Thudc nhudém dé Fucsin mi
10 | Dau soi kinh ml
11 | C6n 70°lau ti an toan sinh hoc mi
12 | Pau c6n 200pl vo tring cai
13 | Lam kinh cai
14 | Que cay nhua vo tring cai
15 | Tube plastic 5 ml vo trung cai
16 | Khay dung bénh pham cai
17 | Hop véan chuyén bénh pham cai
18 | Dung dich xa phong rua tay ml
19 | A xit ngdm lam ml
20 | Mii bao ho cai
21 | Khau trang cai
22 | Gang tay doi
23 | Giay lau bé mat ti an toan to
24 | Dung dich khur trung ml
25 | Gang xu ly dung cu doi
26 | Bat viet kinh cai
27 | Bt bi cai
28 | Thi dung rac cai
29 | Ao phong xét nghiém cai
30 | S6 xét nghiém to
31 | Giay tra két qua xét nghiém to
32 | Noi kiém tra chat lwong (QC)* (néu thuc hién)
33 | Ngoai kiém tra (EQAS)* (néu thuc hién)

* Ghi cha:

- Chi phi ngi kiém cho quy trinh kjs thugr diroc tinh cu thé theo Chirong trinh
ngi kiem (QC) la 1/10 tong chi phi dung cu, héa chat, vdr tu tiéu hao (véi so
lwong > 10 mau cho 1 lan tien hanh ky thugt).




- Chi phi ngogi kiém cho quy trinh ky thudr dwoc tinh cu thé theo Chwong trinh
ngogi kiem (EQAS) la 1/200 tong chi phi dung cu, héa chat, vdt tir tiéu hao (Vi
so lan ngogi kiém trung binh 4 lan/I nam).

3 Bénh pham

Tat ca bénh pham duogc chi dinh nudi cay tim vi khuan vi hiéu khi.
4 Phiéu xét nghiém

Dién day du théng tin theo mau phiéu yéu cau

III. CAC BUOC TIEN HANH

1. Lay bénh pham

Theo dang quy dinh ctaa chuyén nganh Vi sinh.

2. Tién hanh k¥ thuat

- Nhudm soi bénh pham, danh gia so bd

- Cy bénh pham trén moéi trudng nudi ciy

- U am trong diéu kién khi truong t6i uu phu hop, ¢ nhiét d6 thich hop va trong
thoi gian phu hop véi tuy loai cdn nguyén can tim kiém.

- Lay khuén‘ lac nghi ngd nhuém Gram, thir tinh chat sinh vt héa hoc don gian,
dinh danh bang by API.

IV. NHAN PINH KET QUA

Dua két ql}é nhuém Gram, g‘iéc diém khuan lac va dic diém sinh vat hoa hoc
cua vi khuan dé nhan dinh két qua.

- Duong tiqh: Phan lap va dinh danh dugc vi khuan gay bénh. Tra tén vi khuan
gay bénh dén murc do chi va/hoac loai.

- Am tinh: Khéng tim thdy hodc khong phén 1ap duogc vi khuan gay bénh
V.NHUNG SAI SOT VA XU TRi

- Quy trinh nay chi p dung cho nudi cay va dinh danh tim vi khuan vi hiéu khi
trong cac loai bénh pham.

- Két qua am tinh khong c6 nghia la khong co6 vi }(huén gdy bénh trong bénh
pham, ma chi khang dinh 1a khong tim thay vi khuan gay bénh c6 thé phén lap
dugc bang quy trinh nudi cay nay.

- Bénh pham lay, van chuyén va bao quan khong dung yéu cau co thé dua dén
két qua am tinh hoac duong tinh gia.



2. MTB IGRA (Interferon y Assay)

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Xét nghiém ho tro phat hién nhiém M. tuberculosis thong qua viéc phat hién
interferon y (IFN-y) bang k¥ thuat ELISA.

2. Nguyén ly

Phét hién interferon y do cac té bao mién dich tao ra khi bi kich thich boi cac
mycobacterial peptides (ESAT-6, CFP-10 va TB7.7(p4)) dua trén nguyén ly
cua k¥ thuat ELISA.

II. CHUAN BI
1. Nguwoi thuc hién:

- Ngudi thue hién: Nguoi thuc hién da dugce dao tao va co6 ching chi hoac
chtmg nhan vé chuyén nganh xét nghiém.

- Ngudi nhan dinh va phé duyét két qua: Nguoi thuc hién ¢6 trinh o dai
hoc hoic sau dai hoc vé chuyén nganh xét nghiém.

2. Phuong tién, hoa chat (Vi du heiic twong dwong)

2.1. Trang thiét bi

- Ta 4m thudng

- Dan may ELISA

- May ly tam thuong

- May lic phién nhua

- May Vortex

- May doc phién nhwra & budc séng 450 nm va 620 — 650 nm
- Talanh2°C-8°C

- Micropipette don kénh thé tich tir 10 ul dén 1000 pl.
- Bo micropipette 8 kénh thé tich tir 50 pl dén 200 pl

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom noi kiém, ngoai kiém)

STT Chi phi héa chat, vt tu tiéu hao Pon vi
1 | Bong Kg
2 | Daygar6 Cai
3 |[Con mL
4 | Bom kim tiém Cai
5 | Panh Cai




6 Khay dyng bénh pham Cai
7 Hop van chuyén bénh pham Cai
8 Tube dung bénh phim Cai
9 | Sinh pham chan doan Test
10 | Khau hao sinh pham cho chay chtng, kiém chat luong Test
11 | Chtng ngoai kiém am (néu co) Ml
12 | Chtng ngoai kiém duong (néu cb) Ml
13 | Ngoai kiém (EQAS) (néu c6)*

14 | Nuéc cat MI
15 | Paucon 1000 pl Cai
16 | Pau con 200 pl Cai
17 | Gidy thim Cudn
18 | Gidy xét nghiém To
19 | So6 luu két qua xét nghiém To
20 | But viét kinh Cai
21 | Buthi Cai
22 | Mi Cai
23 | Khau trang Cai
24 | Gang tay boi
25 | Gang tay xu ly dung cu boi
26 | Quén 4o bao ho Bo
27 | Dung dich xa phong rua tay Ml
28 | Con sat tring tay nhanh M
29 | Dung dich khtr trung Ml
30 | Khan lau tay Cai

* Ghi chu: Chi phi ngoai kiém cho quy trinh ky thudt dwoc tinh cy {hé theo
Chuwong trinh ngoqi kiem (EQAS) la 1/50 téng chi phi dung cu, hoa chat, vat tw
tiéu hao (voi so lan ngoai kiem trung binh 4 lan/l nam).

3. Bénh pham

Méau toan phan 4 ml liy vao 4 dng, mdi 6ng 1 ml theo hudng dan ciia nha san
xuat.

4. Phiéu xét nghiém
Dién day du thong tin theo mau yéu cau
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II1I. CAC BUOC TIEN HANH

Céac bude tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.

1. LAy bénh phiam

- Lay lmL méu & tinh mach vao trong mdi éng QFT (4 6ng).

- Sau khi lay mau xong, 1ap tic lé(; cac 6ng khoang 10 léln vira ¢t manh dé
dam bao toan bo bé mat bén trong cua 6ng dugc phu mau (d€ hoa tan) toan bo
cac khang nguyén trén thanh ong.

- Chuyén cac dng t6i phong xét nghiém & nhiét do 17 — 27°C.

- Mau phai duoc u am & nhiét d6 37°C cang som cang tot (va trong
vong16 gio sau khi lay mau)

2. Tién hanh k§y thuit

B6 sinh phim QuantiFERON®-TB Gold (QFT®) plus (VD hodc b sinh phdm
tuong duong)

Cac budc Noi dung

2.1 Mau phai dugc u am cang som cang tot (trong vong 16 gio sau
khi lay mau)

U 4m cac ong 0 vi tri dat thang ding ¢ 37°C trong 16 — 24 gio.
Khong can diéu kién d6 am/CO2.

2.2 Ly tdm céc tube 2000-3000g (RCF) trong thoi gian 15 phut.

2.3 Tach huyét twong

- Cac mau Huyet tuong nén chi dugc thu bang pipette

- Cac mau huyét tuong co thé duoc lay tryc tiép tir cac ong
QFT da ly tam vao cac giéng ELISA, bao gom ca khi sir dung
dan ELISA tu dong.

- Céac mau huyét twong di tach co thé duge bao quan trong
28 ngay ¢ nhiét do 2—8°C, dudi —20°C trong thoi gian dai hon.

2.4 Panh s, sap xép bénh pham va viét so do theo thir tu.

2.5 Chuén bi hoa chat ELISA
Hiéu chinh Lo Standard va Conjugate

2.6 V& so dd tthuc hién

2.7 Chuan bi dung dich Standard va dung dich Working Strength

2.8 Chuan bi s6 Trip trén dia ELISA du cho s6 luong mau

2.9 Lay 50pL dung dich working strength vao moi giéng ELISA
Lay 50pL huyét twong vao cac giéng ELISA mau (trlr cac giéng
S$1,52,S3,54)

Lay 50pL dung dich S1, S2, S3, S4 theo thir ti dd ghi ¢ so d6

2.10 Lic dia trong thoi gian 1 phut
Uo nhi¢t do phong trong thoi gian 2 gio (Can boc dia ELISA dé
tranh tiép xuc anh sang truc tiép.

2.11 Chuén bi dich ria
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2.12 HGt 100pL dung dich Substrate vao moi giéng

Phu kin va u ¢ nhi¢t d6 phong trong thoi gian 30 phL'JI ,

Cho ti€p S0pL dung dich stopping solution vao moi giéng va
lac

2.13 Po OD & budc song 450nm va tham chiéu & bude song 620Nm
trong vong 5 phut khi dirng phan tng

2.14 St dung phan mém QFT 2.7.1 dé phan tich két qua
IV. NHAN PINH KET QUA

1. Xac nhin két qua khi:
- Gia tri trung binh OD cho Standard 1 phai > 0,600
- %CV cua céc gia tri 1ap lai cua Standard 1 va Standard 2 phai < 15%

- Céc gia tri OD lap lai cua Standard 3 va Standard 4 phai khong sai khac
qua 0,040 don vi OD so véi gid tri trung binh cua no.

- Hé sb twong quan tinh tir cac gia trj trung binh cta cac Standards phai >
0,98.

4. Dién giai két qua

IUI\/I“L Higu s6 HiglflS(";g/BZLAg- Higu sb Két qua
(IU/m TB1 Ag-Nil i1 (IU/mL) Mitogen -Nil | QuantiFERON Giai thich
) (IU/mL) (IU/mL) Plus 1al thie
” @ &)
<035 <035 205 Am tinh Két qua cho biét khong
>035 & < 250 Nil | =030 & <25% ~05 nhidm Lao
. BAat ky
>0.35 & > 25% Nil . .
— — At Lo ) . Két qua cho biét tinh
=8.0 At Lo >0.35 & >25% Batky Duong tinh trang nhiém Lao
Bat ky Nil
<035 <035 <05 L
Keét qua khong xac dinh
>035&< >035&< <05 Khong xac cho biét khong c6 phan
25%Nil 25%Nil ) dinh ung voi khang nguyén
- Ze Lo ; Lao
>8 Bét ky Batky Bét ky
V.NHUNG SAI SOT VA XU TRI
1. Sai sot

Két qua khong xac dinh hoic khong tin cdy co thé do:

- Thyec hién sai cac budc trong quy trinh huéng dan.

- Mau tir lac 1ay dén lac dugc i & 37°C 1au hon 16 tiéng.
- Luong interferon y qua nhiéu heterophile antibody.

2. Xr tri

- Tuan thi dung cac budc qui trinh huéng dan cia nha san xuat va hudng
dan vé do 6n dinh hoa chat xét nghi€ém trong bd sinh pham sir dung.



3. NTM (Nontuberculous mycobacteria) dinh danh
Real-time PCR

MUC PiCH VA NGUYEN LY

1. Muc dich

Xac dinh DNA dac trung caa NTM (Nontuberculous mycobacteria)

trong mau bénh pham ctia nguoi.

2. Nguyén ly

Dua trén nguyén ly ky thuat Real-time PCR.

II. CHUAN BI
1. Nguwoi thuc hién

Nguoi thuc hién: Nhan vién xét nghiém da duoc dao tao va cé ching chi

hodc chimg nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phan ta/ sinh
hoc/cong nghé sinh hoc).

Ngudi nhan dinh va phé duyét két qua: Nguoi thuc hién ¢6 trinh o dai

hoc hoidc sau dai hoc vé chuyén nganh Vi sinh (va/hodc sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).
2. Phuong tién, hoa chat (Vi du hoac twong dwong)

2.1. Trang thiét b

May real-time PCR da mau va hé théng may vi tinh.
B0 luu dién
May 1 nhiét
May ly tdm > 12000 gpm/phat
May ly tam lanh
Ta lanh 2°C -8°C
Ta 4m sau (-20° C) hoic (-70°C) (néu co)
May vortex
Tu an toan sinh hoc
Micropipettes cac thé tich tir 5 pl - 1000 pl.
Pau con c6 phin loc cac thé tich tir 5 pl - 1000 pl.

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gém ngi kiém, ngoai kiém)

STT Chi phi héa chit, vt tu tiéu hao Pon vi
1. Lo dung bénh pham vo tring Cai
2. Khay dung bénh pham Cai
3. Hop van chuyén bénh pham Cai
4. Gang khong c6 bot tal (DNase-RNase free) boi
5. Sinh pham va vat tu tiéu hao cho chan doan Test
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6. K}}éu hao sinh pham va vit tu tiéu hao cho chay chung, Test

kiém tra chat lugng

Hoa chat va vat tu tiéu hao cho tach acid nucleic Test
8. Tube eppendorff 1,5 mi Cai

Strip 8 tubes 0,1 ml Cai
10. Nip day strip 8 tubes Cai
11. Pau con c6 phin loc 1 ml Cai
12. Pau con c6 phin loc 200 pl Cai
13. Pau con c6 phin loc 10 pl Cai
14, Giay tham khong bui Cudn
15. Gidy xét nghiém To
16. S6 luu két qua xét nghiém TS
17. | Batviét kinh Cai
18. Bt bi Cai
19. Mi Cai
20. Khau trang Cai
21. Gang tay xu ly dung cu boi
22. Quan 40 bao ho Bo
23. Dung dich xa phong rtra tay ml
24, Con sat tring tay nhanh ml
25. Dung dich khtr trung ml
26. Khén lau tay Cai
27. Ngoai kiém (EQAS) (néu thuc hién)*

* Ghi cha:

- Chi phi ngoqi kiém cho quy trinh ky thudt dwoc tinh cu thé theo Chwong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chat, vt tie tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh pham

DBom, céac dich sinh hoc (dich phé quan, dich ndo tiy, nudc tiéu, phan...), manh

sinh thiét...

4. Phiéu xét nghiém

Pién day du thong tin theo mau yéu cau
III. CAC BUOC TIEN HANH




Céc budc tién hanh thuc hién theo phwong tién, hoa chat duoc vi du & trén.

1. Lay bénh phim
Theo ding quy dinh ctiia chuyén nganh Vi sinh.

2. Tién hanh k§ thuat
Céc bd sinh pham (VD hoac tuong duong):

- ExiPrep™ Dx Mycobacteria Genomic DNA Kit (Bioneer).

- Accupower MTB & NTM Real-time PCR Kit (Bioneer)

2.1. Thu nhan va xi li mdu

Phai dong nhat va xir Iy mau trude khi tach chiét DNA (néu can).

2.2. Tach chiét DNA, RNA

2.3. Thwc hién phdn veng real-time PCR

Thuc hién bude nay vaoi cac tube PCR mix dugce gilr trong khay lanh

- Cai dat chuong trinh cho may real-time PCR trudc khi pha hoa chét.

- Chuan bi Master Mix

- Cho chtg +, ching - hodc dich DNA tach chiét vao timg tube Master
Mix.

- Cai dat vi tri mau trén phan mém dng véi vi tri mau da dat trén may real-
time PCR.

- Chon cac kénh mau phu hop véi timg tac nhan ciia mau, chimg duong va
chig am.

- Luu file dit liéu vao may tinh

- Cho may real-time PCR chay chuong trinh.

IV. NHAN PINH KET QUA

1. Piéu kién ciia phan vng

- Chtng duong c6 dudng biéu dién tin hiéu huynh quang tuyén tinh vuot

qua tin hi¢u ?nén va duong biéu dién tin hiéu huynh quang cho chirng néi duong
tinh hoac thang va khong vuot qua tin hi¢u nén (duong biéu dién am tinh).

- Chung am c6 duong biéu dién tin hiéu huynh quang am tinh va duong
biu dién tin hi€u huynh quang ching ndi duong tinh

2. Phan tich miu

- Mau duong tinh: Mau c6 dudng biéu dién duong tinh 1 rang twong tmg
voi mau FAM va may bao DETECTED.

- Mau am tinh: Mau cé duong biéu dién am tinh, ching ndi phai duong
tinh va va may bao NON-DETECTED

V.NHUNG SAI SOT VA XU TRI
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1. Sw ¢6: Co mau va chimg ndi ciing déu m tinh. Chung binh thuong, co
mau duong, mau Am that su.

2. Nguyén nhan: C6 thé mau am thyc sy, c6 thé phan tmg PCR bj tic ché.
Khic phuc: Pha lodng mau tir 10-100 lan, thyc hién lai toan b thi nghi¢m tir
budc tach chiét. Sau khi c6 két qua phai nhan thém véi hé s6 pha lodng mau.
Néu van gip su ¢ trén, ldy lai miu theo ding yéu cau.
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4. Vibrio cholerae soi twoi
I. MUC PiCH VA NGUYEN LY
1. Muc dich

Nhén dinh déc diém di dong dac trung cua V. cholerae trong bénh pham phan
hoac tir huyén dich vi khuan.

2. Nguyén ly

Tinh chat di dong nhanh nhu tén ban 1a dic diém dic trung caa V. cholerae.
Duya vao dac diém di dong nay d€ c6 thé nhan dinh so bo sy c6 mat ca V.
cholerae trong phan hodc trong huyén dich vi khuan.

II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thuc hién: Nhan vién xét nghiém da duoc dao tao va cé ching chi hodc
chtig nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nhan vién co ching chi hodc ching
nhan vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)
2.1. Trang thiét bi
Kinh hién vi quang hoc

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gém néi kiém, ngoqi kiém)

STT Chi phi héa chat, vat tu tiéu hao Pon vi
1 | Lo lay bénh pham Lo
2 | Hop van chuyén bénh pham Cai
3 Lam kinh Cai
4 | Nudc muoi sinh Iy ml
5 | Con 96° lau kinh ml
6 Lamen Cai
7 | Que cay Cai
8 Bocan Cai
12 | Dung dich khtr khuan ml
13 | Con 90° (vé sinh dung cu) ml

14 | Pén con Cai
15 | Panh Cai
16 | Khay dung bénh pham Cai
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17 | Ml Cai
18 | Khéu trang Cai
19 | Gang tay boi1
20 | Gang tay xu ly dung cu bo1
21 | Quan 4o Bo
22 | Axitngam lam ml
23 | Ong nghiém thuy tinh Ong
24 | Bt viét kinh Cai
25 | Buthi Cai
26 | Batlua Cai
27 | S6 luu két qua xét nghiém TS
28 | Con sat trung tay nhanh ml
29 | Dung dich xa phong rua tay ml
30 | Khan lau tay Cai
31 | Giay tra két qua xét nghiém To

3. Bénh pham

Phan long.

4. Phiéu xét nghiém

Pién day du thong tin theo mau phiéu yéu cau.

III. CAC BUOC TIEN HANH

Céac budce tién hanh thuc hién theo phuong tién, hoa chit dugc vi du & trén.
1. LAy bénh pham

Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem Phu lyc).

2. Tién hanh ky thuit

- Chuan bi mot lam kinh sach, 1dy mot hodc vai loop dich nudi cdy hoic
phan 16ng chuyén vao gitta lam kinh.

- Pay lamen 1én trén huyén dich vi khuan hodc giot phan léng trén lam

kinh.,
- Soi & vat kinh x10 va x40 dé quan sat sy di dong cua vi khuan.
- Vit bo lam soi vao binh chira dung dich sat khuan.
IV. NHAN PINH KET QUA
Tryc khuan di dong nhu tén ban 1a két qua nghi ngd su cd mit cua V.

cholerae.
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V. NHUNG SAI SOT VA XU TRIi
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5. Vibrio cholerae real-time PCR

. MUCPICH VA NGUYEN LY

1. Muc dich

Xéc dinh sy ¢6 miat gen dic trung cua Vibrio cholerae trong miu bénh pham
phén cta nguoi.

2. Nguyén ly
Duya trén nguyén ly cta ky thuat Real-time PCR.
II. CHUAN BI

1. Nguwoi thuc hién

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va c¢o ching chi
hodc chimg nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phéan tu/ sinh
hoc/cong nghé sinh hoc).

- Nguoi nhan dinh va phé duyét két qua: Nguoi thue hién co trinh d6 dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

2. Phuwong tién, hoa chit (Vi du hoiic twong dwong)

2.1  Trang thiét bi

- Tu an toan Sinh hoc cap 2

- May Real-time PCR

- May in mau

- May ly tdm > 12000 gpm/phat

- May u nhiét

- May vortex

- Pipette

2.2  Dung cu, hoa chat va vt tw tiéu hao (bao gom ngi kiem, ngoai kiem)

STT | Chi phi hoa chat, vat tu tiéu hao Pon vi
1 Lo léy bénh phém Lo
2 | Panh Cai
3 | Khay dung bénh pham Cai
4 Hop van chuyén bénh phém Test
5 Tube dung bénh pham Cai
6 | Gang khong c6 bot (DNase-RNase free) Cai
7 Sinh pham va vat tu tiéu hao cho chan doan Test
Khau hao sinh pham cho chan doan va kiém tra chat
8 Test
luong

9 | Kit tach chiét DNA Test
10 | Ong Eppendorf 1,5 ml Tube
11 | Ong Eppendorf 0,2 ml Tube
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12 | Pau con 10 ul ¢6 loc Cai
13 | Pau con 30 ul Cai
14 | Pau con 200 ul cb loc Cai
15 | Pau con 1 ml co loc Cai
16 | Ethanol BDH ml
17 | Water-DEPC Treated ml
18 | Gidy tham Cudn
19 | Giay xét nghiém To
20 | SO luu két qua xét nghiém To
21 | Bat viet kinh Cai
22 | Bt bi Cai
23 | Mu Cai
24 | Khau trang Cai
25 | Gang tay Doi
26 | Gang tay xu 1y dung cu Doi
27 | Quan 4o Bo
28 | Dung dich xa phong rtra tay ml
29 | Con sat trung tay nhanh ml
30 | Dung dich khtr trung ml
31 | Khan lau tay cai
32 | Ngoai kiém (néu c6)*

* Ghi chi: Chi phi ngoai kiém cho quy trinh ky thudt dwoc tinh cu thé theo
Chuong trinh ngogi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chat, vit tw

tiéu hao (véi sé lan ngoai kiém trung binh 3 lan/1 nam).

3 Bénh phiam
Bénh pham phan
4 Phi€u xét nghiém

Pién day du thong tin theo mau phiéu yéu cau

III. CAC BUOC TIEN HANH
1. Lay bénh pham

Theo duing quy dinh cua chuyén nganh Vi sinh.

2. Tién hanh k§y thuat
2.1 Téch chiét DNA tong sé
2.2 Thuc hién Real-time PCR
2.3 Phén tich va dinh gid két qua
2.4 In va trd két qud
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3. Thoi gian thue hién: 4 tiéng

IV. NHAN PINH KET QUA

Chtng duong phai xuat hién do thi huynh quang trén dudng gi6i han co
ban, ching 4m khong co bat ky duong dd thi huynh quang ndo xuit hién.
Puong do thi huynh quang ctia mau c6 thé xuét hién hodc khong xuat hién trén
duong gi6i han co ban, cin cit vao d6 dé két luan két qua.
V. NHUNG SAI SOT VA XU TRi

- Trong truong horp positive control (PC) va negative (NC) xuat hién
khong dung voi dién giai & phan IV thi phai kiém tra lai Master mix , ching
duong va qua trinh tach DNA tong sb, va thuc hién lai toan bo xét nghiém.

- Néu dudng db thi huynh quang cia mau xuét hién ¢ ngoai chu ky thtr
40 thi phai can than kiém tra va danh gia lai mau.
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6. Neisseria gonorrhoreae Real-time PCR

I. MUC PiCH VA NGUYEN LY
1. Muc dich:

Xéc dinh su c6 mit cia Neisseria gonorrhoeae trong bénh pham dich niéu dao,
cd tu cung hoac dich co thé c¢6 nghi ngd cd can nguyén N. gonorrhoeae.

2. Nguyén ly

Dua trén nguyén ly ky thuat Real-time PCR.
II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thuc hién: Nhan vién xét nghiém da duoc dao tao va cé ching chi
hodc chimg nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phéan ta/ sinh
hoc/cong nghé sinh hoc).

Nguoi nhan dinh va phé duyét két qua: Nguoi thyc hién co trinh d6 dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh (v&/hoic sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)

2.1. Trang thiét bi

- Tu an toan sinh hoc cép 2

- May 1 nhiét

- May ly tdm > 12000 gpm/phat

- May ly tdm dung cho tube 0,2 ml

- May vortex

- May Real-time PCR

- Ong Eppendorf 1,5 ml hodc 2 ml

- Céc loai Micropipette diéu chinh duoc: 1000pl, 200ul, 1001, 10ul
- Pau con ¢6 mang loc 10 pl, 100 pl, 200 pl va 1000 pl
- Tt lanh thuong

- Ta 4m sau (20°C) hodc (-70°C) (néu co)

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ndi kiém, ngoai kiém)

STT Chi phi héa chit, vat tw tiéu hao Pon vi
1 | Dung cu liy bénh pham Cai
2 | Khay dung bénh pham Cai
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STT Chi phi héa chit, vat tu tiéu hao Pon vi
3 | Hop van chuyén bénh pham Cai
4 | Gang khong co6 bot (DNase-RNase free) boi
5 | Ong nhya Ependoff 1.5ml ong
6 | Sinh pham va vat tu tiéu hao cho chan doan Test

Kl}éu hao sinh pham va vt tu tiéu hao cho chay chung, Test
7 | kiém tra chat lugng
8 | Hoa chat va vat tu tiéu hao cho tach acid nucleic Test

Tube eppendorff 1,5 ml Cai
10 | Strip 8 tubes 0,1 ml Cai
11 | Nap day strip 8 tubes Cai
12 | Pau con c6 phin loc 1 ml Cai
13 | Pau con c6 phin loc 200 pl Cai
14 | Pau con c6 phin loc 10 pl Cai
15 | Gidy tham khong bui Cudn
16 | Gidy xét nghiém To
17 | S6 luu két qua xét nghiém To
18 | But vict kinh Cai
19 | Butbi Cai
20 | Mu Cai
21 | Khau trang Cai
22 | Gang tay xu Iy dung cu baoi
23 | Quan 4o bao hod Bo
24 | Dung dich xa phong rua tay ml
25 | Con sat tring tay nhanh ml
26 | Dung dich khtr trung ml
27 | Khan lau tay Cai
28 | Ngoai kiém (EQAS) (néu thyc hién)*

* Ghi chu: Chi phi ngoai kiém cho quy trinh ky thudt dwoc tinh cu thé theo
Churong trinh ngoai kiém (EQAS) la 1/50 tong chi phi dung cu, héa chat, vit tw
tieu hao (voi 56 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh pham
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Dich niéu dao, cb tir cung hodc dich co thé co nghi ngd co cin nguyén N.
gonorrhoeae.

4. Phiéu xét nghiém

Dién day du thong tin theo mau phiéu yéu cau

III. CAC BUOC TIEN HANH

Céc bude tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.

1. Lay bénh phim
Theo dung quy dinh cia chuyén nganh Vi sinh (Xem phu lyc).

2. Tién hanh ky thudt: VD b0 sinh pham chan doan LightPower CHT/NGN
rPCR Plus (hodc sinh pham tuong duong)

2.1 Tach chiét DNA theo huéng dan st dung cta Kit tach chiét DNA.
2.2 Thyc hién phan ung Real-time PCR.

2.3 Poc két qua

IV. NHAN PINH KET QUA

Buéc 1: Kiém tra nguy co ngoai nhiém

- Chon chtrng (+) va ching (-) va phan tich trén kénh mau FAM va HEX

- Két qua chimg (-) khéng c6 dudng tin hidu khuyéch dai voi kénh mau FAM:
mau khong bi ngoai nhidm. Vi vy c6 thé doc két qua mAu chimg (+) va mau.

- Két qua chimg (-) c6 duong tin hiéu khuyéch dai v6i kénh mau FAM: mau bi
ngoai nhiém, phai tién hanh tach chiét DNA lai.

Budre 2: Kiém tra d6 nhay

- Chon chirng (+) va ching (-) va phan tich trén kénh mau FAM va HEX

- Két qua chung (-) c6 dudng tin hiéu khuyéch dai v6i kénh mau HEX: PCR
Khong bi trc ché.

- Két qua chung (-) khong c6 duong tin hiéu khuyéch dai hodc tin hiéu thap véi
kénh mau HEX, PCR bi tc ché toan phén hay mdt ph?m, tach chiét DNA lai
hoac pha loang DNA truéc khi chay PCR.

Budc 3: Xac dinh mau duong tinh Neisseria gonorrhoeae

- Chon timg mau , chitng (+) va chung (-) va phan tich trén kénh mau FAM

- Miu ¢4 tin hiéu huynh quang vé6i kénh mau FAM va cé Ct: 1a nhitng mau
duong tinh Neisseria gonorrhoeae

- C4c mau c6 Ct <12 va tin hiéu huynh quang khong ting theo chu ky nhiét:
pha loang DNA mau véi ti 1& 1/5 trudc khi cho vao PCR master mix

Budc 4: Xac dinh mau am tinh Neisseria gonorrhoeae

- Chon timg mau, chtng (+) va chimg (-) va phan tich trén kénh mau FAM va
HEX

- Mau khéng c6 tin hiéu khuyéch dai voi mau FAM va duong tinh voi mau
HEX, thi két qua 1a mau am tinh v&i Neisseria gonorrhoeae

- Néu méu c6 tin hiéu khuyéch dai voi mau FAM nhung khéng c6 Ct va duong
tinh voi mau HEX, thi két qua 1a Neisseria gonorrhoeae trong bénh pham duéi
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nguong phat hién

- Néu mau khong c6 tin hiéu khuyéch dai véi mau FAM va am tinh véi mau
HEX, thi mau bi tc ché can tién hanh lai PCR v&i DNA d3 pha loang hodc tach
chiét lai. Néu két qua van nhu cii thi phai 1y lai miu bénh pham lam xét
nghi¢m.

V. NHUNG SAI SOT VA XU TRI

- Phan tmg duong tinh gia: do tap nhiém tir moi truong
- Phan Gmg am tinh gia: do phan tmg PCR bi trc ché
- D¢ han ché cac hién tuong trén phai tuan thu chit ché quy trinh k¥ thuat.
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7. Neisseria gonorrhoreae khang thuéc PCR

I.  MUCPICH VA NGUYEN LY
1. Muc dich

Phat hién gene khang thubc cua Neisseria gonorrhoreae trong mau bénh
pham cua nguoi.

2. Nguyén ly

Dua trén nguyén ly k¥ thuat PCR.
II. CHUAN BI

1. Nguwoi thuc hién

Nguoi thye hién: Nhéan vién xét nghiém da duoc dao tao va c¢6 chirng chi hoac
chiing nhan vé chuyén nganh Vi sinh (va/hoac sinh hoc phéan tir/ sinh hoc/cong
nghé sinh hoc).

- Nguoi nhan dinh va phé duyét két qua: Nguoi thyc hién co trinh d6 dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh (va/hodc sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)

Phuong tién, hoa chat nhu vi du duéi day hoic twong duong.

2.1. Trang thiét b

- Tu an toan sinh hoc cép 2

- May 1 nhiét

- May ly tdm > 12000 gpm/phat

- May ly tdm dung cho tube 0,2 ml

- May vortex

- May PCR

- B0 luu dién

- Ong Eppendorf 1,5 ml hodc 2 ml

- Céc loai Micropipette diéu chinh dwoc: 1000pl, 200ul, 1001, 10ul
- Pau con ¢6 mang loc 10 pl, 100 pl, 200 pl va 1000 pl
- Tt lanh thuong

- Ta 4m sau (20°C) hodc (-70°C) (néu co)

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ndi kiém, ngoai kiém)
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STT | Chi phi hda chit, vit tw tiéu hao Pon vi
1 | Dung cu liy bénh pham Cai
2 | Khay dung bénh pham Cai
3 | Hop van chuyén bénh pham Cai
4 | Gang khong c6 bot (DNase-RNase free) boi
5 | Ong nhya Ependoff 1.5ml ong
6 | Sinh pham va vt tu tiéu hao cho chan doan Test

Kl}éu hao sinh pham va vat tu tiéu hao cho chay chung, Test

kiém tra chat luong

Hoa chat va vat tu tiéu hao cho tach acid nucleic Test

Ong Eppendorf 1,5 ml Tube
10 | Ong Eppendorf 0,2 ml Tube
11 | Pau con 10 ul cb loc Cai
12 | Pau con 30 ul Cai
13 | Pau con 200 ul c6 loc Cai
14 | Pau con 1 ml ¢ loc Cai
15 | Ethanol BDH ml
16 | Water-DEPC Treated ml
17 | Thach Gram
18 | Ladder ml
19 | Blue Juice Gel loading dye ml
20 | Ethidium Bromide (Redgel) ml
21 | TAE Buffer ml
22 | Gidy tham Cudn
23 | Giay xét nghiém To
24 | S6 luu két qua xét nghiém To
25 | Bt viét kinh Cai
26 | Butbi Cai
27 | Mi Cai
28 | Khau trang Cai
29 | Gang tay boi
30 | Gang tay xu ly dung cu boi
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STT | Chi phi hda chit, vit tw tiéu hao Pon vi
31 | Quan 4o Bo
32 | Dung dich xa phong rira tay ml
33 | Con sat trung tay nhanh ml
34 | Dung dich khur trung ml
35 | Khan lau tay cai
36 | Ngoai kiém (EQAS) (néu thuc hién)*

* Ghi cha:

- Chi phi ngoqi kiém cho quy trinh ky thudt duoc tinh cu tﬁé theo Chuong trinh
ngoai kiem (EQAS) la 1/200 tong chi phi dung cu, hoa chat, vt tu tieu hao (voi
50 lan ngoai kiem trung binh 2 lan/I nam).

3. Bénh pham
Dich niéu dao, co tir cung hodc chung vi khuén 14u.
4. Phiéu xét nghiém
Pién day du thong tin theo mau phiéu yéu cau
III. CAC BUGC TIEN HANH
Céc budc tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.
1. Lay bénh pham
Theo ding quy dinh cta chuyén nganh Vi sinh (Xem phu luc).

2. Tién hanh ky thuat
- Tach chiét DNA tong s
- Thuc hién PCR
- bién di kiém tra san pham
- Panh gia va két luan
IV. NHAN PINH KET QUA

 San pham PCR phai c6 mot bang dic hiéu duy nhat, rd nét, khang bi dut
gay va co kich thude twong rng véi doan gene dich can khuéch dai.
V. NHUNG SAI SOT VA XU TRI

Khi két qUa khi chirng am va/hoac chimg dwong khong hop ly, can phai
kiém tra lai quéa trinh tach chiét DNA téng s6, chat lugng primers va master
mix, sau do thuc hién lai xét nghiém.
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8. Neisseria gonorrhoreae khang thudc giai trinh tw gene

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phat hién su thay d6i trinh ty nucleotide trén hé gene cua Neisseria
gonorrhoreae ¢o lién quan dén kha nang khang thuoc.

2. Nguyén ly

Duya trén trinh ty nucleotide dic trung cuia gene ma hda cho dic tinh
khéng thuoc cua vi khuan bang k¥ thuat gii trinh ty gene.

II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va co6 ching chi
hodc chimg nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phéan tu/ sinh
hoc/cong nghé sinh hoc)..

- Nguoi nhan dinh va phé duyét két qua: Ngudi thue hién co trinh d6 dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

2. Phuwong tién, hoa chit (Vi du hoiic twong dwong)

2.1. Trang thiét bi

- Tu an toan sinh hoc cap 2

- May 0 nhiét

- May ly tdm 25000 x g

- May ly tdm dung cho tube 0,2 ml

- May vortex

- May PCR

- May giai trinh tu gene

- B0 luu dién

- Ong Eppendorf 1,5 ml hodc 2 ml

- Céc loai Micropipette diéu chinh dugc: 10001, 200ul, 100pul, 10pl
- Pau c6n ¢6 mang loc 10 pl, 100 ul, 200 pl va 1000 pl
- Tu lanh thuong

- Ta 4m sau (20°C) hodc (-70°C) (néu co)

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ndi kiém, ngoai kiém)
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STT Chi phi héa chat, vat tu tiéu hao Don vi
1 | Gidy xét nghiém To
2 | Dung cu lay bénh pham Que
3 | Gang khong c6 bot (DNase-RNase free) boi
4 | Sinh pham chan doan Test
5 | Khau hao sinh pham cho chan doan va kiém tra chat luong Test
6 | Kit tach chiét DNA/RNA Test
7 | Ong Eppendorf 1,5 ml Tube
8 | Ong Eppendorf 0,2 ml Tube
9 | Paucon 10 ul ¢ loc Cai
10 | Péau con 30 ul Cai
11 | Bau c6n 200 ul ¢ loc Cai
12 | Pau con 1 ml o loc Cai
13 | Ethanol BDH Ml
14 | Water-DEPC Treated Ml
15 | Thach Gram
16 | Ladder nl!
17 | Blue Juice Gel loading dye ml
18 | Ethidium Bromide (Redgel) ml
19 | TAE Buffer nl!

20 | Gidy tham Cudn
21 | Gidy xét nghiém TS
22 | SO luu két qua xét nghiém To
23 | But viét kinh Cai
24 | But bi Cai
25 | Mi Cai
26 | Khau trang Cai
27 | Gang tay xu Iy dung cu bo1
28 | Quan 40 Bo
29 | Dung dich xa phong rira tay ml
30 | Con sat trung tay nhanh ml
31 | Dung dich khtr trung ml
32 | Khan lau tay cai
33 | Ngoai kiém (EQAS) (néu thyc hién)*
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* Ghi cha:
- Chi phi ngoqi kiém cho quy trinh ky thudt duoc tinh cu thé theo Chirong trinh

ngoqi kiém (EQAS) la 1/200 tong chi phi dung cu, héa chat, vit tw tiéu hao (voi
s6 lan ngoqi kiém trung binh 2 lan/l ndm).

3. Bénh phim

Dich niéu dao, co tir cung hodc ching vi khuan 14u.

4. Phiéu xét nghiém

Pién day du thong tin theo mau phiéu yéu cau

III. CAC BUOC TIEN HANH

Céc budc tién hanh thuc hién theo phwong tién, hoa chat duoc vi du & trén.
1. LAy bénh pham

Theo dung quy dinh cua chuyén nganh Vi sinh (Xem phu luc).

2. Tién hanh k§y thuit

- Tach chiét DNA tong sb

- Thuc hién PCR gene khang thube

- Pién di kiém tra san pham

- Giai trinh tu gene

- Kiém tra sy thay d6i nucleotide cua gene khang thudc va két luan
IV. NHAN PINH KET QUA

San phém PCR phai c6 mdt bang dac hiéu duy nhat, rd nét va khong bi
dut gay. Trinh ty DNA cua gene dich dugc so sanh vdi cac trinh tu cua gene
cua chung hoapg dai trén “Genebank” dé xac dinh sy c6 mat hodc khong c6 mat
cua cac dot bién khang thudc da dugc biét.

V.NHUNG SAI SOT VA XU TRi

- Trong trudng hop khong c6 san pham PCR, can phai kiém tra lai qua trinh
tach chiét DNA tong sb, chit lugng primers va master mix, va thuc hién lai.

- Néu trinh tw DNA bj nhiéu can phai kiém tra~lal do dac hi€u cua san pham
PCR hodac qua trinh chay PCR sequencing bi nhiém chéo.
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9. Chlamydia khang thudc giai trinh tw gene

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phét hién sy thay dbi trinh tu nucleotide trén hé gene ctia Chlamydia c6
lién quan dén kha nang khang thuoc.

2. Nguyén ly

Duya trén trinh tuy nucleotide dac trung ctia gene ma hoa cho dic tinh
khang thudc cua vi khuan bang ky thuat giai trinh tu gene.

II. CHUAN BI

- Nguoi thuc hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 chung chi
hodc chimg nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phéan ta/ sinh
hoc/cong nghé sinh hoc).

Nguoi nhan dinh va phé duyét két qua: Nguoi thyc hién co trinh d6 dai
hoc hoidc sau dai hoc vé chuyén nganh Vi sinh (va/hodc sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)

2.1. Trang thiét bi

- Ta an toan sinh hoc ti thiéu cap 2

- May 1 nhiét

- May ly tam 25000 x g

- May ly tdm dung cho tube 0,2 ml

- May vortex

- May PCR

- May giai trinh tu gene

- B0 luu dién

- Ong Eppendorf 1,5 ml hodc 2 ml

- Céc loai Micropipette diéu chinh dwoc: 1000pl, 200ul, 1001, 10ul
- Pau con ¢6 mang loc 10 pl, 100 pl, 200 pl va 1000 pl
- Tt lanh thuong

- Ta 4m sau (20°C) hodc (-70°C) (néu co)

2.2. Dung cu, hoa chat va vat tw tiéu hao (bao gom ngi kiem, ngoai kiem)

STT

Chi phi héa chit, vat tw tiéu hao

Don vi

1

Gidy xét nghiém

To
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STT Chi phi héa chit, vat tu tiéu hao Pon vi
2 | Dung cu liy bénh pham Que
3 | Gang khong c6 bot (DNase-RNase free) boi
4 | Sinh pham chan doan Test
5 | Khau hao sinh pham cho chan doan va kiém tra chat lugng Test
6 | Kit tich chict DNA/RNA Test
7 | Ong Eppendorf 1,5 ml Tube
8 | Ong Eppendorf 0,2 ml Tube
9 | Paucon 10 ul ¢o loc Cai
10 | Pau con 30 ul Cai
11 | Pau con 200 ul cb loc Cai
12 | Pau con 1 ml cb loc Cai
13 | Ethanol BDH Ml
14 | Water-DEPC Treated Ml
15 | Thach Gram
16 | Ladder Ml
17 | Blue Juice Gel loading dye M
18 | Ethidium Bromide (Redgel) M
19 | TAE Buffer Ml

20 | Giay tham Cudn
21 | Giay xét nghiém To
22 | So luu két qua xét nghiém TS
23 | But viét kinh Cai
24 | But bi Cai
25 | M Cai
26 | Khau trang Cai
27 | Gang tay xu ly dung cu Doi
28 | Quan 40 Bo
29 | Dung dich xa phong rira tay M
30 | Con sat triung tay nhanh M
31 | Dung dich khtr tring M
32 | Khan lau tay Cai
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STT Chi phi héa chit, vat tu tiéu hao Pon vi

33 | Ngoai kiém (EQAS) (néu thuc hién)*

* Ghi cha:

- Chi phi ngoai kiém cho quy trinh ky thudt duoc tinh cu tﬁé theo Chuwong trinh
ngoai kiem (EQAS) la 1/200 tong chi phi dung cu, hoa chdt, vat tw tiéu hao (voi
50 lan ngoai kiéem trung binh 2 lan/I nam).

3. Bénh pham
Dich co thé nghi ngo ¢6 cin nguyén do Chlamydia trachomatis gay bénh.
4. Phiéu xét nghiém
Pién day du thong tin theo mau phiéu yéu cau
II. CAC BUOC TIEN HANH
Céac budc tién hanh thuc hién theo phuong tién, hoa chat dugc vi du & trén.
1. Lay bénh pham
Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem phu luc).
2. Tién hanh k§y thuat
- Tach chiét DNA tong s6
- Thyc hién PCR gene khang thuéc
- Pién di kiém tra san pham
- Gidi trinh tu gene
- Kiém tra sy thay d6i nucleotide cta gene khang thudc va két luan
IV. NHAN PINH KET QUA
San pham PCR phai c6 mét bang dic hiéu duy nhit, rd nét va khong bi
dut gay. Trinh tw DNA cua gene dich dugc so sanh vai cac trinh ty cua gene
cua chung hoapg dai trén “Genebank” dé xac dinh su c6 mat hodc khong c6 mat
cua cac dot bién khang thude da duogc biét.
V. NHUNG SAI SOT VA XU TRi

- Trong truong hop khong c6 san pham PCR, cin phai kiém tra lai qua trinh
tach chiét DNA tong sb, chat luong primers va master mix, va thyc hién lai.

- Néu trinh tw DNA bi nhiéu can phai kiém tra~1r;11 do dac hiéu cua san pham
PCR hodc qua trinh chay PCR sequencing bi nhiém chéo.
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10. Clostridium difficile mién dich tu dong

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phat hién toxin A va toxin B cua Clostridium difficile truc tiép tir bénh pham
phan.

2. Nguyén ly

Dua trén nguyén 1y ctia ky thuat ELFA (Enzyme-linked Fluorescent Assay) (Vi
du).

II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thue hién: Nhan vién xét nghiém da duoc dao tao va co6 ching chi hoac
chtng nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh d6 dai hoc
hodc sau dai hoc vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)

2.1. Trang thiét bi

- Dan may ELFA (Vidas) hoac tuong duong.
- May ly tdc d6 > 12000 gpm/ph(t

- Talanh2°C-8°C

- Micropipette 200 pl va 1000pl.

- Gia dung 6ng tube eppendorf

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom néi kiém, ngoai kiém)

STT Chi phi héa chit, vat tu tiéu hao Pon vi

1 | Khay dung bénh pham Cai

2 | Hop van chuyén bénh pham Cai

3 | Lo dung bénh pham Cai

4 | Ong ly tam bang polypropylen thé tich 1,5 - 2 ml Cai

5 | Sinh pham chan doan* Test
Khau hao sinh pham cho chay chtng, kiém tra chat Test

6 |luong

7 | Chimg ngoai kiém am (néu co) M

8 | Chimg ngoai kiém duong (néu co) M

9 | Ngoai kiém (EQAS) (néu thyc hién)*
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10 | Nude cat MI
11 | Dau cbn 1000 pl Cai
12 | Pau con 200 pl Cai
13 | Giay tham Cudn
14 | Giay xét nghiém TS
15 | S6 luu két qua xét nghiém To
16 | Bit viét kinh Céi
17 | Butbi Cai
18 | Mi Cai
19 | Khau trang Cai
20 | Gang tay khong bot boi
21 | Gang tay xur Iy dung cu boi
22 | Quan 40 bao ho Bo
23 | Dung dich xa phong rtra tay Ml
24 | Con sat trung tay nhanh M
25 | Dung dich khtr trung Ml
26 | Khan lau tay Cai
* Ghi chu:

- Sinh phdm chan dodn chay méi lan bao gom sinh phdm chay cho mdu va chay

cho chitng am, chirng dwong toxin A, chitng dirong toxin B va chdt chudn.

- Chi phi ngoai kiém cho quy trinh ky thudt duoc tinh cu tﬁe theo Chuong trinh
ngoai kiem (EQAS) la 1/200 tong chi phi dung cu, hoa chat, vt tu tieu hao (voi
50 lan ngoai kiém trung binh 2 lan/I nam).

3. Bénh pham

cO nap xoay.

4. Phiéu xét nghiém

Pién day du thong tin theo mau phiéu yéu cau.

III. CAC BUOC TIEN HANH

Céac budce tién hanh thuc hién theo phuong tién, hoa chat dugc vi du & trén.

1. LAy bénh pham

Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem phu luc).

2. Tién hanh k§y thuat

Téi ‘ghiéu 3 ml phén long, t(‘)t, nhat 13 10 — 20 ml phan dung trong lo vo
trung c6 nap xoay. Néu phan nat, lay khoang 3 g phan dung trong lo vo trung




B0 sinh pham VIDAS® C. difficile Toxin A & B (Biomerieux) (VD hoic tuong
duong)

Cac budc tién Noi dung
hanh
1 Chuan bj sinh pham
2 Chuan bi mau phan

Chuan bi chat chuan va cac chiing

3 Nho chimg va bénh pham theo tht ty hudng dan
4 Pua kit vao may chay theo huéng dan
5 Qua trinh thyc hién hoan toan ty dong trén may trong

vong 75 phat

6 Poc két qua

IV. NHAN PINH KET QUA

1.  Diéu kién

C4c gia tri ctia ching phai nam trong khoang gidi han chap nhan.

2. Nhan dinh, tra 1oi két qua

- Nhan dinh két qua qua phén tich ctia may dua trén co s hudng dan cia
bd kit.

- Néu két qua nghi ngd — 1am lai xét nghiém sau lan xét nghiém dau tién 15
- 20 ngay.

RFV mau
Gia tri cla mau = RFV = Relative Fluorescence Value
RFV standard
Két qua
Gia tri miu Két qua
<0.13 Am tinh
>0.13 dén < 0.37 Khoéng r6 rang
>0.37 Duong tinh

Neu két qua khong rd rang, 1am lai xét nghiém tur mau phan ban dau hoic lay
mau phan méi. Néu két qua van khong 16 rang thi nén xét nghiém bang phuong
phap khac.

V. NHUNG SAI SOT VA XU TRi: VIDAS® C. difficile Toxin A & B
(Biomerieux) (VD)
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- Céc hoa chat pha lodng ma khong phai hoa chat pha lodng mau tir kit
VIDAS C. difficle Toxin A & B thi khong dugc st dung cho xét nghiém
VIDAS C. difficle Toxin A & B.

- Phan cua tré méi sinh c6 giy nhiéu xét nghiém VIDAS C. difficle
Toxin A & B — khong xét nghiém véi cac bénh pham tir tré nhé hon 2 tuoi.

- Cac bénh pham 13 phan ma chia nhiéu chit béo khong duoc danh gia.
Tranh lay mau nay trong xét nghiém VIDAS C. difficle Toxin A & B

- Do mau khong dong nhat, viéc tron k§ bénh pham 1a phan 1a rat can
thiét dé tranh cac két qua khong thong nhat. Cac mau cho két qua trai nguoc voi
cac thong tin 1am sang phai dugc xét nghiém lai sir dung mau moi

- Ham luong doc t6 c6 thé khac nhau tir mot bénh pham ciia Nguoi bénh.

- Mot két qua am tinh cua xét nghiém VIDAS C. difficle Toxin A & B
riéng 1¢ c6 thé bac bo kha ning viém dai trang hodc tiéu chay lién quan dén C.
difficile. Viéc nay c6 thé do két qua ldy mau khong dung hodc bao quan bénh
pham khong dung. Ludn ludn danh gia cac két qua xét nghiém VIDAS C.
difficle Toxin A & B cuing voi cac dau hiéu 1am sang va tién sir bénh ctia Nguoi
bénh khi chan doan cac bénh lién quan dén C. difficle.

- Mot két qua xét nghiém duong tinh riéng 1é cua xét nghiém VIDAS C.
difficle Toxin A & B c6 thé khong duoc sir dung dé chan doan viém dai trang
va tiéu chay lién quan dén C. difficle. Cac két qua xét nghiém VIDAS C.
difficle Toxin A & B phai duoc danh gia ciing véi cac dau hiéu 1am sang va tién
xur bénh cia Nguoi bénh khi chan doan céc bénh lién quan dén C. difficle.
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11. Helicobacter pylori Ag test nhanh
I. MUC PiCH VA NGUYEN LY

Phat hién dinh tinh nhanh khang nguyén cua Helicobacter pylori trong
phan ctia nguoi theo nguyén 1y cua k¥ thuat sac ky mién dich.

II. CHUAN BI

- Nguoi thuc hién: Nhan vién xét nghiém da duoc dao tao va cé ching chi
hodc chung nhéan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duygf:t két qua: Nguoi thuc hién da dugc dao tao
va c6 ching chi hodc chimg nhan vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du hoic twong dwong):

2.1. Trang thiét bj:

- Tu lanh 4°C - 8°C

- Tua 4m sdu (-20°C) hodc (-70°C) (néu co)

- Pong ho do thoi gian
2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom noi kiém, ngoai kiém):
STT Chi phi héa chit, vat tw tiéu hao Don vi

1 Lo dung bénh pham Cai
2 Panh Cai
3 Khay dyng bénh pham Cai
4 Hop van chuyén bénh pham Test
5 Sinh pham chan doan Test
6 Khau hao sinh pham cho kiém tra chat lugng Test
7 Dung cu xét nghiém Cai
8 Gidy tham Cudn
9 Gidy xét nghiém To
10 S6 luu két qua xét nghiém TS
11 But viét kinh Cai
12 But bi Cai
13 Mi Cai
14 Khau trang Cai
15 Gang tay bo1

16 Gang tay xu ly dung cu bo1

17 Quan 40 bao ho Bo
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18 Dung dich xa phong rira tay Ml
19 Con sét tring tay nhanh Ml
20 Dung dich khtr trung Ml
21 Khan lau tay Cai

3. Bénh pham: Phan

4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau

III. CAC BUOC TIEN HANH

Céc budc tién hanh thuc hién theo phuong tién, hoa chit duoge vi du & trén.

1. Lay bénh pham:
Theo ding quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k§y thuit:

o Pé mau, tai dung test va dung dich xét nghiém vé nhiét d6 phong trudc
khi tién hanh xét nghiém (15- 20 phdt).

e  Chuan bj test, danh dau tén ngudi bénh trén test, xét nghiém ngay khi lay
test ra ngoai.

o Huat dung moi pha lodng 1én téi vach roi nhé vao 6ng nghiém. Thyc
hiénthao tac nay 2 lan.

o Dung tim bong lay khoang 50 mg phan dua vao 6ng nghiém va xoay tim

bong khoang 10 1an. Sau d6 ép chat tim bong 1én thanh 6ng nghiém rdi loai bo
tdm bong.

o Pay nap nho giot vao 6ng nghiém.

o Nho 3 giot dung dich pha lodng vao giéng d¢a mau hinh tron, chit “S”.

. Poc két qua trong khoang 10-15 phut. Khong duge doc két qua sau 15
phut.

IV. NHAN PINH KET QUA

Trén thanh thtr xuat hién 2 vach mau: C 1a vach chimg (Control line), T 13 vach
thtr nghiém (Test line) hodc chi ¢6 1 vach

Ghi két qua nhu bang sau:
Hién tuwgng Két qua
Trén thanh thtr xuat hién 2 vach mau ¢ ving C va T Duong tinh
Trén thanh thir xuét hién 1 vach & ving C Am tinh
Trén thanh thir khong xuat hién vach C Khong c6 gid tri
Trén thanh thtr xuat hién 1 vach ¢ ving T Khong c6 gid tri

Luu y: Néu vach control khong chuyén mau chung to test xét nghiém nay
khong co gia tri va can phai thuc hién lai xét nghiém.
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V. NHUNG SAI SOT VA XU TRI

- Phai 1am lai mAu xét nghiém méi khi thanh thir bj hong (thanh thir khong xuét
hién vach mau tai vach C).

- Xét nghiém phai duoc tién hanh ngay sau khi 1dy mau cang som cang tdt.
Khong dugc dé mau pham & nhiét d6 phong trong thoi gian dai.
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12. Helicobacter pylori Ab test nhanh
I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phat hién dinh tinh nhanh khang thé IgG khang Helicobacter pylori va
khang thé khang yeu t6 nhiém trung tai t6 hop hién c6 (CIM-current infection
marker) trong huyét thanh, huyét twong hodc mau toan phan ctia nguoi.

2. Nguyén ly

Xét nghiém nhanh khang thé IgG va CIM dua trén nguyén 1y ky thuat sic
ky mién dich gian tiép.
II. CHUAN BI

Nguoi thuc hién: Nhan vién xét nghiém da duoc dao tao va co6 chung chi
hodc chimg nhéan vé chuyén nganh Vi sinh.

Nguo1 nhén dinh va phé duyét két qua: Nguoi thuc hién di duge dio tao
va c6 chiing chi hoac chuing nhan vé chuyén nganh Vi sinh.

2. Phuong ti¢n, héa chat (Vi du hodc twong dwong):
2.1. Trang thiet bi:

- May ly tdm, dong ho do thoi gian.
- Ta lanh 4°C — 8°C
- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom nji kiém, ngoai kiém):

STT Chi phi héa chit, vat tw tiéu hao Pon vi
1 |Bong Kg
2 | Day gar6 Cai
3 | Con Ml
4 | Bom kim tiém Cai
5 |Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Test
8 | Tube dung bénh pham Cai
9 | Sinh pham chan doan Test

10 | Khau hao sinh pham cho kiém tra chat lugng Test
11 | Paucon 200 ul Cai
12 | Gidy thim Cudn
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13 | Gidy xét nghiém To
14 | S6 luu két qua xét nghiém To
15 | Bat viét kinh Cai
16 | Buthbi Cai
17 | Mu Cai
18 | Khau trang Cai
19 | Gang tay baoi
20 | Gang tay xur ly dung cu baoi
21 | Quan 4o bao ho B
22 | Dung dich xa phong rua tay ml
23 | Con sat trung tay nhanh ml
24 | Dung dich khtr trung ml
25 | Khan lau tay Cai
26 | Ngoai kiém (EQAS) (néu thyc hién)*
* Ghi chu:

- Chi phi ngoaqi kiém cho quy trinh ky thudt duoc tinh cu thé theo Chuong trinh
ngoqi kiém (EQAS) la 1/50 long chi phi dung cu, héa chat, vt tie tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh pham:
Huyét thanh, huyét twong, mau toan phan.

4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau
III. CAC BUOC TIEN HANH

Céac budce tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.

1. Lay bénh pham:

Theo ding quy dinh cua chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k§y thuat:
B¢ sinh phim Assure H.pylori Rapid Test (MP) (VD hoic sinh phim tuong

duong)

o Pé mau, tai dung test va dung dich xét nghiém vé nhiét d6 phong trudc
khi tién hanh xét nghiém (15-20 phut).
° Chuén bi test, danh diu tén Nguodi bénh trén test, xét nghiém ngay khi
lay test ra ngoai.

* Néu bénh pham 1a huyét thanh/huyét twong:

J HUt 25 pl bénh pham nho vao giéng hinh vudng.
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e Cho téi khi bénh pham di chuyén téi vach mau hong JUST PAST (vach
A) thi nho 2 giot CHASE BUFFER vao giéng hinh tron ¢ dau thanh thir.

o Kéo miéng mika c6 chir HP cho t6i khi gip strc can khong kéo duoc nita
thi nho 1 giot CHASE BUFFER vio giéng nho bénh pham hinh vudng.

o Poc két qua trong vong 15 phat. Khong duoc doc két qua sau 15 phit.
*Néu bénh pham 1a mau toan phan:

. HGt 25 pl bénh pham nho vao giéng nho bénh pham hinh vuéng, tiép
theo nho 1 giot CHASE BUFFER vao giéng nay.

e Cho t6i khi bénh pham di chuyén téi vach mau hong JUST PAST (vach
A) thi nho 3 giot CHASE BUFFER vao giéng hinh tron ¢ dau thanh tht.

o Kéo miéng mika c6 chit HP cho t&i khi gip strc can khong kéo duoc nita
thi dung lai.

. Doc két qua trong vong 15 phut. Khong duoc doc két qua sau 15 phut.
IV. NHAN PINH KET QUA

1. Pi¢u kién ciia phan tng:

Vach chtng c6 mau hong nhat trude khi xét nghiém phai c¢6 sy chuyén sang
mau héng dam khi tién hanh phan Gng. Néu nhu vach nay khong thay d6i mau
chiig t6 thanh thtr khong co6 gia tri.

2. Dién giai két qua:

* Két qua thtr nghiém c6 thé nhu bang sau:

Hién twgng Két qua
Vach A (chung) | Vach B (CIM) Vach C (IgG)
+ + + Duong tinh
+ - + Duong tinh
+ - - Am tinh
- + + Khong c6 gia tri
+ + - Khong c6 gia tri

* Bién luan két qua:

- Néu chi c¢6 IgG duong tinh: Ngudi bénh di timg nhiém H.pylori.

- Néu ca IgG va CIM duong tinh: Nguoi bénh hién dang bi nhiém H.pylori.

V. NHUNG SAI SOT VA XU TRI

- Phai lam lai mau xét nghiém méi khi thanh thir bi héng (thanh thir khong
c6 su do1 mau tai vach chung A).

Xet nghiém phai dugc t"ié'n hanh ngay sau khi ldy miu cang sém cang tf)t.
Khoéng dugc d¢ mau pham ¢ nhi¢t do phong trong thoi gian dai. Bénh pham
mau toan phan bao quan & diéu kién 2 °C — 8°C trong thdi gian < 48 gio.
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13. Helicobacter pylori nuéi cay,dinh danh
va khang thuoc

|. MUC PiCH VA NGUYEN LY
1. Muc dich
Phat hi¢n, dinh danh va xac dinh muc do nhay cam voi khang sinh cua
Helicobacter pylori bang phuong phap nuoi cay kinh dién.
2. Nguyén ly
- Str dung méi trudng chon loc dé phan lap, phat hién vi khuan H. pylori.
- Dinhﬁ danl} dua trén cac dic diém nuoi céy, mot s6 tinh chat chuyén hoa, cac
dac diém vé hinh thai hoc.
- Thur nghiém tinh khang thuéc cia H. pylori bang k¥ thuat khang sinh d6 dai
gidy khuéch tan theo bac nong do.
II. CHUAN BI
1. Nguwoi thuc hién
- Nguoi thue hién: Nhén vién xét nghiém da dugc dao tao va cd ching chi hodc
chung nhan vé chuyén nganh Vi sinh.
- Nguﬁ)’i nhan dinh va phé duyét két qua: Nguoi co trinh do dai hoc hoac sau dai
hoc vé chuyén nganh Vi sinh.
2. Phuong tién, hoa chat (Vi du hoiac twong duwong)

2.1. Trang thiét bj

- Tt an toan sinh hoc cép 2 - May so do duc

- Kinh hién vi quang hoc - Pipet

- T4 4m thudng/ti 4m CO, - Pén con, bat lira

- May vortex - Que cdy, gia dung que cay

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom noi kiém, ngoai kiém)

a. Chi phi cho hoa chdt va vat tw tiéu hao nudi cd'y, dinh danh vi khudn H.

pylori

STT Chi phi héa chit, vat tw tiéu hao Pon vi
1 | Mbi truong nudi cay (Pylori agar- PYL/ HPH agar...) bia
2 | Moi truong van chuyén Portagerm Lo
3 | Tai Genbag vi hiéu khi Tai
4 | Canh thang Brain Heart Infusion (37g/1 lit) ml
5 | Thudc nhuém tim Gentian mi
6 | Lugol ml
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Cdn tay 95° ml

Thudc nhudém doé Fucsin mi

Thudc thar Oxydase ml
10 | Thudc thir Catalase ml
11 | Urea (3.99/100ml) ml
12 | Nudc mudi sinh 1y ml
13 | Dau soi kinh ml
14 | Lam kinh cai
15 | Que cay nhua vo tring cai
16 | Tube 2 ml v6 trung cai
17 | Que tre vo trang dé nghién bénh pham Cai
18 | Pau con 200pl vo tring cai
19 | Dung dich xa phong rura tay ml
20 | Dung dich sat khuan tay nhanh ml
21 | Javen + xa phong + A xit ngdm rua dung cu ml
22 | Batlua cai
23 | Mi cai
24 | Gang tay doi
25 | Khéu trang cai
26 | Giay lau toy
27 | Gang xu ly dung cu doi
28 | Khay dung bénh pham cai
29 | Hop véan chuyén bénh pham cai
30 |Butda cai
31 | Bong kg
32 |Con70° ml
33 | Tai dung rac cai
34 | Ao phong xét nghiém cai
35 | SO xét nghiém to
36 | Gidy tra két qua xét nghiém to
37 | Noi kiém tra chat luong(QC)* (néu thuc hién)
38 | Ngoai kiém tra (EQAS)* (néu thuc hién)
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b. Chi phi cho héa chat va vit tw tiéu hao thir nghiém khang thuéc véi vi khudn

H. pylori

TT Chi phi hoa chat, vat tw tiéu hao Pon vi
1 Mo6i truong lam khang sinh d6 cho vi khuan H. pylori

(Mueller Hinton agar + 5% mau ngua + NAD ..... bia
2. | Thanh Etest Thanh
3. | Thi Genbag vi hiéu khi Tai
4. Canh thang Brain Heart Infusion (37g/1 lit) ml
S. Ong nudc muoi sinh 1y vo tring ong
6. Que tam bong vo trung cai
7. Pau c6n 200pl vo tring cai
8. | Dung dich sat khuan tay nhanh ml
9. Javen + xa phong + A xit ngdm rira dung cu ml
10. | M cai
11. | Gang tay doi
12. | Khau trang cai
13. | Giay lau to
14. | Gang xu 1y dung cu doi
15. | Batda cai
16. | Bong kg
17. | Con 70° mi
18. | Tui dung rac cai
19. | Ao phong xét nghiém cai
20. | SO xét nghiém toy
21. | Giay tra két qua xét nghiém to
22. | Chang H. pylori ATCC 43504 (khong qué 4 chu ky chuyén) Chung
23. | Nbi kiém tra chat luong(QC)* (néu thuc hién)
24. | Ngoai kiém tra (EQAS)* (néu thuc hién)

* Ghi cha:

- Chi phi ngi kiém cho quy trinh ky thudt duoc tinh cu thé theo Chirong trinh
noi kiem (QC) la 1/10 tong chi phi dung cu, hoa chat, vat tu tiéu hao (voi so
lwong > 10 mau cho 1 lan tién nhanh ky thuqt).
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- Chi phi ngoai kiém cho quy trinh ky thudt dwoc tinh cu tlhéy theo Chuong trinh
ngoai kiem (EQAS) la 1/200 tong chi phi dung cu, hoa chat, vat tu tieu hao (voi
80 lan ngoai kiém trung binh 2 lan/I nam).

3. Bénh phim

Bénh phdm manh sinh thiét da day qua 6ng ndi soi

4. Phiéu xét nghiém

Dién day du thong tin theo mau phiéu yéu cau.

II1. CAC BUOC TIEN HANH

Céac budc tién hanh thuc hién theo phuong ti€n, hoa chit duogc vi du & trén.
1. LAy bénh pham

Theo dung quy dinh ctia chuyén nganh Vi sinh

- LAy bénh pham manh sinh thiét da day qua 6ng ndi soi.

- Léy ¢ vung hang vi/ than vi da day, tai céc ria b loét hodc céc vi tri ¢6 ton
thuong nghi ngd do H. pylori (trot, niém mac san,...)

- Chuyén bénh pham sinh thiét vao méi trudng bao quan, van chuyén.

+ Moi truong van chuyén co thé 1a nude mudi sinh 1y vo tring néu van chuyén
ngay vé khoa xét nghiém Vi sinh (trong vong 1h).

+ Néu thoi gian van chuyén quéa 1h gio sau khi ldy mau, cic mau sinh thiét phai
dugc bao quan trong moi truong Portagerm pylori, van chuyén ¢ nhiét do (20-
25 °C) toi da 48h. Véi cac mau luu trit 1au dai, bao quan & -80°C trong moi
truong chira 30% glycerol.

- Khong nhan nhitng mau bénh phim da ngdm trong dung dich formalin.

2. Tién hanh k§y thuit

2.1 Nhuom Gram va nuéi cdy

- Nghién nat cic manh sinh thiét bang dung cu chuyén dung hoidc dung loop ciy
ria truc tiép manh sinh thiét 1én mat dia thach néu thay c6 nhi€u nhay ctia niém
mac, phan con lai dan ti€u ban dé nhuém Gram.

- Pit dia thach vao trong binh Jar c6 tai tao moi trudng vi hiéu khi, 0 4m & 35-
37°C, quan st sau 3 dén 7 ngay.

2.2 Dinh danh

Trén moi trudng nudi cdy, khuan lac nghi ngd H. pylori 1a nhimng khuan lac
nho, khong mau hodc trong; Nhuom Gram c6 hinh cong, xoan nhe, Gram am;
oxydase (+), catalase (+) va urease (+). Truong hop vi khuan moc it can cay
chuyén sang dia thach méi dé tang sinh.

2.3 Thir nghiém tinh khdng thuéc
Tir dia nudi ciy c6 khuan lac vi khuan H. pylori thuan khiét:
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- Tao huyén dich vi khuan néng do 3 McFarland trong canh thang Mueller
Hinton + 5% huyét thanh ngua hoac canh thang BHI + 5% huyét thanh ngua.
- Sau khi ria déu vi khuin 1én mat thach, cho cho se Ipét thach, dung panh dau
nhon dat Etest 1én mat thach sao cho mat c6 ghi dai n{)ng do hudng 1én trén va
phai dam b'f”lo toan by bé mat cua thanh Etest duoc ti€p xtic hoan toan véi mat
thach; dat to1 da 1 thanh Etest trén dia 90mm.
- Pat dia thach vao trong binh Jar ¢6 tui tao méi trudng vi hiéu khi, 0 4m & 35-
37°C, 72 gio.
IV. NHAN PINH KET QUA

Khuém‘lac cua H. pylori c6 dinh nhon, m¢ va kho nhin do V§1y khi doc_)c
khang sinh do phai nghiéng dia thach va sir dyng anh sang xuyén dé doc diém
cat cua hinh elip v&i thanh Etest; Phién giai két qua cua thanh khang sinh Etest
theo EUCAST.
V.NHUNG SAI SOT VA XU TRi
1. Kiém tra chat lugng

- Cac loai dung cy, hoa chét, sinh pham, moi truong nudi cay phai con
han str dung va dugc kiém tra chat luong trude khi st dung.
- Sir dung chung H. pylori ATCC 43504 dé kiém tra chat lugng.
2. An toan

Coi tat ca cac bénh pham duoc xem nhu 13 nguén nhlem ap dung cac bién phap
an toan ddi v6i phong xét nghiém An toan sinh hoc cap I1.
3.Luuy

Nubi cdy c6 thé am tinh gia néu Nguoi bénh gan diy da dung cac thudc
khang sinh hodc chat tc ché bom Proton, nén dung thudc rc ché bom Proton 2
tuan va thuoc khang sinh 4 tuan trudc khi ndi soi dé co két qua chinh xac
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14. Helicobacter pylori Ab mién dich ban tw dong

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Xac dinh dinh tinh khang thé IgM hodc IgG hoic IgA khang H.pylori
trong huy€t thanh hoac huyét tuong nguoi.

2. Nguyén ly

Xac dinh dinh tinh khang thé IgM hoac IgG hodc IgA dua trén nguyén ly
cua k¥ thuat ELISA (mién dich gan enzym).

II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thuce hién: Nhan vién xét nghiém da dugc dao tao va cd ching chi hoac
chtig nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién ¢ trinh d6 dai hoc
hodc sau dai hoc vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)

2.1. Trang thiét b

- Dan may ELISA

- May ly tdm

- Ta lanh 4°C — 8°C

- Tua 4m sau (-20°C) hodc (-70°C) (néu co)

- Pipet don kénh thé tich tir 10l dén 1000yl .
- Micropipette

2.2.  Dung cu, héa chit va vit tw tiéu hao (bao gom néi kiém, ngoai kiém)

STT Chi phi héa chit, vat tw tiéu hao DPon vi
1 |Boéng Kg
2 | Day garb Cai
3 | Con ml
4 | Bom kim tiém Cai
5 |Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
8 | Tube dyng bénh pham Cai
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9 | Sinh pham chan doan Test
10 | Khéu hao sinh pham cho chay chimg, kiém tra chat luong Test
11 | Nudc cat ml
12 | Pau c6n 1000 pl Cai
13 | Pau con 200 pl Cai
14 | Giay tham Cudn
15 | Giay xét nghiém To
16 | SO luu két qua xét nghiém To
17 | Bat viet kinh Cai
18 | But bi Cai
19 | Mi Cai
20 | Khau trang Cai
21 | Gang tay boi
22 | Gang tay xu 1y dung cu Doi
23 | Quan 40 bao ho Bo
24 | Dung dich xa phong rtra tay ml
25 | Con sat trung tay nhanh ml
26 | Dung dich khtr trung ml
27 | Khan lau tay Cai
28 | EQAS (néu thuc hién)*

* Ghi cha:

- Chi phi ngogi kiém cho quy trinh ky thudt duoc tinh cu thé theo Chwong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chat, vat ti tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh pham
Huyét thanh hodc huyét twong.
4. Phiéu xét nghiém
Dién day du thong tin theo mau yéu cau.
III. CAC BUOC TIEN HANH
Céac budce tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.
1. LAy bénh phim
Theo ding quy dinh cua chuyén nganh Vi sinh (Xem Phu luc).
2. Tién hanh k¥ thuit
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B6 sinh pham SERION ELISA classic H. pylori 1gA/IgG/IgM (Serion) (VD
hoac tuong duong)

Cac buédc Noi dung

1 Pé so luong sinh pham can dung ¢ nhiét d6 phong 30 phut trudc
khi lam xét nghiém

Danh s, sip xép bénh pham va viét so do theo thir tu.

Chuan bj dung dich rua.

Pha lodng ching va mau bénh pham.

Lay du so giéng can dung va dit vao gia.

| O & W DN

Xtr 1y trudec mau voi chat hap thy yéu to dang thap (RF) trude khi
phat hién IgM.

7 Cho chung (1 g1eng trong, 1 ching am, 2 gleng chuan) va bénh
pham vao cac giéng ctia phién nhya theo huéng dan cia quy trinh.

8 Pay tam va u.

Rtra phién nhya.

10 Chuan bi chat cong hop

11 Pay tam va u

12 Rira phién nhua

13 Nhoé dung dich hién mau vao mdi giéng

14 U phién nhua , khong day tam va tranh anh sang

15 Nhé dung dich dung phan tng

16 Doc d6 hap thu & budc song 405 va 650nm trong vong 30 phit sau
khi dirng phan ung.

IV. NHAN PINH KET QUA

1. Piéu kién ciia phan tng:

- OD giéng trong phai < 0.25

- Chtng Am phai cho két qua am tinh.

- Gia tri OD cua chimg duong va gia tri OD trung binh cua huyét thanh
chuan phai trong khoang tham chiéu hop 1¢ ghi trong Gidy kiém tra chét luong
b kit (Sau khi trir di d6 hip thu cua giéng tring).

- Su dao dong gia tri OD cua huyét thanh chuan khong dugce cao hon
20%.
Néu mot trong cac diéu kién trén khong dat, phai chay lai xét nghiém
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2. Dién giai két qua:
béanh gia xét nghiém dya trén gidy ching nhén kiém tra chat luong dic hiéu sb
16 v6i duong chuan co trong cac bd thude thir dé cac gia tri OD thu dugc co the

phan anh su hoat dong ctia khang thé tuong tmg. Gia tri OD cua giéng trong
phai dugc trir ra trude khi tinh toan

V. NHUNG SAI SOT VA XU TRi

1. Sai sot

C6 thé xay ra hién twong am tinh gia hodc duwong tinh gia, thong thuong do:

- Thyc hién sai cac budc trong quy trinh hudng dan. N ’
- Ching am va nhimg mau bénh pham am tinh bi nhiém chéo boi huyet
thanh/ huyét twong c6 nong do khang thé cao. o

- Dung dich co chat bi nhiém ba1i céc tac nhan oxid hoé (thuodc tay, ion kim
loai v.v...) o

- Dung dich dung phan trng bi nhiém ban.

2. Xir tri

- Tuén thu ding cac bude qui trinh huong dan cua nha san xudt va hudng
dan vé do 6n dinh hoa chat xét nghi€ém trong bd sinh pham str dung.

- Kiém tra va vé sinh mdy rira thuong xuyén trudc va sau khi lam xét
nghiém.
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15. Helicobacter pylori Real-time PCR

I. MUC PiCH VA NGUYEN LY

1. Muc dich

Phat hién DNA dic trung ctia Helicobacter pylori tir manh sinh thiét da day.
2. Nguyén ly

Dua trén nguyén ly cia ky thuat Real-time PCR.

II. CHUAN BI

1. Nguwoi thuc hién

- Nguoi thuc hién: Nhan vién xét nghiém da dugc dao tao va co ching chi
hodc chimg nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phan ta/ sinh
hoc/cong nghé sinh hoc).
- Nguoi nhan dinh va phé duyét két qua: Nguoi thyc hién co trinh d6 dai
hoc hoidc sau dai hoc vé chuyén nganh Vi sinh (va/hodc sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

2. Phuong tién, hoa chat (Vi du heiic twong dwong)
2.1. Trang thiét b

o May real-time PCR va hé thong may vi tinh
e B0 lvu dién

e Tu an toan sinh hoc cép 2

e May ly tam dung cho tube 0,2ml

e May ly tam > 12000 gpm/phut

e May U nhiét

e May vortex

e Chay cdi nghién

e Tulanh 2°C - 8°C

e Tu 4m siu (-20°C) hoic (-70°C)

e Micropipettes cac thé tich tir 5-1000pl

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ngi kiém, ngoai kiém)

STT | Chi phi héa chat, vat tw tiéu hao Pon vi
1 | Dung cu lay bénh pham Cai
Gang khong bot tal cai
Khay dyng bénh pham Cai
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4 | Hop van chuyén bénh pham Test
5 | Sinh pham chan doan Test
6 | Khau hao sinh pham cho chay chtng, kiém tra chit luvong Test
7 | Kit tach chict DNA Test
8 | Ong Falcon 50 ml Cai
9 | Eppendorf 1,7 ml Tube
10 | Eppendorf 0,2 ml Tube
11 | Pau con 10 pl cb loc Cai
12 | Pau con 30 pl Cai
13 | Pau con 200 pl c6 loc Cai
14 | Pau con 1ml c6 loc Cai
15 | Water-DEPC treated ml
16 | Gidy thim Cudn
17 | Giay xét nghiém To
18 | So luu két qua xét nghiém To
19 | But viét kinh Cai
20 | Butbi Cai
21 | Mu Cai
22 | Khau trang Cai
23 | Gang tay xu ly dung cu boi
24 | Quan 4o bao ho Bo
25 | Dung dich xa phong rua tay ml
26 | Con sat trung tay nhanh ml
27 | Dung dich khtr trung ml
28 | Khan lau tay Cai
29 | Ngoai kiém (EQAS) (néu thyc hién)*

* Ghi cha:

- Chi phi ngoqi kiém cho quy trinh ky thudt duoc tinh cy thé theo Chwong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chat, vat tw tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh pham
Manh sinh thiét da day.

4. Phiéu xét nghiém
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Dién day du thong tin theo mau yéu cau

III. CAC BUOC TIEN HANH

Céc bude tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.
1. LAy bénh pham

- Lay qua 6ng ndi soi dudng miéng

- Quan sat thdy 6 loét, léy 4 mau (3 mau & cac goc ton thuong loét, 14y &
vung mep (ranh gioi) cua tén thuong va mot manh & trung tdm) hodc 14y cac vi
tri c6 ton thuong nghi ngd do H. pylori (trot, ni€ém mac san,...)

- Dung kim ldy méau chuyén bénh pham tir kim sinh thiét vao lo dung
bénh pham.

2. Tién hanh k¥ thuét:

B0 sinh pham H. pylori Real-TM (Sacace —VD hodc tuong duong)
2.1. Thu nhén va xir Iy mdu
2.2. Tich chiét DNA
2.3. Thwc hién phdn rng real-time PCR
IV. NHAN PINH KET QUA
1. Piéu kién ciia phan ng
. Chimg dwong c¢6 duong biéu dién tin higu huynh quang mau JOE
duong tinh va duong bi€u dién tin hiéu huynh quang mau FAM am tinh.

o Ching am c6 duong biéu dién tin hiéu huynh quang mau FAM duong
tinh, duong biéu dién tin hiéu huynh quang mau JOE am tinh.

2. Phan tich mau

- Mau duong tinh: Mau ¢6 duong biéu dién duong tinh rd rang vi mau
bat dau tir chu ky 36 tr¢ vé trudc.

- Mau nghi ngd: Mau c6 duong bicu dién dwong tinh va bat dau tir sau
chu ky 36 — d¢€ nghi lay mau lai dé thyc hién xét nghiém.

- Mau 4m tinh: Mau c6 duong biéu dién am tinh, chimg ndi phai duong
tinh.

3. In d6 thi két qua
V. NHUNG SAI SOT CAN XU TRi

Néu duong d6 thi huynh quang ctia mau xuat hién & ngoai chu ky thir 40 thi
phai can than kiém tra va danh gia lai mau.
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16. Leptospira dinh danh PCR

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phat hién su c¢6 mat doan gene dac trung cua Leptospira co trong bénh
pham.

2. Nguyén ly

Dua trén nguyén ly k¥ thuat PCR.
II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 ching chi
hodc chimg nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phéan tu/ sinh
hoc/cong nghé sinh hoc).

- Nguoi nhan dinh va phé duyét két qua: Ngudi thuc hién co trinh d6 dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

2. Phuwong tién, hoa chit (Vi du hoiic twong dwong)

2.1. Trang thiét bi

- Tu an toan sinh hoc cap 2

- May u nhiét

- May ly tdm > 12000 gpm/phat

- May ly tdm dung cho tube 0,2 ml

- May vortex

- May chay PCR

- Céc loai Micropipette diéu chinh dugc: 1000p1, 2001, 100pu1, 10pul
- May dién di

- May doc anh gel

- Lo vi song

- Tu lanh thuong

- Tua 4m sdu (20°C) hoic (-70°C) (néu cb)
- B¢ luu dién

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ndi kiém, ngoai kiém)

STT Chi phi héa chat, vt tu tiéu hao Pon vi

1 | Dung cu lay bénh pham Ong
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STT Chi phi héa chit, vat tu tiéu hao Pon vi
2 | Khay dung bénh pham Cai
3 | Hop van chuyén bénh pham Cai
4 | Gang khong c6 bot (DNase-RNase free) boi
5 | Ong nhua Eppendoff 1.5ml ong
6 | Sinh pham chan doan Test

Khau hao sinh pham cho mdu chtng céc loai, kiém tra chat Test

luong
8 | Kit tich chict DNA Test

Ong Eppendorf 1,5 ml Tube
10 | Ong Eppendorf 0,2 ml Tube
11 | Pau con 10 ul cb loc Cai
12 | Pau con 30 ul Cai
13 | Bau c6n 200 ul ¢o loc Cai
14 | Pau con 1 ml c6 loc Cai
15 | Ethanol BDH nl
16 | Water-DEPC Treated ml
17 | Thach Gram
18 | Ladder ml
19 | Blue Juice Gel loading dye ml
20 | Ethidium Bromide (Redgel) ml
21 | TAE Buffer nl
22 | Gidy tham Cudn
23 | Gidy xét nghiém To
24 | S6 luu két qua xét nghiém To
25 | Bit viét kinh Cai
26 | Butbi Cai
27 | Mi Cai
28 | Khau trang Cai
29 | Gang tay bo1
30 | Gang tay xu Iy dung cu bo1
31 | Quan 4o Bo
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STT Chi phi héa chit, vit tu tiéu hao Pon vi
32 | Dung dich xa phong rira tay ml
33 | Con sat tring tay nhanh ml
34 | Dung dich khtr triing ml
35 | Khan lau tay cai
36 | Ngoai kiém (EQAS) (néu thuc hién)*

* Ghi cha:

- Chi phi ngogi kiém cho quy trinh kjs thugr duroc tinh cu thé theo Chuong trinh
ngogi kiem (EQAS) la 1/200 tong chi phi dung cu, hoa chat, vat fw tiéu hao (véi
so lan ngoai kiém trung binh 2 lan/I nam).

3. Bénh pham

Huyét thanh hodc huyét tuong

4. Phiéu xét nghiém

Pién diy du théng tin theo mau phiéu yéu cau

III. CAC BUOC TIEN HANH

Céac budc tién hanh thuc hién theo phuong tién, hoa chét duoc vi du & trén.

1. LAybénhpham
Theo dung quy dinh ctia chuyén nganhVi sinh (Xem Phu luc ).

2. Tiénhanhk§ythuat

2.1. Tdch chiét DNA tir bénh phim
2.2. Pha hén hop phdn ieng PCR
2.3. Chay phan ung PCR

2.4. Dién di san phim PCR

2.5. Poc két qua

IV. NHAN PINH KET QUA

- Phan Umg duong tinh khi c6 san pham PCR 13 mét bang dic hiéu duy
nhat, 16 nét, khong bi dut gay va co kich thudc tuong ing voi doan gen dich
can khuéch dai.

- Phan mg am tinh néu khong c6 vach san pham PCR c6 kich thudc twong
g v6i doan gen dich can khuéch dai.

V. NHUNG SAI SOT VA XU TRi

- Phan g duong tinh gia: do tap nhiém tr mdi truong

- Phan tmg 4m tinh gia: do phan tng PCR bi trc ché

- Pé han ché cac hién tuong trén phai tuan tha chit ché quy trinh k¥ thuat.
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17. Mycoplasma pneumoniae Ab mién dich ban tw dong
I. MUC PiCH VA NGUYEN LY
1. Muc dich
Phat hién khang thé (Ab) ciia Mycoplasma pneumoniae.
2. Nguyén ly
Nguyén ly k¥ thuat ELISA (mién dich gin enzym) gian tiép.
II. CHUAN BI
1. Ngwoi thuc hién

- Nguoi thuce hién: Nhan vién xét nghiém da duoc dao tao va c6 chirng chi hoac
chtmg nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thyc hién co trinh do dai hoc
hodc sau dai hoc vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)

2.1. Trang thiét bi

- Dan may ELISA

- May ly tdm

- Ta lanh 4°C — 8°C

- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

- Céc pipet don kénh thé tich tir 10ul dén 1000ul .
- Micropipette

2.3.  Dung cu, hda chit va vit tw tiéu hao (bao gom néi kiém, ngoai kiém)
ST £ Don vi
T Chi phi héa chat, vat tw tiéu hao :
1 |Bong Kg
2 | Day gard Cai
3 |Con ml
4 | Bom kim tiém Cai
5 |Panh Cai
6 |Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
8 | Tube dung bénh pham Cai
9 | Sinh pham chan doan Test
10 | Khau hao sinh pham cho chay chtng, kiém tra chat luong Test
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11 | Nuodc cét ml
12 | Dau con 1000 pul Cai
13 | Pau c6n 200 pl Cai
14 | Giay tham Cudn
15 | Gidy xét nghiém To
16 | So luu két qua xét nghiém To
17 | Bat viét kinh Cai
18 | Butbi Cai
19 |Mi Cai
20 | Khau trang Cai
21 | Gang tay boi
22 | Gang tay xu ly dung cu boi
23 | Quan 4o bao ho Bo
24 | Dung dich xa phong rua tay ml
25 | Con sat tring tay nhanh ml
26 | Dung dich khir trung ml
27 | Khan lau tay Cai
28 | Ngoai kiém (EQAS) (néu thuc hién)*

* Ghi chu:

- Chi phi ngoqi kiém cho quy trinh ky thudt dwoc tinh cu thé theo Churong trinh
ngoqi kiém (EQAS) la 1/50 long chi phi dung cu, héa chat, vat ti tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh pham

Huyét thanh hodc huyét twong.

4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau.

III. CAC BUOC TIEN HANH

Céac budce tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.
1. Lay bénh pham

Theo dung quy dinh cia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k§ thuat
B6 sinh pham Mycoplasma pneumoniae IgA/IgG/IgM (Serion) (VD hoac tuong
duong)
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Cac budc Noi dung

1 Dé s6 luong sinh phdm can dung & nhiét dé phong 30 phut trude
khi lam xét nghiém

2 Panh s6, sap xép bénh pham va viét so do6 theo thir tu.

3 Chuan bij dung dich rira.

4 Pha lodng ching va mau bénh pham.

5 Lay du sb giéng can dung va dit vao gia.

6 Xtr 1y trudc mau véi chat hap thu yéu to dang thap trude khi phét
hién 1gM.

7 Cho chimg va bénh pham vao cac giéng cua phién nhya theo
hudng dan cua qui trinh.

8 Pay tam va u.
Rira phién nhua.

10 Chuan bi chat cong hop

11 Pay tim va

12 Rira phién nhua

13 Nhoé dung dich hién mau vao mdi giéng

14 U phién nhua , khéng ddy tm va tranh anh sang

15 Nhé dung dich dung phan tng

16 Doc d6 hap thu & budc song 405 va 650nm trong vong 30 phit sau
khi dimg phan Ung.

IV. NHAN PINH KET QUA

1. Piéu kién ciia phan tng
- Co chat trang can phai < 0.25 OD.

- Chat chtmg 4m phai am tinh.

- Gia tri OD cua chét ching duong va gia tri OD trung binh cua huyét
thanh ngudng can phai nam trong khoang hop 1y, dugc lay tur gidy chung nhén
kiém soat chat lugng dac hi¢u theo 16 cua bd xét nghiém (sau khi trir di co chat

tring).

- Su bién thién cua gia trj OD ctia huyét thanh chuan hodc huyét
thanh chirng khong dugc cao hon 20 %.

Néu mot trong cac diéu kién trén khong dat, phai chay lai xét nghiém

2. Dién giai két qua
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Mycoplasma
IgA

Mycoplasma
IgM

Mycoplasma
1gG

Gidi thich

Trang thai huyét thanh am tinh, trong
trudng hop nghi nhiém Mycoplasma 1am
sang theo huyét thanh can duoc kham sau
14 ngay.

Nghi nhiém nguyén phat;

Két qua 1gA duong tinh cing véi két qua
1gM duong tinh dac biét trong truong hop
bénh nhan con tré

Nghi nhiém nguyén phat; (trong
truong hop bénh nhan 16n tudi hon tai
nhiém, khong thé phat hién IgM )

Nhiém trong qua khir theo ty 16 mac bénh
hién hanh theo huyét thanh hodc nhiém
bénh nguyén phat khong san sinh khang thé
[gA va IgM (Chu ¥ hiu gia IgG ting)

V. NHUNG SAI SOT VA XU TRI

1. Sai sot

C6 thé xay ra hién twong am tinh gia hodc duong tinh gia, thong thuong do:

- Thuec hién sai cac budc trong quy trinh huéng dan.

- Chtng 4m va nhimg mau bénh pham am tinh bi nhiém chéo boi huyét
thanh/ huyét tuong c6 nong do khang thé cao.

- Dung dich co chat bi nhiém bdi cac tac nhan oxid hod (thudc tay, ion kim

loai v.v...)

- Dung dich dimg phan tmg bi nhiém ban.

2. Xw tri

- Tuan thii ding cac budc qui trinh hudéng dan clia nha san xuat va hudng
dan vé dg on dinh hoa chat xét nghiém trong bd sinh pham str dung.

- Kiém tra va v€ sinh may rtra thuong xuyén trudc va sau khi lam xét

nghiém.
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18. Mycoplasma hominis test nhanh
I. MUC PiCH VA NGUYEN LY
1. Muc dich
Xéc dinh nhanh Mycoplasma hominis c6 trong bénh pham.
2. Nguyén ly

Xét nghiém nhanh Mycoplasma hominis dwa trén nguyén 1y sac ky mién
dich dé x4c dinh khang nguyén Mycoplasma hominis co trong bénh pham.

II. CHUAN BI
1. Nguoi thue hién:

Nguoi thue hién: Nhén vién xét nghiém da dugc dao tao va cé ching chi
hodc chiing nhéan vé chuyén nganh Vi sinh.

Nguoi nhan dinh va phé duy(;at két qua: Nguoi thuc hién da dugc dao tao
va c6 chiing chi hoac ching nhan vé chuyén nganh Vi sinh.
2. Phuong tién, hoa chat (Vi du hoic twong duwong):

2.1. Trang thiét bi:

- Ban phu khoa

- Tu an toan sinh hoc

- Dén phu khoa

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gém ndi kiém, ngogi kiém):

STT | Chi phi héa chit, vat tw tiéu hao Pon vi

1 | Bo Kit lam xét nghiém test
2 | Micropipette 50 — 200 pl cai
3 | Pau con 200 pul cai
4 | Bong Kg
5 | C6n 907 (vé sinh dung cu) ml
6 | Pén con Cai
7 | Panh Cai
8 | Mo vit (to, vira va nho) Cai
9 | Thung dung dung dich khir khuan ngdm mé vit Cai
10 | Khay dung bénh pham Cai
11 | Hop van chuyén bénh pham Cai
12 | Ml Cai
13 | Khau trang Cai
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14 | Gang tay boi
15 | Gang tay xtr Iy dung cu boi
16 | Quan 40 bao ho Bo
17 | Ong nghiém thuy tinh Ong
18 | But viét kinh Cai
19 | Butbi Cai
20 | Batlwa Cai
21 | S6 luu két qua xét nghiém To
22 | Con sat tring tay nhanh ml
23 | Dung dich xa phong rua tay ml
24 | Khan lau tay Cai
25 | Giay tra két qua xét nghiém TS
3. Bénh pham:

Dich co thé nghi ngo ¢6 cin nguyén do Mycoplasma hominis gay bénh.

4. Phiéu xét nghiém

Pién day du thong tin theo mau yéu cau

III. CAC BUOC TIEN HANH

Céac budc tién hanh thuc hién theo phuong ti€n, hoa chat duoc vi du & trén.

1. Lay bénh pham: Theo ding quy dinh ctia chuyén nganh Vi sinh.

2. Tien hanh k¥ thuat:

o Pé miu, tai dung test va dung dich xét nghiém vé nhiét do phong trudc
khi tién hanh xét nghiém (15 — 20 phat).

o Chuan bi test, danh diu tén Nguoi bénh trén test, xét nghiém ngay khi
lay test ra ngoai.

. Tién hanh theo huéng dan cta nha cung cap.

. Doc ket qua trong vong 20 phut.

IV. NHAN PINH KET QUA

Trén thanh thir xuét hién 2 vach mau dé hodc hdéng: C 1a vach kiém tra (Control
line), T 1a vach thur nghiém (Test line) hodc chi c6 1 vach

Ghi két qua nhu bang sau:
Hién twong Két qua
Trén thanh thr xuat hién 2 vach mau dé hoic hong Duong tinh
Trén thanh thir xuat hién 1 vach (kiém tra C) Am tinh
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Trén thanh thir khong xuat hién vach C Test hong

Luwu y: Néu vach control khéng chuyén sang mau do hay mau hong test xét
Nghiém nay khong co gia tri va can phai thwc hién lai xét nghiém.

V. NHUNG SAI SOT VA XU TRI

- Phai 1am lai mau xét nghiém mdi khi thanh thir bi hdng (thanh thir khong
xuét hién vach tim tai vach O).

- Xét nghiém phai duoc tién hanh ngay sau khi 1dy mau. Khong duoc dé
mau pham & nhiét 46 phong trong thoi gian dai. Mau c6 the bao quan & nhiét do

2°C -8°C trong vong 3 ngay. Mudn bao quan lau hon, mau pham phai dugc gitr
& nhiét 6 thap hon -20°C.
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19. Mycoplasma hominis nhu¢m huynh quang

|. MUC PiCH VA NGUYEN LY

1. Muc dich

Phét hién nhanh Mycoplasma hominis tir bénh pham.
2. Nguyén ly

Néu trong bénh pham c6 Mycoplasma hominis, vi khuan s& két hop voi
khang the dac hiéu gan huynh quang. Khi soi duci kinh hién vi huynh quang
sé€ thay hinh anh cau khuan phat sang mau vang xanh.

Il. CHUAN BI
2. Nguwoi thuc hién:

- Nguoi thuc hién: Nhan vién xét nghiém da dugc dao tao va c¢o ching chi
hodc chiing nhéan vé chuyén nganh Vi sinh.

- Nguo1 nhan dinh va phé duyét két qua: Nguoi thuc hién da duoc dao tao
va c6 ching chi hoac ching nhan vé chuyén nganh Vi sinh.

2. Phuong tién, héa chit (Vi du hoiic twong dwong)

2.1. Trang thiét bi

- Tu an toan sinh hoc cép 2

- Kinh hién vi huynh quang

- Dung cu say lam (néu cd)

2.2. Dung cu, hda chdt va vt tw tieu hao (bao gom ngi kiém, ngoai kiém)

STT Chi phi hda chat, vat tr tiéu hao

Lo lay bénh pham

Que lay bénh pham

Lam kinh

Nudc mudi sinh ly

Thuoc nhuom Mycoplasma hominis DFA

Bong

Cdn 90° (vé sinh dung cu)

Dén con

O©| O N| o O & W] N|

Panh

[EEY
o

Khay dung bénh pham

[EEY
[EEN

Hop van chuyén bénh pham
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12

13 |Khau trang

14  (Gang tay

15 (Gang tay xir ly dung cu

16  |Quan 4o bao ho

17  |Acid ngam lam

18  |Ong nghiém thuy tinh

19  |BUt viét kinh

20 Butbi

21 Bat ltra

22 |S6 heu két qua xét nghiém

23 |Con sat tring tay nhanh

24 Dung dich xa phong rtra tay

25  |Khan lau tay

26  [Giay tra két qua xét nghiém

27 [Noi kiém QC (néu thuc hién) *

28  [Ngoai kiém (EQAS) (néu thyc hién) *

*Ghi

cha:

- Chi phi ngi kiém cho quy trink kj thugt durgc tinh cy thé theo Churong trinh
noi kiem (QC) la 1/10 tong chi phi dung cu, héa chat, vdt twe tiéu hao (voi so
lirong

> 10 mgu cho 1 lan tién hanh ky
thugt).

- Chi phi ngogi kiém cho quy trinh kj thugt durgc tinh cu thé theo Churong trinh
ngogi kiem (EQAS) la 1/200 zong chi phi dung cu, hoa chat, vat tu tieu hao
(vai so lan ngoai kiém trung binh 2 lan/1 nam).

3. Bénh pham

Dich co thé nghi ngd cé can nguyén do Mycoplasma hominis gay bénh.
4. Phiéu xét nghiém

Pién day du théng tin theo miu yéu cau

lIl. CAC BUGC TIEN

HANH
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Cac budc tién hanh thuc hién theo phuong tién, hda chat duoc vi du & trén.
1. LAy bénh pham

Theo d@ldng quy dinh caa chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k¥ thuét

2.1 Chudn bj tiéu bdn

2.2 Nhugm Mycoplasma hominis DFA (direct fluorescent antibody)

- Phu dung dich nhudém huynh quang Ién tiéu ban, dé 2 phut

- Rua lai bang nudc dé loai bé huynh quang thira roi dé kho, soi dudi
kinh hién vi huynh gquang.

IV. NHAN PINH KET QUA

Mycoplasma hominis c¢6 hinh anh cau khuan, bit mau vang xanh trén nén tim
den dudai kinh hién vi huynh quang.

V. NHUNG SAI SOT VA XU TRI
C6 thé gay am tinh gia néu s6 lugng vi khuan qua it
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20. Mycoplasma hominis PCR

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phat hién sy c6 miat DNA ctua Mycoplasma hominis c6 trong bénh pham
cua nguoi.
2. Nguyén ly

Dua trén nguyén ly k¥ thuat PCR.
II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thue hién: Nhén vién xét nghiém da dugc dao tao va cé ching chi
hodc ching nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh d6 dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phéan tu/ sinh
hoc/céng nghé sinh hoc).

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)
2.1. Trang thiét bi

- Ta an toan sinh hoc cép 2

- May 1 nhiét

- May ly tdm > 12000 gpm/phat

- May ly tdm dung cho tube 0,2 ml

- May vortex

- May chay PCR

- Céc loai Micropipette diéu chinh dwoc: 1000pu1, 2001, 100ul, 10pul
- May dién di

- May doc anh gel

- L0 vi séng

- Tt lanh thuong

- Ta 4m sau (20°C) hodc (-70°C) (néu co)

- B0 luu dién

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom noi kiém, ngoai kiém)

STT Chi phi héa chat, vat tu tiéu hao Pon vi

1 | Dung cu liy bénh pham Ong
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STT Chi phi héa chit, vit tu tiéu hao Pon vi
2 | Khay dung bénh pham Cai
3 | Hop van chuyén bénh pham Cai
4 | Gang khong c6 bot (DNase-RNase free) boi
5 | Ong nhya Ependoff 1.5ml ong
6 | Sinh pham chan doan Test

Khau hao sinh pham cho mdu ching cac loai, kiém tra

chat luong Test
8 | Kit tach chiét DNA Test

Ong Eppendorf 1,5 ml Tube
10 | Ong Eppendorf 0,2 ml Tube
11 | Pau con 10 ul cb loc Cai
12 | Pau con 30 ul Cai
13 | Pau con 200 ul c6 loc Cai
14 | Pau con 1 ml ¢b loc Cai
15 | Ethanol BDH nl!
16 | Water-DEPC Treated nl!
17 | Thach Gram
18 | Ladder ml
19 | Blue Juice Gel loading dye ml
20 | Ethidium Bromide (Redgel) ml
21 | TAE Buffer nl!
22 | Giay tham khong bui Cudn
23 | Gidy xét nghiém To
24 | S6 luu két qua xét nghiém To
25 | But viét kinh Cai
26 | Butbi Cai
27 | Mu Cai
28 | Khau trang Cai
29 | Gang tay bo1
30 | Gang tay xu ly dung cu bo1
31 | Quan 40 Bo
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STT Chi phi héa chit, vat tu tiéu hao Pon vi
32 | Dung dich xa phong rira tay ml
33 | Con sat tring tay nhanh ml
34 | Dung dich khur trung ml
35 | Khan lau tay cai
36 | Ngoai kiém (EQAS) (néu thyc hién)*

* Ghi cha:

- Chi phi ngoqi kiém cho quy trinh ky thudt duoc tinh cu thé theo Churong trinh
ngoaqi kiém (EQAS) la 1/200 tong chi phi dung cu, héa chat, vt tie tiéu hao (véi
s6 lan ngoai kiém trung binh 2 lan/1 nam).

3. Bénh pham

Dich ¢b tir cung, dich &m dao, dich niéu dao va mot sb dich co thé (dich ngoay
hong, dich phét hau mon) nghi ngo ¢6 can nguyén do Mycoplasma hominis gay
bénh.

4. Phiéu xét nghiém

Pién day du thong tin theo mau phiéu yéu cau

I1I. CAC BUOC TIEN HANH

Céac budce tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.
1. Lay bénh pham

Theo ding quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).
2. Tién hanh k§y thuat

2.1. Tdch chiét DNA tir bénh phim

2.2. Pha hén hop phdin irng PCR

2.3. Chay phan wng PCR

2.4. Dign di san pham PCR

2.5. Poc két qud

IV. NHAN PINH KET QUA

- Phan Ung duong tinh khi c6 san pham PCR 13 mét bang dic hiéu duy
nhat, r6 nét, khong bi dut gay va co kich thude tuong ing voi doan gen dich
can khuéch dai.
- Phan tmg am tinh‘né'u khong co vach san pham PCR c6 kich thuéc twong
ung véi doan gen dich can khuéch dai.
V. NHUNG SAI SOT VA XU TRi
- Phan img duong tinh gia: do tap nhiém tir moi truong
- Phan trng am tinh gia: do phan tng PCR bi ¢ ché
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Pé han ché céc hién twong trén phai tuan thu chat ché quy trinh k¥ thuat.
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21. Mycoplasma hominis Real-time PCR

I. MUC PiCH VA NGUYEN LY
1. Muc dich
Xéc dinh su ¢6 mat DNA caa Mycoplasma hominis trong mau bénh pham cua
nguoi.
2. Nguyén ly
Dua trén nguyén ly k¥ thuat Real-time PCR.
II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thye hién: Nhan vién xét nghiém da dugc dao tao va c6 ching chi
hodc ching nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

- Ngudi nhan dinh va phé duyst két qua: Nguoi thuc hién ¢6 trinh do dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phéan tu/ sinh
hoc/cdng nghé sinh hoc).

2. Phuong tién, hoa chit (Vi du hoiic twong dwong)

2.1. Trang thiét bi

- Ta an toan sinh hoc cap 2

- May 1 nhiét

- May ly tdm > 12000 gpm/phat

- May ly tdm dung cho tube 0,2 ml

- May vortex

- May Real-time PCR

- Ong Eppendorf 1,5 ml hodc 2 ml

- Céc loai Micropipette diéu chinh dwoc: 1000p1, 2001, 100ul, 10pul
- Pau con ¢6 mang loc 10 pl, 100 ul, 200 pl va 1000 pl
- Tu lanh thuong

- Tua 4m sau (20°C) hoic (-70°C) (néu co)

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ndi kiém, ngoai kiém)

STT Chi phi héa chat, vat tu tiéu hao Pon vi
1 | Giay xét nghiém TS
2 | Dung cu lay bénh pham Que
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STT Chi phi héa chit, vit tu tiéu hao Pon vi
3 | Gang khong c6 bot (DNase-RNase free) boi
4 | Khay dung bénh pham Cai
5 | Hop van chuyén bénh pham Test
6 | Sinh pham chan doan Test
7 | Khéau hao sinh pham cho chay chtng, kiém tra chat lugng Test
8 |Kit tich chi¢t DNA Test
9 | Ong Falcon 50 ml Cai
10 | Eppendorf 1,7 ml Tube
11 | Eppendorf 0,2 ml Tube
12 | Pau con 10 pl co loc Cai
13 | Pau con 30 pl Cai
14 | Pau con 200 pl co loc Cai
15 | Pau con lml co loc Cai
16 | Water-DEPC treated ml
17 | Gidy tham khong bui Cudn
18 | Gidy xét nghiém To
19 | S6 luu két qua xét nghiém To
20 | Bt viét kinh Cai
21 | Buthbi Cai
22 | Mu Cai
23 | Khau trang Cai
24 | Gang tay xu ly dung cu bo1
25 | Quan 4o bao hod Bo
26 | Dung dich xa phong rura tay ml
27 | Con sat tring tay nhanh ml
28 | Dung dich khtr trung nl!
29 | Khan lau tay Cai
30 | Ngoai kiém (EQAS) (néu thuc hién)*

* Ghi cha:
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- Chi phi ngoai kiém cho quy trinh ky thudt dwoc tinh cu tfzé theo Chuong trinh
ngoai kiem (EQAS) la 1/200 tong chi phi dung cu, hoa chat, vat tu tieu hao (voi
80 lan ngoai kiém trung binh 2 lan/I nam).

3. Bénh phim

Dich ¢b tir cung, dich am dao, dich niéu dao va mot s6 dich co thé (dich ngoay
hong, dich phét hau mon) nghi ngd cé can nguyén do Mycoplasma hominis gay
bénh.

4. Phiéu xét nghiém

Pién day du thong tin theo mau phiéu yéu cau.

III. CAC BUGC TIEN HANH

Céac budc tién hanh thuc hién theo phuong tién, hoa chit duogc vi du & trén.
1. Lay bénh pham

Theo ding quy dinh cua chuyén nganh Vi sinh (xem phu luc).

2. Tién hanh k§y thuat

2.1. Tach chiét DNA theo hudng dan sir dung cua Kit tach chiét DNA

2.2. Chuan bj hdn hop phan ung PCR

2.3. Cho mot lwong mau DNA tach chiét dugce vao cac éng phan ing PCR ¢c6
chtra cac thanh phan can thiét cua kit

2.4. Chay phan tng Real-time PCR theo chu trinh nhiét thich hop
2.4. Poc két qua
IV. NHAN PINH KET QUA

Buwéc 1: Kiém tra chimg 4m: Chirng 4m phai 4m tinh.

Budc 2: Kiém tra chirng duwong: Chung duong phai duong tinh.

Buée 3: Xac dinh mau duong tinh v6i Mycoplasma hominis

Buérc 4: Xac dinh mau am tinh vai Mycoplasma hominis

V.NHUNG SAI SOT VA XU TRI

- Phan ung duong tinh gia: do tap nhiém tir moi truong

- Phan trng am tinh gia: do phan tng PCR bi ¢ ché

- Dbé han ché cac hién tuong trén phai tuan tha chat ché quy trinh kg thuat.
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22. Rickettsia Real-time PCR

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phat hién DNA cua Rickettsia Real-time trong mau bénh phim mau cua
nguoi.
2. Nguyén ly
Phuong phap phat hién dya trén nguyén 1y Real-time qPCR khuéch dai gen dic
hiéu cua cac loai vi khuan Rickettsia: Orientia tsutsugamushi va Rickettsia
typhi.
II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thue hién: Nhéan vién xét nghiém da duogc dao tao va cé ching chi
hodc chiing nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh do dai
hoc hoac sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phan tu/ sinh
hoc/céng nghé sinh hoc).

2. Phuwong tién, hoa chit (Vi du hoiic twong dwong)
2.1. Trang thiét bj

- May real-time PCR: May Real-time PCR c6 it nhat 04 kénh mau va hé
thong may vi tinh (VD).

- May tach chiét acid nucleic.

- B6 luu dién.

- May 1 nhiét.

- May ly tdm dung cho tube 0,2 ml

May ly tdm lanh > 12000 gpm/phut

- Talanh 2°C -8°C

- Ta &m sau (-20° C) hoic (-70°C) (néu cd)

- May vortex

- Tu an toan sinh hoc

- Micropipettes cac thé tich tir 0,5 pl - 1000 pl.

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ngi kiém, ngoai kiém)

STT Chi phi héa chit, vat tu tiéu hao Pon vi
1 | Khay dung bénh pham Cai
2 | Hop van chuyén bénh pham Cai
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3 | Tube dung bénh pham Cai
4 | Cryotube (luu mau) Cai
6 | Master Mix Rickettsia Test
7 | Hoa chat va vat tu tiéu hao cho tach chiét Test
8 | Hoa chat chay mau chung va kiém tra chat luong Test
9 | Pipet nhua Cai
10 | Pau Pipét c6 loc 1000 ul Cai
11 | Gidy tham khong bui Cudn
12 | Giay xét nghiém To
13 | So luu két qua xét nghiém Quyén
14 | Bit viét kinh Cai
15 | Batbi Cai
16 | Mi gidy Cai
17 | Khau trang Cai
18 | Gang khong c6 bot tal Doi
19 | Gang tay xtr Iy dung cu boi
20 | Quan 4o Bo
21 | Dung dich xa phong rua tay ml
22 | Con sat trung tay nhanh ml
23 | Dung dich khtr trung ml
24 | Khan lau tay Cai
25 | Ngoai kiém (EQAS)* (néu thuc hién)

* Ghi cha:

- Chi phi ngoai kiém cho quy trinh ky thudt duoc tinh cu thé theo Chuwrong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chdt, vdt tw tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh phim

Huyét twong tach tir mau c6 chat chong dong EDTA.
4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau

III. CAC BUGC TIEN HANH

Céc bude tién hanh thyc hién theo phuong tién, hoa chétqdu:o’c vi du 6 trén (VD
st dung bd sinh pham Rickettsia rPCR Mix hoac sinh pham tuong duong).
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1. Lay bénh pham
Theo dung quy dinh cia chuyén nganh Vi sinh (Xem Phu luc).
2. Tién hanh k§ thuat

Phét hién vi khuan Rickettsia bang phan tng Real-time PCR sir dung Tagman
probe.

2.1. Thu nhdn va xir 1y mdu

Phai tach huyét twong trude khi tach chiét DNA.
2.2. Tach chiét DNA

2.3. Thuc hién phdn vng real-time PCR

IV. NHAN PINH KET QUA

1. Piéu kién ciia phan g

- Két qua chép nhan dugc néu ca 3 chirng dat cac diéu kién sau:

+ Chung am: khong phat hién.

+ Ching duong: nam trong khoang cho phép cta nha san xuat (dic hiéu voi
tung 16 thudc thir).

+ Chung ndi: véi chiing am va mg}u c6 nong do thap (10-1000copies) phai
c6 tin hi¢u Ién Umg vdi Ct khoang 27 dén 30.

- Nguoc lai két qua khong dugce chap nhan néu khong dap tng cac diéu kién
trén va phai thuc hién lai xét nghiém:

2. Phan tich méu

1)  Mau c6 tin hieu FAM, ROX gia tri Ct <42 1a miu duong tinh
véi Orientia tsutsugamushi.

2)  Mau c6 tin hiéu HEX, Cy5, ROX gia tri Ct < 42 1a mau duong tinh véi
Rickettsia typhi.

3)  Mau c6 tin hiéu Cy5, ROX tin hiéu duong tinh vdi cac loai Rickettsia
con lai, khong phai 2 loai Orientia tsutsugamushi va Rickettsia typhi.

4) Mﬁu cotin hiu FAM, HEX, Cy5 gia tri Ct> 42 la mau nghi ngo
nén can tien hanh kiém tra lai bang phuong phap chay dién di san pham
PCR, hodc tach chiét lai DNA khuon tir mau bénh pham va chay lai Real-time
PCR dé¢ khang dinh két qua.

5)  Mau khéng c6 tin hidu FAM, HEX, Cy5 va c¢6 tin hiéu ROX 1a miu am
tinh

6) ’ Mau khong co tin hiéu FAM, HEX, Cy5, ROX lél,m?lu bi tic ché, can tach
chiét DNA (c6 bo sung ndi chuan vao mau khi tach chiét) va chay lai Real-time
PCR.
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V. NHUNG SAI SOT VA XU TRIi

1. Sw cd: C6 mau va chang noi ciing déu am tinh. Chtng binh thuong, c6 mau
duong, mau 4m that su.

2. Nguyén nhan: C6 thé mau am thuc su, c6 thé phan tng PCR bi uc ché.

3. Khic phuc: Pha lodng mau tir 10-100 lan, thyc hién lai toan bo thi nghiém
tur buac tach chlet Sau khi co ket qua phai nhan thém vai hé s6 pha lodng mau.
Néu van gap su ¢ trén, Iy lai mau theo dang yéu cau.
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23. Treponema pallidum nhuém huynh quang

|. MUC PICH VA NGUYEN LY

1. Muc dich

Phat hién nhanh Treponema pallidum tir bénh pham cta nguoi.
2. Nguyén ly

Néu trong bénh pham c6 Treponema pallidum, vi khuan s& két hop véi khang
thé déc hiéu gan huynh quang. Khi soi dudi kinh hién vi huynh quang sé thay
hinh anh xoan khuan phat sang mau vang xanh.

I1. CHUAN BI
3. Nguwoi thuc hién:

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 ching chi
hodc chiing nhéan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nguoi da duge dao tao va co
ching chi hoac chung nhan vé chuyén nganh Vi sinh.

2. Phuong tién, héa chat (Vi du hoiic twong dwong)

2.1 Trang thiét bj

- Tu an toan sinh hoc cép 2

- Kinh hién vi huynh quang

- Dung cu say lam (néu cd)

2.2 Dung cu, hda chdt va vdt te tieu hao (bao gom ngi kiém, ngoai kiém)

STT Chi phi hda chat, vét tr tiéu hao Pon Vi
1  |Lo lay bénh pham lo
2 |Que lay bénh pham cai
3 |LamKkinh cai
4 Nudc mudi sinh ly ml
5  [Thuéc nhudém Treponema pallidum DFA ml
6 |Bong kg
7 |con 90° (vé sinh dung cu) ml
8  [Péncon cai
9 |Panh cai

10  |Khay dung bénh pham cai
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11 Hop van chuyén bénh pham cai
12 Ml cai

13 |Khau trang cai

14 Gang tay doi
15 Gang tay xu ly dung cu déi
16 |Quan 4o bao ho bo

17 Acid ngam lam ml

18  |Ong nghiém thay tinh ong
19 [BUtviét kinh cai

20 But bi cai

21  Batlua cai

22 (SO luu két qua xét nghiém to

23 |Con st trung tay nhanh ml

24 Dung dich xa phong rira tay ml

25 Khan lau tay cai

26 [Giay tra két qua xét nghiém to

27  |QC (néu thyc hién) *

28  [Ngoai kiém (EQAS) (néu thyc hién) *

*Ghi
cha:
- Chi phi ngi kiém cho quy trink kp thudt duoc tinh cy thé theo Churong trinh
noi kiem (QC) la 1/10 rong chi phi dung cu, hoa chat, vdt tu tiéu hao (vai so
luong
> 10 mgu cho 1 lan tién hanh ky
thudt).
- Chi phi ngogi kiém cho quy trinh kj thugt durgc tinh cu thé theo Churong trinh
ngoai kiem (EQAS) la 1/200 tong chi phi dung cu, héa chat, vat tu tiéu hao
(vai so lan ngogi kiém trung binh 2 lan/1 nam).
3.Bénh
pham
Dich co thé nghi ngd c6 can nguyén do Treponema pallidum gay bénh: Tén
thuong loét, dao ban, vét trot, hach...
4.Phiéu xét
nghiém
Pién day du théng tin theo miu yéu cau
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lll. CAC BUOC TIEN

HANH

Cac budc tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.
1. LAy bénh pham

Theo d@dng quy dinh caa chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k¥ thuét

2.1. Chudn bj tiéu bdn

2.2. Nhugm Treponema pallidum DFA (direct fluorescent antibody)

- Phu dung dich nhudém huynh quang Ién tiéu ban, dé 2 phut

- Rua lai bang nudc d¢ loai bé huynh quang thira roi dé kho, soi dudi
kinh hién vi huynh gquang.

IV. NHAN PINH KET QUA

Treponema pallidum c6 hinh anh xodn khuan, bat mau vang xanh trén nén tim
den duai kinh hién vi huynh quang.

V. NHUNG SAI SOT VA XU TRI
C6 thé gay am tinh gia néu s6 lugng vi khuan qua it.
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24. Treponema pallidum test nhanh

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Xéc dinh nhanh Treponema pallidum c6 trong bénh pham ctia ngudi.

2. Nguyén ly

Xét nghiém dua trén nguyén 1y siac ky mién dich in vitro dé xac dinh

khang nguyén Treponema pallidum c6 trong mau Nguoi bénh.
II. CHUAN BI

4.

Nguoi thue hién:

Nguoi thuc hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 chung chi

hodc chimg nhan vé chuyén nganh Vi sinh.

Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién da duge dao tao

va c6 chiing chi hoac ching nhan vé chuyén nganh Vi sinh.

2. Phuong tién, hda chat (Vi du hodc twong dwong):
2.1. Trang thiét bi:

May ly tim dé ban

Ta lanh 4°C — 8°C

Ta 4m sau (-20°C) hodc (-70°C) (néu co)
Micropipette thé tich 50 — 200 pl

Pau con 200 pl

- Pong ho bam gidy
2.2.  Dung cu, héa chit va vit tw tiéu hao (bao gom néi kiém, ngoai kiém):
STT | Chi phi héa chit, vat tw tiéu hao Pon vi
1 | Sinh pham chan doan test
2 | Micropipette 50 — 200 pl cai
3 | Péau con 200 pl cai
4 | Bong Kg
5 | Day gard Cai
6 | Con ml
7 | Bom kim tiém Cai
8 | Co6n 90° (vé sinh dung cu) ml
9 [Péncon Cai
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10 | Panh Cai
11 | Khay dung bénh pham Cai
12 | HOop van chuyén bénh pham Cai
13 | Ong dung bénh pham Cai
14 | Mu Cai
15 | Khéu trang Cai
16 | Gang tay boi
17 | Gang tay xtr 1y dung cu baoi
18 | Quan 4o bao ho Bo6
19 | Ong nghiém thuay tinh Ong
20 | But viét kinh Cai
21 | Butbi Cai
22 | Bat Itra Cai
23 | S6 luu két qua xét nghiém To
24 | Con sat tring tay nhanh ml
25 | Dung dich xa phong rtra tay ml
26 | Khan lau tay Cai
27 | Giay tra két qua xét nghiém To
28 | OC (néu thuc hien) *
29 | Ngoai kiém (EQAS) (néu thyc hién) *

*Ghi

cha:

- Chi phi ngi kiém cho quy trink ky thugt dirgc tinh cy thé theo Churong trinh ’
noi kiem (QC) la 1/10 tong chi phi dung cu, hdéa chat, vat tu tiéu hao (vdi so
lirong

> 10 m4u cho 1 lan tién hanh ky

thudt).

- Chi phi ngogi kiém cho quy trinh kj thugt duroc tinh cu thé theo Churong trinh

ngogi kiém (EQAS) la 1/200 tong chi phi dung cu, héa chdt, vdt tir titu hao (VJi
so lan ngogi kiém trung binh 2 lan/1 nam).

3. Bénh pham:
Huyét twong, huyét thanh.

4. Phiéu xét nghiém
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Dién day du thong tin theo mau yéu cau

III. CAC BUOC TIEN HANH

Céc bude tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.

1. Lay bénh pham:

Theo ding quy dinh ctia chuyén nganh Vi sinh (Xem phu luc).

2. Tién hanh k§ thuit:

e D& mau, tui dyng test va dung dich xét nghiém vé nhiét do phong trudc
khi tién hanh xét nghiém (15 — 20 phdat).

. Chuan bi test, danh dau tén Nguoi bénh trén test, xét nghiém ngay khi
lay test ra ngoai.

e Tién hanh theo huéng din caa nha cung cap.

e  Doc két quatrong vong 20 pht.

IV. NHAN PINH KET QUA

Trén thanh thir xudt hién 2 vach mau do hodc héng: C 1a vach kiém tra chét
chig (Control line), T 1a vach thtr nghiém (Test line) hodc chi c6 1 vach.

Ghi két qua nhu bang sau:
Hién tugng Két qua
Trén thanh thtr xuat hién 2 vach mau dé hodc héng Duong tinh
Trén thanh thir xuat hién 1 vach (kiém tra C) Am tinh
Trén thanh thir khong xuat hién vach C Test hong

* Lwu y: Néu vach control khong chuyén sang mau do hay mau hong test xét
nghiém nay khong co gia tri va can phai thuc hién lai xét nghiém.

V. NHUNG SAI SOT VA XU TRi

- Phai 1am lai mau xét nghiém mai khi thanh thi bi héng (thanh thi khong
Xuat hién vach tim tai vach C).

- Xét nghiém phai duoc tién hanh ngay sau khi 1dy mau. Khong duoc dé
mau pham & nhiét do phong trong thoi gian dai. Mau c6 thé bao quan & nhiét do
2-8°C trong vong 3 ngay. Mudn bao quan lau hon, mau pham phai duogc giit ¢
nhiét do thap hon -20°C.
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25. Treponema pallidum PCR

I. MUC PiCH VA NGUYEN LY

1. Muc dich

Phat hién su c6 mit bo gen ctua Treponema pallidum cé trong bénh pham cua
nguoi

2. Nguyén ly

Dua trén nguyén 1y k¥ thuat PCR.

II. CHUAN BI

1. Nguwoi thuc hién

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 ching chi
hodc chimg nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phéan tu/ sinh
hoc/cong nghé sinh hoc).
- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh d6 dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

2. Phwong tién, héa chat (Vi du hoiic twong dwong)
2.1. Trang thiét bi

- Tu an toan sinh hoc cap 2

- May u nhiét

- May ly tdm > 12000 gpm/phat

- May ly tdm dung cho tube 0,2 ml

- May vortex

- May chay PCR

- Céc loai Micropipette diéu chinh dugc: 1000p1, 2001, 100pu1, 10pul
- May dién di

- May doc anh gel

- Lo vi song

- Tu lanh thuong

- Tua 4m sdu (20°C) hoic (-70°C) (néu cb)

- B¢ luu dién

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ndi kiém, ngoai kiém)

STT Chi phi héa chat, vt tu tiéu hao Pon vi

1 | Dung cu lay bénh pham Ong
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STT Chi phi héa chit, vat tu tiéu hao Pon vi
2 | Khay dung bénh pham Cai
3 | Hop van chuyén bénh pham Cai
4 | Gang khong c6 bot (DNase-RNase free) boi
5 | Sinh pham chan doan Test

Khau hao sinh pham cho mau chimg cic loai, kiém tra

6 | chat rong Test
7 | Kit tach chiét DNA/RNA Test
8 | Ong Eppendorf 1,5 ml Tube
9 | Ong Eppendorf 0,2 ml Tube
10 | Pau con 10 ul cb loc Cai
11 | Dau c6n 30 ul Cai
12 | Pau con 200 ul cb loc Cai
13 | Pau con 1 ml 6 loc Cai
14 | Ethanol BDH ml
15 | Water-DEPC Treated nl!
16 | Thach Gram
17 | Ladder ml
18 | Blue Juice Gel loading dye ml
19 | Ethidium Bromide (hoac Redgel) ml
20 | TAE Buffer nl!
21 | Dung dich khur trung ml
22 | SO luu két qua xét nghiém Quyén
23 | Gidy xét nghiém To
25 | But viét kinh, bit bi, diém Cai
26 | Xa phong Banh
27 | Khan lau tay Cai
28 | Bong, con Tui
29 | Nudc mudi sinh 1y ml
30 | Hop luu bénh pham Cai
31 | Quan 4o bao hod Bo
32 | Mi Cai
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STT Chi phi héa chit, vit tu tiéu hao Pon vi

33 | Khéu trang Cai
34 | Gang tay xur Iy dung cu boi1
35 | Giay tham Cudn

36 | Ngoai kiém EQAS (néu thuc hién)*

* Ghi chu:  Chi phi ngoai kiém cho quy trinh ky thudt dwoc tinh cu thé theo
Churong trinh ngoai kiém (EQAS) la 1/200 tong chi phi dung cu, hoa chat, vt
tw tiéu hao (voi so lan ngoai kiéem trung binh 2 lan/l nam).

3. Bénh pham

Dich co thé nghi ngd c6 cin nguyén do Treponema pallidum giy bénh: Ton
thuong loét, dao ban, vét trot, hach...

4. Phiéu xét nghiém

Pién day du thong tin theo mau phiéu yéu cau

III. CAC BUOC TIEN HANH

Cac budc tién hanh thyc hién theo phuong tién, hoa chat dugc vi du ¢ trén.

1. Lay bénh pham

Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k§y thuit

2.1. Tach chiét DNA tir bénh phim

2.2. Pha hén hop phdn ieng PCR

2.3. Chay phan wng PCR

2.4. Pi¢n di san phim PCR

2.5. Poc két qud

IV. NHAN PINH KET QUA

- Phan Umg duong tinh khi c6 san pham PCR 13 mdt bang dic hiéu duy
nhat, 16 nét, khong bi dut gay va co kich thudc tuong ing voi doan gen dich
can khuéch dai.

- Phan tmg am tinh‘néu khong c6 vach san pham PCR c¢6 kich thudc twong
ung v&i doan gen dich can khuéch dai.

V. NHUNG SAI SOT VA XU TRi

- Phan tmg duong tinh gia: do tap nhiém tir méi truong
- Phan tng am tinh gid: do phan ting PCR bi uc ché
- bé han ché cac hién tugng trén phai tuan tha chat ché quy trinh k¥ thuat.
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26. Treponema pallidum Real-time PCR

I. MUC PiCH VA NGUYEN LY
1. Muc dich
Xac dinh sy ¢6 mat cua Treponema pallidum trong dich sinh duc cua nguoi.
2. Nguyén ly
Dua trén nguyén ly ky thuat Real-time PCR.
II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thuc hién: Nhan vién xét nghiém da dugc dao tao va co6 chung chi
hodc chimg nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phéan tu/ sinh
hoc/cong nghé sinh hoc).

- Nguoi nhan dinh va phé duyét két qua: Nguoi thyc hién co trinh d6 dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh (va/hodc sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)

2.1. Trang thiét bi

- Ta an toan sinh hoc cép 2

- May 0 nhiét

- May ly tdm > 12000 gpm/phat

- May ly tdm dung cho tube 0,2 ml

- May vortex

- May Real-time PCR cuia hiang Eppendoft

- Ong Eppendorf 1,5 ml hodc 2 ml

- Céc loai Micropipette diéu chinh dwoc: 1000p1, 2001, 100ul, 10pu1
- Pau con ¢6 mang loc 10 pl, 100 ul, 200 pl va 1000 pl
- Tt lanh thuong

- Ta 4m sau (20°C) hodc (-70°C) (néu co)

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ndi kiém, ngoai kiém)

STT Chi phi héa chit, vat tw tiéu hao Don vi
1 | Dung cu lay bénh pham Cai
2 | Khay dung bénh pham Cai
3 | Hop van chuyén bénh pham Cai
4 | Gang khong c6 bot (DNase-RNase free) boi
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STT Chi phi héa chit, vat tu tiéu hao Pon vi

5 | Sinh pham va vt tu tiéu hao cho chan doan Test

Kl}éu hao sinh pham va vt tu tiéu hao cho chay chung, Test
6 | ki€m tra chat lugng

Hoa chat va vat tu tiéu hao cho tach acid nucleic Test
10 | Ong Falcon 50 ml Cai
11 | Eppendorf 1,7 ml Tube
12 | Eppendorf 0,2 ml Tube
13 | Pau con 10 pl co loc Cai
14 | Pau con 30 pl Cai
15 | Pau con 200 pl co loc Cai
16 | Pau con 1ml co loc Cai
17 | Water-DEPC treated ml
18 | Giay tham Cudn
19 | Giay xét nghiém TS
20 | SO luu két qua xét nghiém TS
21 | Bt viét kinh Cai
22 | Butbi Cai
23 | Mu Cai
24 | Khau trang Cai
25 | Gang tay xur Iy dung cu boi
26 | Quan 40 bao ho Bo
27 | Dung dich xa phong rua tay ml
28 | Con sat trung tay nhanh ml
29 | Dung dich khtr trung ml
30 | Khan lau tay Cai
31 | Ngoai kiém (EQAS) (néu thuc hién)*

* Ghi cha:

- Chi phi ngoqi kiém cho quy trinh ky thudt dwoc tinh cu thé theo Chirong trinh
ngoqi kiém (EQAS) la 1/200 tong chi phi dung cu, héa chat, vt tie tiéu hao (véi
s6 lan ngoai kiém trung binh 2 lan/1 nam).

3. Bénh pham
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Dich co thé nghi ngo co can nguyén do Treponema pallidum gay bénh: Tén
thuong loét, dao ban, vét trot, hach...

4. Phiéu xét nghiém

Dién day du thong tin theo mau phiéu yéu cau

II1. CAC BUGC TIEN HANH

Céc bude tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.
1. Lay bénh pham

Theo dung quy dinh cia chuyén nganh Vi sinh (Xem phu lyc).

2. Tién hanh k§y thuat

2.1. Tach chiét DNA theo hudng dan sir dung cta Kit tach chiét DNA

2.2. Cho mét lwong mau DNA tach chiét duoc vao cac éng phan tng PCR co
chtra cac thanh phan can thiét cua kit

2.3. Chay phan tng PCR theo chu trinh nhiét thich hop trén may Real-time
PCR

2.4. Poc két qua
IV. NHAN PINH KET QUA

Buwéc 1: Kiém tra chimg 4m

Buée 2: Kiém tra chimg duong

Buéc 3: Xac dinh miu duong tinh voi Treponema pallidum
Buéc 4: Xac dinh mau 4m tinh v6i Treponema pallidum

V. NHUNG SAI SOT VA XU TRi

- Phan img duong tinh gia: do tap nhiém tir méi truong
- Phan trng am tinh gia: do phan ing PCR bi ¢ ché

- Pé han ché cac hién tuong trén phai tuan th chit ché quy trinh k§y thuat
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27. Ureaplasma urealyticum test nhanh
I. MUC PiCH VA NGUYEN LY
1. Muc dich
Xac dinh nhanh Ureaplasma urealyticum co trong bénh pham ctia nguoi.
2. Nguyén ly

Xét nghiém nhanh Ureaplasma urealyticum dya trén nguyén 1y sic ky
mien dich in vitro d€ xac dinh dinh tinh khang nguyén Ureaplasma urealyticum
c6 trong bénh pham.

II. CHUAN BI
1. Ngudi thue hién:

- Nguoi thuc hién: Nhan vién xét nghiém da dugc dao tao va c¢6 chung chi
hodc chiing nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét ket qua: Nguoi thyc hién da dugc dao tao
va c0 ching chi hoac chirng nhan vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du hoiic twong dwong):
2.1. Trang thiét bi:

- Ban phu khoa

- Dén phu khoa

- Talanh 4°C-8°C

- Tua 4m sau (-20°C) hodc (-70°C) (néu co)

- Pong ho bam gidy
2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom noi kiém, ngoai kiém):
STT Chi phi héa chit, vat tu tiéu hao Pon vi

1 | Sinh pham chan doén test
2 | Micropipette 50 — 200 pl cai
3 | Pau con 200 pl cai
4 | BOng, tam bong Kg
5 | Con90° (vé sinh dung cu) ml
6 |Pén con Cai
7 | Panh Cai
8 | Mo vit (to, vira va nho) Cai
9 | Thung dung dung dich khir khuan ngdm mo vit
10 | Khay dung bénh pham Cai
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11 | Hop van chuyén bénh pham Cai
12 | Dung cu lay bénh pham Cai
13 | Mu Cai
14 | Khau trang Cai
15 | Gang tay boi
16 | Gang tay xu ly dung cu boi
17 | Quén 40 bao ho Bo
18 | Ong nghiém thuy tinh Ong
19 |But viét kinh Cai
20 | Bt bi Cai
21 | Bat Iua Cai
22 | S6 luu két qua xét nghiém To
23 | Con sat tring tay nhanh ml
24 | Dung dich xa phong rua tay ml
25 | Khan lau tay Cai
26 | Giay tra két qua xét nghiém To
21 1 QC (néu thuc hien) *
28 | Ngoai kiém (EQAS) (néu thuc hién) *

* Ghi

chu:

- Chi phi ngi kiém cho quy trink kj thugt durgc tinh cy thé theo Churong trinh
ngi kiem (QC) la 1/10 tong chi phi dung cu, hdéa chat, vt tu tiéu hao (voi so
lirong

> 10 mgu cho 1 lan tién hanh ky
thudt).

- Chi phi ngogi kiem cho quy trinh kj thugt duroc tinh cu thé theo Chuong trinh
ngogi kiem (EQAS) la 1/200 zong chi phi dung cu, hoa chat, vat tu tiéu hao (vdi
so lan ngoai kiém trung binh 2 lan/1 nam).

3. Bénh pham:
Mu hoac dich niéu dao, am dao, dich ngody hong.
4. Phiéu xét nghiém
Dién day du thong tin theo mau yéu cau
III. CAC BUOC TIEN HANH
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Céc budc tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.

1. Lay bénh pham:

Theo duing quy dinh cia chuyén nganh Vi sinh (Xem phu luc).

2. Tién hanh k¥ thuit:

e D& may, tai dyng test va dung dich xét nghiém vé nhiét do phong trudc
khi tién hanh xét nghiém (15 — 20 phdat).

e  Chuan bj test, danh dau tén Nguoi bénh trén test, xét nghiém ngay khi
lay test ra ngoai.

. Tién hanh theo huéng dan cia nha cung cap.

e Doc két qua trong vong 20 phit.

IV. NHAN PINH KET QUA

Trén thanh thir xuat hién 2 vach mau d6 hoic héng: C 1a vach kiém tra (Control
line), T 1a vach thtr nghiém (Test line) hodc chi c6 1 vach

Ghi két qua nhu bang sau:
Hién tuwgng Két qua
Trén thanh thir xuat hién 2 vach mau dé hodc hong Duong tinh
Trén thanh thir xuat hién 1 vach (kiém tra C) Am tinh
Trén thanh thir khong xuat hién vach C Test hong

Lwu y: Néu vach control khong chuyén sang mau dé hay mau hong test xét
nghiém nay khong c6 gia tri va can phai thyc hién lai xét nghiém.

V. NHUNG SAI SOT VA XU TRI

- Phai 1am lai mau xét nghiém méi khi thanh thir bi hong (thanh thi khéng
xuat hién vach tim tai vach C).

- Xét nghiém phai duogc tién hanh ngay sau khi 1dy mau. Khong duoc dé
mau pham & nhiét do phong trong thoi gian dai. Mau cd thé bao quan ¢ nhiét do
2°C -8°C trong vong 3 ngay. Mudn bao quan lau hon, mau pham phai duoc gii
& nhiét 6 thap hon -20°C.
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28. Ureaplasma urealyticum nhu¢m huynh quang

|. MUC PICH VA NGUYEN LY

1. Muc dich

Phét hién nhanh Ureaplasma urealyticum tir bénh pham ctia nguoi.
2. Nguyén ly

Néu trong bénh pham c6 Ureaplasma urealyticum, vi khuan s& két hop voi
khang thé ddc hiéu gan huynh quang. Khi soi dudi kinh hién vi huynh quang
sé thay hinh anh vi khuan phéat sang mau vang xanh.

Il. CHUAN BI
1. Nguwoi thuc hién:

Nguoi thuc hién: Nhan vién xét nghiém da duoc dao tao va cé ching chi
hodc chimg nhéan vé chuyén nganh Vi sinh.

- Nguo1 nhén dinh va phé duyét két qua: Nguoi thuc hién di duge dio tao
va c6 chiing chi hoac ching nhan vé chuyén nganh Vi sinh.

2. Phuong tién, héa chit (Vi du hoiic twong dwong)

2.1. Trang thiét bi

- Tu an toan sinh hoc cap 2

- Kinh hién vi huynh quang

- Dung cu siy lam (néu c6)

2.2. Dung cu, hda chdt va vt tw tieu hao (bao gom ngi kiém, ngoai kiém)

STT [Chi phi hda chat, vat tu tiéu hao Pon Vi

1  |Lo lay bénh pham lo

2 |Que lay bénh pham cai

3 |LamKkinh cai

4 Nudc mudi sinh ly ml

5  [Thuoc nhudém Ureaplasma urealyticum DFA ml

6 |Bong kg

7 |con 907 (vé sinh dung cu) ml

8  [Pén con cai

9 |Panh cai
10 Mo vit (to, vira va nho) Cai
11 Thung dung dung dich khir khuin ngdm mo vit Cai
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12 |Khay dung bénh pham céi
13 |Hop van chuyén bénh pham céi
14 Mi cai
15  |Khau trang cai
16 Gang tay doi
17 Gang tay xu ly dung cu doi
18  |Quan 4o bao ho bo
19 Acid ngam lam ml
20 |Ong nghiém thay tinh ong
21  |BUtviét kinh cai
22 But bi cai
23 Bat ltra cai
24 |S6 luu két qua xét nghiém to
25  |Con sat trung tay nhanh ml
26 Dung dich xa phong rua tay ml
27 Khan lau tay cai
28  |Gidy tra két qua xét nghiém tor
29  [Noi kiém QC (néu thyc hién) *

30  [Ngoai kiém (EQAS) (néu thuc hién) *

* Ghi chu:

- Chi phi ngi kiém cho quy trink kJ thugt ducgc tinh cy thé theo Churong trinh
noi kiem (QC) l1a 1/10 zong chi phi dung cu, héa chat, vat tu tieu hao (véi so
lieong > 10 mau cho 1 lan tien hanh ky thudt).

- Chi phi ngogi kiém cho quy trinh &y thugt duroc tinh cu thé theo Churong trinh
ngoai kiem (EQAS) la 1/200 tong chi phi dung cu, héa chat, vat tw tieu hao
(voi so lan ngogi kiém trung binh 2 lan/1 nam).

3. Bénh pham

Mu hoac dich niéu dao, &m dao, dich ngody hong.

4. Phiéu xét nghiém

Pién day du théng tin theo miu yéu cau

lll. CAC BUOC TIEN

HANH

Cac budc tién hanh thuc hién theo phuong tién, héa chat duge vi du & trén.
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1. Lay bénh pham

Theo dung quy dinh caa chuyén nganh Vi sinh (Xem Phu luc)

2. Tién hanh k¥ thuat

2.1. Chudn bj tiéu ban

2.2. Nhugm Ureaplasma urealyticum DFA (direct fluorescent antibody)
- Phu dung dich nhuém huynh quang Ién tiéu ban, dé 2 phat

- Rura lai bing nudc dé loai b huynh quang thira roi dé kho, soi dudi
kinh hién vi huynh quang.

IV. NHAN PINH KET QUA

- Ureaplasma urealyticum c6 hinh anh cau khuan, bat mau vang xanh
trén nén tim den duai kinh hién vi huynh quang.

V. NHUNG SAI SOT VA XU TRI
CO6 thé gay am tinh gia néu sé luong vi khuan qué it.
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29. Ureaplasma urealyticum PCR

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phat hién sy c6 mat bd gen cua Ureaplasma urealyticum cé trong bénh
pham cta nguoi.

2. Nguyén ly

Dua trén nguyén ly k¥ thuat PCR.
II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 ching chi
hodc chimg nhan vé chuyén nganh Vi sinh (v&/hodc sinh hoc phéan tu/ sinh
hoc/cong nghé sinh hoc).

- Nguoi nhan dinh va phé duyét két qua: Ngudi thuc hién co trinh d6 dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

2. Phuwong tién, hoa chit (Vi du hoiic twong dwong)

2.1. Trang thiét bi

- Tu an toan sinh hoc cap 2

- May 0 nhiét

- May ly tdm > 12000 gpm/phat

- May ly tdm dung cho tube 0,2 ml

- May vortex

- May chay PCR

- Céc loai Micropipette diéu chinh dugc: 1000p1, 2001, 100pu1, 10pul
- May dién di

- May doc anh gel

- Lo vi song

- Tu lanh thuong

- Tua 4m sdu (20°C) hoic (-70°C) (néu cb)

- B6 luu dién

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ndi kiém, ngoai kiém)

STT Chi phi héa chat, vat tu tiéu hao Pon vi

1 | Dung cu lay bénh pham Ong
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STT Chi phi héa chit, vat tu tiéu hao Pon vi
2 | Khay dung bénh pham Cai
3 | Hop van chuyén bénh pham Cai
4 | Gang khong c6 bot (DNase-RNase free) boi
5 | Ong nhua Eppendorf 1.5ml ong
6 | Sinh pham chan doan Test

Khau hao sinh pham cho mdu chimg cac loai, kiém tra

chat luong Test
8 | Kit tich chict DNA/RNA Test
9 | Ong Eppendorf 1,5 ml Tube
10 | Ong Eppendorf 0,2 ml Tube
11 | Pau con 10 ul ¢o loc Cai
12 | Pau con 30 ul Cai
13 | Pau con 200 ul c6 loc Cai
14 | Pau con 1 ml o loc Cai
15 | Ethanol BDH nl!
16 | Water-DEPC Treated ml
17 | Thach Gram
18 | Ladder ml
19 | Blue Juice Gel loading dye ml
20 | Ethidium Bromide (Redgel) ml
21 | TAE Buffer ml
22 | Gidy tham khong bui Cudn
23 | Gidy xét nghiém To
24 | S6 luu két qua xét nghiém TS
25 | Bt viét kinh Cai
26 | Butbi Cai
27 | Mi Cai
28 | Khau trang Cai
29 | Gang tay bo1
30 | Gang tay xur 1y dung cu boi

96




STT Chi phi héa chit, vat tu tiéu hao Pon vi
31 | Quan 4o Bo
32 | Dung dich xa phong rira tay ml
33 | Con sat trung tay nhanh ml
34 | Dung dich khtr triing ml
35 | Khan lau tay cai
36 | Ngoai kiém (EQAS) (néu thuc hién)*

* Ghi cha:

- Chi phi ngoaqi kiém cho quy trinh ky thudt dwoc tinh cu tﬁé theo Chuong trinh
ngoaqi kiem (EQAS) la 1/200 tong chi phi dung cu, hda chat, vat tw tiéu hao (voi
50 lan ngoai kiém trung binh 2 lan/I nam).

3. Bénh pham

Mu hodc dich niéu dao, am dao, dich ngoay hong.
4. Phiéu xét nghiém

Pién day du théng tin theo mau phiéu yéu cau
III. CAC BUOC TIEN HANH

Céac budce tién hanh thuc hién theo phuong tién, hoa chit duoc vi du & trén.
1. Lay bénh pham

Theo dung quy dinh ctia chuyén nganh Vi sinh.

2. Tién hanh k§y thuit

2.1. Tdch chiét DNA tir bénh phim

2.2. Pha hén hop phdn iing PCR

2.3. Chay phan wng PCR

2.4. Pi¢n di san phim PCR

2.5. Poc két qud

IV. NHAN PINH KET QUA

- Phan Umg duong tinh khi c6 san pham PCR 13 mét bang dic hiéu duy
nhat, 16 nét, khong bi dut gay va co kich thudc tuong ing voi doan gen dich
can khuéch dai.

- Phan ng &m tinh néu khang c6 vach san pham PCR ¢6 kich thudc tuong
ung voi doan gen dich can khuéch dai.

V. NHUNG SAI SOT VA XU TRI

- Phan (g dwong tinh gia: do tap nhiém tir méi truong
- Phan urng am tinh gia: do phan tng PCR bi rc ché
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Pé han ché céc hién twong trén phai tuan thi chat ché quy trinh ki thuat.
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30. Ureaplasma urealyticum Real-time PCR

I. MUC PiCH VA NGUYEN LY
1. Muc dich
Xac dinh sy c6 mit DNA cua Ureaplasma urealyticum trong bénh pham cua
nguoi.
2. Nguyén ly
Dua trén nguyén 1y k¥ thuat Real-time PCR.
II. CHUAN BI
1. Nguoi thuc hién

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 ching chi
hodc chimg nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phéan tu/ sinh
hoc/cong nghé sinh hoc).
- Nguoi nhan dinh va phé duyét két qua: Ngudi thuc hién co trinh d6 dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

2. Phwong tién, héa chat (Vi du hoiic twong dwong)

2.1. Trang thiét bi

- Tu an toan sinh hoc cap 2

- May 0 nhiét

- May ly tdm > 12000 gpm/phat

- May ly tdm dung cho tube 0,2 ml

- May vortex

- May Real-time PCR

- Ong Eppendorf 1,5 ml hodc 2 ml

- Céc loai Micropipette diéu chinh dugc: 1000p1, 2001, 100pu1, 10pul
- Pau c6n ¢6 mang loc 10 pl, 100 ul, 200 pl va 1000 pl
- Tu lanh thuong

- Tua 4m sdu (20°C) hoic (-70°C) (néu cb)

- B0 luu dién

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom néi kiém, ngoai kiém)

STT Chi phi héa chat, vat tu tiéu hao Pon vi
1 | Dung cu lay bénh pham Cai
2 | Gang khong bot tal cai
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STT Chi phi héa chit, vat tu tiéu hao Pon vi
3 | Khay dung bénh pham Cai
Hop van chuyén bénh pham Test
Sinh pham chan doan Test
Khau hao sinh phdm cho chay chung, kiém tra chat Test
6 |lugng
7 | Kit tach chict DNA Test
9 | Ong Falcon 50 ml Cai
10 | Eppendorf 1,7 ml Tube
11 | Eppendorf 0,2 ml Tube
12 | Pau con 10 pl ¢6 loc Cai
13 | Pau con 30 pl Cai
14 | Pau con 200 pl c6 loc Cai
15 | Pau con 1ml co loc Cai
16 | Water-DEPC treated ml
17 | Gidy tham Cudn
18 | Gidy xét nghiém To
19 | So luu két qua xét nghiém To
20 | Bt viét kinh Cai
21 | Buthbi Cai
22 | Mu Cai
23 | Khau trang Cai
24 | Gang tay xu Iy dung cu bo1
25 | Quan 40 bao hod Bo
26 | Dung dich xa phong rira tay ml
27 | Con sat tring tay nhanh ml
28 | Dung dich khtr trung nl!
29 | Khan lau tay Cai
30 |Ngoai kiém (EQAS) (néu thyc hién)*

* Ghi cha: - Chi phi ngoai kiém cho quy trinh ky thudt duoc tinh cu thé theo
Chuong trinh ngoai kiém (EQAS) la 1/200 téng chi phi dung cu, héa chat, vit
tw tiéu hao (véi sé lan ngoai kiém trung binh 2 lan/1 nam).
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3. Bénh pham

Mu hodc dich ni€u dao, am dao, dich ngody hong.

4. Phiéu xét nghiém

Dién day du thong tin theo mau phiéu yéu cau

III. CAC BUOC TIEN HANH

Céac budce tién hanh thyc hién theo phuong tién, hoa chat duoc vi du & trén.
1. Lay bénh pham

Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem Phu lyc).

2. Tién hanh k§y thuat: VD sinh pham hoa chat vat tu tiéu hao Ureaplasma
urealyticum rPCR kit hoac twong duong

2.1. Tach chiét DNA

2.2. Cho mdt luong mau DNA tach chiét dugc vao cac éng phan tng PCR co
chtra cac thanh phan can thiét cua kit

2.3. Chay phan tmg PCR theo chu trinh nhiét thich hop trén may Real-time
PCR 2.4. Boc két qua

IV. NHAN PINH KET QUA

Buéc 1: Kiém tra nguy co ngoai nhiém
- Két qua chung (-) khong c6 duong tin hi¢u khuyéch dai voi kénh mau FAM:
mau khong bi ngoai nhiem.

- Két qua chimg (-) c6 duong tin hiéu khuyéch dai voi kénh mau FAM: mau bi
ngoai nhidm, phai tién hanh tach chiét DNA lai.

Buwéc 2: Kiém tra d6 nhay

- Chon chtrng (+) va chimng (-) va phan tich trén kénh mau FAM va HEX

- Két qua chung (-) c6 dudng tin hiéu khuyéch dai v6i kénh mau HEX: PCR
khong bi trc ché.

- Két qua chung (-) khong c6 dudng tin hiéu khuyéch dai hodc tin hiéu thip véi
kénh mau HEX, PCR bi trc ché toan phan hay mot phan, tach chiét DNA lai
hodc pha loang DNA truéc khi chay PCR.

Bude 3: Xac dinh mau duong tinh

- MAu c6 tin hiéu huynh quang vé&i kénh mau FAM va c6 Ct: 1a nhitng mau
duong tinh

- C4c mau c6 Ct <12 va tin hiéu huynh quang khong ting theo chu ky nhiét:
pha lodng DNA mau véi ti 1& 1/5 trudc khi cho vao PCR master mix

Buwéc 4: Xac dinh mau am tinh

- Mau khéng c6 tin hiéu khuyéch dai véi mau FAM va duong tinh véi mau
HEX, thi két qua 1a miu bénh pham am tinh

- Néu mau c6 tin hiéu khuyéch dai véi mau FAM nhung khong c6 Ct va duong
tinh v&i mau HEX, thi két qua dudi ngudng phat hi¢n
- Néu mau khong c6 tin hiéu khuyéch dai voi mau FAM va am tinh véi mau
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HEX — mau bi e ché ~cﬁn tién hanh lai PCR v6i DNA da pha loang hodc tach
chiét lai. Néu két qua van nhu cii thi phai lay lai mau bénh pham lam xét
nghiém.

V.NHUNG SAI SOT VA XU TRi

- Phan img duong tinh gia: do tap nhiém tir méi truong

- Phan tng am tinh gia: do phan ung PCR bi uc che

- Dé han ché cac hién tuong trén phai tuan tha chat ché quy trinh kg thuat.
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31. Virus Ag mién dich tw déng

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phat hién khang nguyén (Ag) khang virus
2. Nguyén ly

Bang ky thuat CMIA (mién dich gin enzym) gian tiép (VD hoic
nguyén ly tuong duong).

II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va co ching chi hoac
chtng nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thyc hién c6 trinh do dai hoc
hodc sau dai hoc vé chuyén nganh Vi sinh.

2. Phuwong tién, hoa chit (Vi du hoiic twong dwong)
2.1. Trang thiét bji: 13y vi du mot hé thdng hodc cac hé thong twong duong khac
- Hé thong may ARCHITECT i2000SR

- Pipet tu dong hay ban tu dong diéu chinh dugc dung phan phéi cac thé tich
tir 2 ul @én 200 pl .

- May ly tdm
- Ta lanh 4°C — 8°C
- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

2.2 Dung cu, hda chdt va vt tw tiéu hao (bao gom néi kiém, ngoai kiém)

ST £ Pon vi
T Chi phi hoa chat, vat tu tiéu hao ’
1 |Bong Kg

2 | Day gard Cai

3 | Con ml

4 | Bom kim tiém Cai

5 |Panh Cai

6 | Khay dung bénh pham Cai

7 | Hop van chuyén bénh pham Cai

8 | Tube dung bénh pham Cai
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9 | Sinh phdm chan doan Test
10 | Khau hao sinh pham cho chay chuan Test
11 | Khéu hao sinh phdm cho chay chung, kiém tra chat Test

luong

12 | ARC.trigger solution ml
13 | ARC.Pre-Trigger Solution ml
14 | ARC.Concentrated Wash Buffer ml
15 | ARC.probe conditioning solution ml
16 | RV (Reaction Vessels): Cai
17 | Sample Cups Cai
18 | Septum Cai
19 | Gidy thim Cudn
20 | Gidy xét nghiém To
21 | S6 luu két qua xét nghiém To
22 | But viét kinh Cai
23 | Buthbi Cai
24 | Mu Cai
25 | Khau trang Cai
26 | Gang tay boi
27 | Gang tay xu ly dung cu boi
28 | Quan 4o bao ho Bo
29 | Dung dich xa phong rua tay ml
30 | Con sat tring tay nhanh ml
31 | Dung dich khtr trung ml
32 | Khan lau tay Cai
33 | Ngoai kiém (EQAS) (néu thuc hién)*

* Ghi cha:

- Chi phi ngoqi kiém cho quy trinh ky thudt dwoc tinh cu thé theo Chwrong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chdt, vit tw tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh pham
Huyét thanh hodc huyét tuong.
4. Phiéu xét nghiém
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Pién day du thong tin theo mau yéu cau.
III. CAC BUOC TIEN HANH

Cég bude tién hé}nh thuc hi¢n theo phuong ti¢n, hoa chit vi du st dung sinh
pham bd sinh pham Architect HBsAg Qualitative II Reagent Kit (hoac sir dung

sinh pham tuong duwong)

1. Lay bénh pham

Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem Phu lyc).
2. Tién hanh k¥ thuat

Bo sinh pham Architect HBsAg Qualitative 11 Reagent Kit (VD hoic twong

duong)
4. Qui trinh chay miu HBsAg Qualitative I1:
Céac budc Noi dung
3.1 Vao Reagent dé kiém tra so luong tests di dugc nap vao may, udc
lugng xem s6 test d6 da du dung chua.
3.2 Vao Reagent dé kiém tra xem c0 can chay hiéu chuan khong.
Nhing truong hop sau can phai chay chuan:.
+ Né'u,tai vitri c6 0 HBsAg hién thi dong chtr no cal ¢6 nghia do 1a
16 thuoc thir méi can phai hiéu chuan.
+ Khi chay ching HBsAg Qual IT Control thay két qua vuot ra
ngoai dai gigi han cho phép.
3.3 Sau khi kiém tra va hoan tat cac budc trén (néu thay can thiét) thi
tien hanh chay chting (Tham khao qui trinh chay ching-qui trinh
van hanh may 12000...)
3.4 Chay mau theo cic budc sau:
3.4.1 | Chuan bi bénh pham: Ly tim mau Ngudi bénh 3000 vong trong 10

phat.

Néu chay mau khong dung barcode thi tuin theo cic bwéc tir 3.4.2 — 3.4.9:

3.4.2

Danh s sample cup theo ma s6 bénh pham. Hat 200 pl huyét
thanh/huyét twrong vao sample cup tuong ung.

3.4.3

VVao man hinh Patient Order — Single Patient.

3.44

Nhép
- C/P: vi tri mau trén khay/ ma khay chtra mau

- SID: m3 s6 Nguoi bénh

3.4.5

Chon tén test la HbsAg

3.4.6

Chon Sample details dé nhap thém thong tin Nguoi bénh (néu can)
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3.4.7 | Nhéan ADD ORDER (F3).

3.4.8 | Pua khay mau vao khu nap gia mau o vi tri chay mau Ngudi bénh
thuong quy.

3.4.9 | Khoi dong chay RUN

- Trén man hinh chinh, chon SH & PM

- Nhén RUN (F8)

Néu chay mau c6 barcode thi tuin theo cic bude tir 3.4.10 — 3.4.12:

3.4.10 | Nhap chi dinh dinh xét nghiém trén may tinh bang phan mém
Labconn

3.4.11 | Bit 6ng méau di dugc dan barcode vao rack mau xam, quay mat
barcode ra phia ngoai roi dua vao khu nap gia mau

3.4.12 | Nhan RUN (F8)
IV. NHAN PINH KET QUA
1. Tinh gia tri nguwéng:

May sé& tu dong tinh toan két qua dya trén ti 1¢ RLU (Relative Light Unit) mau
vo1 RLU ngudng (S/CO) cho moéi mau bénh pham va mau ching.

+ Ngudng RLU = (0,0575 x Gia trj trung binh RLU ctia mau chuan 1) +
(0,8 x Gia tr1 trung binh RLU ctia mau chuéan 2)

+ S/CO = RLU mau/RLU ngudng
2. Dién giai két qua

Két qua duoc dién giai nhu bang duéi day:

Két qua ban dau Dién giai trén thiét bi Quy trinh xét nghiém lai
(S/CO)
< 1,00 KHONG PHAN UNG Khong can thyc hién lai xét nghiém
> 1,00 PHAN UNG Xét nghiém lai lan 2 (néu can)

- Tat ca nhitng mau bénh phém sau khi kiém tra lai 1an 2:

+Néu S/CO < 1 thi két luan am tinh.

+ Néu S/CO > 1 gidng nhu 1an dau thi két luan duong tinh.

V.NHUNG SAI SOT VA XU TRi

1. Sai sot

C6 thé xdy ra hién twong 4m tinh gia hodc duong tinh gia hodc phan tmg khong
xay ra thong thuong do:

- Thyc hién sai cac budce trong quy trinh huéng dan. ’
- Chang &m va nhirng mau bénh pham am tinh bi nhiém chéo bai huyét
thanh/ huyét tuong c6 nong do khang thé cao.
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2. Xw tri

- Tuan thu ding cac budc qui trinh huéng dan cia nha san xut va hudng
dan vé do 6n dinh hoa chat xét nghi€ém trong bd sinh pham str dung.

- Kiém tra va v¢ sinh may rira thuong xuyén trude va sau khi lam xét nghiém.

- Céc mang ngin phai duoc dung dé tranh sy bay hoi va nhiém chéo nham
dam bao tinh dong nhat cua thudc thir. Néu khong, do tin cay cua két qua xét
nghiém s€ khong dugc dam bao.

- Pé tranh nhiém chéo, can mang ging tay sach khi dat mang ngin 1én chai
thudc thir d@ mo nap.

- Khi da dat mang ngan 1én chai thude thir 43 mé nép, khong dugc lat nguoc
chai thuoc thtr vi c6 thé lam chay thudc thir ra ngoai va anh hudéng dén két qua
x€t nghiém

- Néu chai Vi hat bi d6 (duge day bang mang ngin) khi dang bao quan trong
tu lanh thi phai huy bo bo thudce thur

- Khong st dung thube thir da qué han str dung.

- Tranh tao bot & lo thude thir va cac loai mau (bénh phém, calibration va
ching).

- Khong nén dung miu di thdy rd bi nhiém khuan bang mat thuong.

- Mau mau tir Ngudi bénh c6 diéu tri heparin co thé bi két tua ting phan va sy
xuat hién cta fibrin c6 thé din dén sai sd. Pé tranh truong hop ndy, nén lay
mau trudc khi dung liéu phap heparin.

- Khéng ding mau mau bi tan huyét nhiéu
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32. Virus Ab mién dich tu dong

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phat hién khang thé (Ab) khang virus trong mau bénh phim cua nguoi.
2. Nguyén ly

Bang ky thudt CMIA (mién dich gin enzym) gian tiép (VD hoic
nguyén ly tuong duong).

II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va cé ching chi hodc
chtmg nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh do dai hoc
hodc sau dai hoc vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chit (Vi du hoiic twong dwong)
2.1. Trang thiét bj: 1ay vi du mot hé thdng hodc cac hé thdng tuong duong khac
- Hé théng may ARCHITECT i2000SR

- Pipet tu dong hay ban tu dong diéu chinh dugc dung phan phéi cac thé tich
tr 2 pl dén 200 pl .

- May ly tam
- Ta lanh 4°C — 8°C
- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

2.2 . Dung cu, hoa chdt va vit tw tiéu hao (bao gom ngi kiém, ngogi kiém)
STT Chi phi héa chit, vat tu tiéu hao DPon vi
1 |Bong Kg
2 | Day gard Cai
3 | Con ml
4 | Bom kim tiém Cai
5 | Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
8 | Tube dung bénh pham Cai
9 | Sinh pham chan doan Test
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10 | Khau hao sinh pham cho chay chuan Test
11 | Kh4u hao sinh pham cho chay chung, kiém tra chat Test
luong

12 | ARC.trigger solution ml
13 | ARC.Pre-Trigger Solution ml
14 | ARC.Concentrated Wash Buffer ml
15 | ARC.probe conditioning solution ml
16 | RV (Reaction Vessels): Cai
17 | Sample Cups Cai
18 | Septum Cai
19 | Giay tham Cudn
20 | Giay xét nghiém TS
21 | SO luu két qua xét nghiém To
22 | Bit viét kinh Cai
23 | But bi Cai
24 | Mu Cai
25 | Khau trang Cai
26 | Gang tay boi
27 | Gang tay xu ly dung cu boi
28 | Quan 40 bao ho Bo
29 | Dung dich xa phong rtra tay ml
30 | Con sat tring tay nhanh ml
31 | Dung dich khtr trung ml
32 | Khan lau tay Cai
33 | Ngoai kiém (EQAS) (néu thyc hién)*

* Ghi chu:

- Chi phi ngoaqi kiém cho quy trinh ky thudt duoc tinh cu thé theo Chwrong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chat, vat tie tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh phim

Huyét thanh hodc huyét tuong.

4. Phiéu xét nghiém

Pién day du thong tin theo mau yéu cau.
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III. CAC BUOC TIEN HANH

Caig: budce tién ha:mh thuc hién theo phuong ti¢n, hoa chit vi qdu st dung sinh
pham b sinh pham Architect Anti-HCV hoac st dung sinh pham tuong duong.

1. Lay bénh pham
Theo ding quy dinh ctuia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k§ thuat
Bo sinh pham Architect Anti-HCV (VD hoac tuong duong)

3. Qui trinh chay miu anti-HCV:

Cac buée Noi dung

3.1 Vao Reagent dé kiém tra s6 luong tests da dugc nap vao may, udc
lugng xem so test d6 da du dung chura.

3.2 Vao Reagent dé kiém tra xem ¢ can chay hiéu chuan khong.
Nhitng trrong hop sau can phai chay chuan:

+ Néu tai vi trf c6 6 Anti HCV hién thi dong chit no cal c6 nghia do
1a 16 thuoc thir méi can phai hi¢u chuan.

+ Khi chay chimg Anti HCV Control thiy két qua vuot ra ngoai dai
gi61 han cho phép.

3.3 Sau khi kiém tra va hoan tat cic budc trén (néu thay can thiét) thi
tien hanh chay chung (Tham khao qui trinh chay ching-qui trinh
van hanh may i2000...)

3.4 Chay mau theo cic budc sau:

3.4.1 | Chuan bj bénh pham: Ly tm mau Nguoi bénh 3000 vong trong 10
phut.

Néu chay miu khong dung barcode thi tuin theo cac bwéc tir 3.4.2 — 3.4.9:

3.4.2 Pénh sb sample cup theo ma s6 bénh pham. Hat 200 pl huyét
thanh/huyét tuong sample cup tuong tng

3.4.3 Vao man hinh Orders — Patients Orders — Single Patient

3.4.4 Nhap
- C/P: vi tri mau trén khay/ mi khay chira mau

- SID: m3 s6 Nguoi bénh

3.4.5 Chon tén test la anti-HCV

3.4.6 Chon Sample details dé nhap thém thong tin Nguoi bénh (néu can)

34.7 | Nhin ADD ORDER (F3).

3.4.8 DPua khay mau vao khu nap gia mau & vi tri chay mau Nguoi bénh
thuong quy.

3.4.9 Khoi dong chay RUN

110



- Trén man hinh chinh, chon SH & PM
Nhén RUN (F8)

Néu chay miu c6 barcode thi tudn theo cic buée tir 3.4.10 — 3.4.12:

3.4.10 Nhép chi dinh dinh xét nghiém trén may tinh bing phan mém
Labconn

34.11 bat ong mau da dugc dan barcode vao rack mau xam, quay mat
barcode ra phia ngoai ro1 dua vao khu nap gid mau

3.4.12 | Nhan RUN (F8)

IV. NHAN PINH KET QUA
1. Tinh gia tri ngwong:

- May s€ tu déng tinh gia tr1 trung binh :[in hi¢u hoa phat quang Mau chuin
1 Anti-HCV qua ba lan chay lap lai va Iuu két qua.

- Xét nghiém ARCHITECT Anti-HCV dugc tinh két qua dya trén S/CO:
* Tinh gié tr1 ngudng:

Ngudng RLU = Gia tri trung binh RLU cua Calibrator 1 x 0,074

« S/CO =RLU mauw/RLU ngudng

Cut-off (CO) = Gia tri trung binh cua cac cut-off

3. Dién giai két qua

Két qua duogc dién giai nhu bang duéi day:

Két qua ban dau Dién giai trén thiét bi Quy trinh xét nghiém lai
(S/CO)
<1,00 KHONG PHAN UNG Khong can thuc hién lai xét nghiém
> 1,00 PHAN UNG Xét nghiém lai 1an hai (néu can)

- Tat ca nhimg mau bénh pham sau khi kiém tra lai lan 2:
+Néu S/CO < 1 thi két luan 4m tinh.
+ Néu S/CO > 1 gidng nhu 1an dau thi két luan duong tinh.
V. NHUNG SAI SOT VA XU TRi
1. Sai sot
C6 thé xay ra hién tuong 4m tinh gia hodc duong tinh gia hoic phan tmg khong
xay ra thong thuong do:
- Thyc hién sai cic budc trong quy trinh huéng dan. ,
- Chung am va nhitng mau bénh pham am tinh bi nhiem chéo boi huyeét
thanh/ huyét tuong c6 nong do khang thé cao.
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2. X tri

- Tuan thi dung cic bude qui trinh hudng din cia nha san xuit va hudng dan
v€ do on dinh héa chat xét nghi¢m trong bo sinh pham st dung.

- Kiém tra va v¢ sinh mdy rtra thuong xuyén trudce va sau khi lam xét nghi¢m.

- Cac mang ngin phai dugc ding dé tranh sy bay hoi va nhidm chéo nhiam
dam bao tinh dong nhat ctua thuoc thir. Néu khong, do tin cdy cua két qua xét
nghiém s€ khong dugc dam bao.

- Pé tranh nhiém chéo, cin mang ging tay sach khi dat mang ngin 1én chai
thudc thir dd mo nap.

- Khi da dat mang ngan Ién chai thudc thr 43 mé nap, khong duoc 1at nguoc
chai thudc thir vi c6 thé 1am chay thudc thir ra ngoai va anh hudng dén két qua
x€t nghiém

- Néu chai Vi hat bi d6 (dugc day bang mang ngan) khi dang bao quan trong
tu lanh thi phai hity bo bo thudce thur

- Khong str dung thude thir d3 qua han st dung.

- Tranh tao bot & lo thude thir va cac loai mau (bénh phém, calibration va
ching).

- Khong nén dung mau di thy rd bi nhiém khuan bang mat thuong.

- MAu méu tir Nguoi bénh c6 diéu tri heparin co thé bj két tua timg phan va su
xuat hién cua fibrin c6 thé dan dén sai s6. D€ tranh truong hop nay, nén lay
mau trude khi dung liéu phap heparin.

- Khéng dung mau mau bi tin huyét nhiéu
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33. Virus Xpert

. MUCPICH VA NGUYEN LY
1. Muc dich:
Phat hién virus gay bénh trong mau bénh pham cua nguoi.
2. Nguyén ly:
Str dung cap moi dic hiéu dé xac dinh sy c6 mit cua gen dac trung cho
virus bﬁng hé théng tu dong GeneXpert.
II. CHUAN BI
1. Ngwoi thuc hién

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va c¢o ching chi
hodc chimg nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phéan tu/ sinh
hoc/cong nghé sinh hoc).

- Nguoi nhan dinh va phé duyét két qua: Nguoi thue hién co trinh d6 dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

2. Phuwong tién, hoa chit (Vi du hoiic twong dwong)

2.1. Trang thiét b

- Tu an toan sinh hoc céap 2

- May GenXpert

- May ly tdm > 12000 gpm/phat

- May 1t nhiét

- May vortex

- Pipette

2.2. Dung cu, hoa chat va vit tw tiéu hao (bao gom néi kiem, ngoai kiem)

STT | Chi phi héa chat, vat tu tiéu hao Pon vi

1 | Bong kg
2 | Con ml
3 | Bom kim tiém Cai
4 | Panh Cai
5 | Khay dung bénh pham Cai
6 | Hop van chuyén bénh pham Test
7 | Tube dyng bénh pham Cai
8 | Gang khong c6 bot (DNase-RNase free) Cai
9 Kit GeneXpert Test
10 | Ong Eppendorf 1,5 ml Tube
11 | Ong Eppendorf 0,2 ml Tube

113



12 | Pau con 10 ul ¢o loc Cai

13 | Pau c6n 30 ul Cai

14 | Pau cdn 200 ul o loc Cai

15 | Pau con 1 ml co loc Cai
16 | Ethanol BDH ml
17 | Giay tham khong bui Cudn
18 | Giay xét nghiém To
19 | S6 luu két qua xét nghiém To
20 | But viét kinh Cai
21 | Buthi Cai
22 | Mi Cai
23 | Khau trang Cai
24 | Gang tay boi
25 | Gang tay xu ly dung cu Doi
26 | Quan 40 Bo
27 | Dung dich xa phong rua tay ml
28 | Con sat trung tay nhanh ml
29 | Dung dich khur trung ml
30 |Khaén lau tay cai
31 |Ngoai kiém (EQAS) (néu thuc hién)*

* Ghi cha:

- Chi phi ngoqi kiém cho quy trinh ky thudt dwoc tinh cu thé theo Chwrong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chdt, vit tw tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh pham
Céac mau bénh pham co thé c6 chtra cin nguyén virus nghi ngd
4. Phiéu xét nghiém
Dién day du thong tin theo mau phiéu yéu cau
1. CAC BUOC TIEN HANH
1. LAy bénh pham
Theo dung quy dinh ctia chuyén nganh vi sinh (Xem phu luc).
2. Tién hanh k§ thuat
2.1 Trén méu vio dung dich ly gidi
2.2 U méu va cho vao éng Kit

2.3 Thuc hién chay mady
2.4 Pdnh gid va két ludn
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3. Thoi gian thue hién: 2 tiéng

IV. NHAN PINH KET QUA

Mé xét nghiém do may bao két qua hién thi mau xanh 1a két qua chip
nhan dugc. Cac thong bao khac vé 151 miu hodc 15i kit s& khong duoc chép
nhan.
V.NHUNG SAI SOT VA XU TRi

Trong trudmg hop co bao 15i, can kiém tra lai cac bude thuc hién xét
nghiém va thyc hién lai xét nghiém tir dau.
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34. Virus PCR

. MUC PICH VA NGUYEN LY
1. Muc dich:
Phét hién su c6 mit gen dic trung cta virus cd trong mau bénh pham cia
nguoi
2. Nguyén ly:
Dua trén nguyén ly cua ky thuat PCR.
II. CHUAN BI
1. Ngwoi thuc hién

- Nguoi thuc hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 chung chi
hodc chimg nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phan ta/ sinh
hoc/cong nghé sinh hoc).

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh d6 dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

2. Phuong tién, hoa chit (Vi du hoiic twong dwong)

2.1 Trang thiét bi

- Ta an toan sinh hoc cép 2

- May PCR

- May dién di

- May doc di¢n di

- May ly tdm > 12000 gpm/phat

- May 1 nhiét

- May vortex

- Pipette

- B0 luu dién

2.2 Dung cu, héa chit va vit tw tiéu hao (bao gom ngi kiém, ngoai kiém)

STT | Chi phi hoa chit, vit tu tiéu hao Pon vi
1 |Bong kg
2 | Con ml
3 | Bomkim tiém Cai
4 | Panh Cai
5 | Khay dung bénh pham Cai
6 | Hop van chuyén bénh pham Test
7 | Tube dyng bénh pham Cai
8 | Gang khong c6 bot (DNase-RNase free) Cai
9 | Sinh pham chan doan Test
10 | Khiu hao sinh phdm cho chin doan va kiém tra chét Test
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luong

11 | Kit tach chiét DNA/RNA Test
12 | Ong Eppendorf 1,5 ml Tube
13 | Ong Eppendorf 0,2 ml Tube
14 | Pau con 10 ul ¢o loc Cai
15 | Dau con 30 ul Cai
16 | Pau con 200 ul ¢o loc Cai
17 | Paucon 1 ml co loc Cai
18 | Ethanol BDH ml
19 | Water-DEPC Treated ml
20 | Thach Gram
21 | Ladder ml
22 | Blue Juice Gel loading dye ml
23 | Ethidium Bromide (Redgel) ml
24 | TAE Buffer ml
25 | Gidy tham Cudn
26 | Giay xét nghiém TS
27 | SO luu két qua xét nghiém To
28 | Bit viét kinh Cai
29 | Buthi Cai
30 | Mid Cai
31 |Khau trang Cai
32 | Gang tay Doi
33 | Gang tay xu 1y dung cu bo1
34 | Quan 4o Bo
35 | Dung dich xa phong rtra tay ml
36 | Con st trung tay nhanh ml
37 | Dung dich khtr trung nl!
38 | Khan lau tay cai
39 | Ngoai kiém (EQAS) (néu thyc hién)*

3. Bénh pham

Mau bénh pham co thé c6 chira virus nghi ngd
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4. Phiéu xét nghiém
Dién day du thong tin theo mau phiéu yéu cau
III. CAC BUGC TIEN HANH
1. Lay bénh pham
Theo dung quy dinh ctia chuyén nganh vi sinh (Xem phu luc).
2. Tién hanh k§y thuit
2.1 Téch chiét DNAIRNA tong so
2.2 Thuc hién PCR
2.3 Dién di kiém tra san phim
2.4 Pdnh gid va két ludn
3. Thoi gian thuc hién
6 tiéng
IV. NHAN PINH KET QUA
- Phan ung duong tinh khi ¢6 san pham PCR 1a mot bang dic hiéu duy
nhat, rd nét, khong bi dut giy va cé kich thude twong Gmg véi doan gen dich
can khuéch dai.

- Phéan Ug 4m tinh néu khong c6 vach san pham PCR c6 kich thudc tuong
g véi doan gen dich can khuéch dai.
V. NHUNG SAI SOT VA XU TRi

Trong truong hop khong c6 san pham PCR, can phai kiém tra lai qua
trinh tach chiét DNA/RNA tong sd, chit luong cia primers va master mix, va
thuc hién lai toan bd xét nghi¢m.

118



35. Virus Real-time PCR

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Xac dinh DNA hoac ARN dat trung cua virus can tim.
2. Nguyén ly

Dua trén nguyén ly k¥ thuat Real-time PCR.
II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thuc hién: Nhan vién xét nghiém da dugc dao tao va c¢6 chung chi
hodc chimg nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phéan tu/ sinh
hoc/cong nghé sinh hoc).
- Nguoi nhan dinh va phé duyét két qua: Ngudi thuc hién co trinh d6 dai
hoc hoic sau dai hoc vé chuyén nganh Vi sinh (va/hoic sinh hoc phén ti/ sinh
hoc/cong nghé sinh hoc).

2. Phuong tién, hoa chat (Vi du hoic twong dwong)
2.1. Trang thiét bi

- Tu an toan sinh hoc cap 2

- May u nhiét

- May ly tim ban dung cho éng bénh pham 5ml

- May ly tam lanh dung cho tube 0,2 ml

- May vortex

- May chay PCR

- May chay Real-time PCR va hé théng may vi tinh.
- Céc loai Micropipette diéu chinh dugc: 1000p1, 2001, 100pu1, 10pul
- Tu lanh thuong

- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

- B¢ luu dién

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom noi kiém, ngoai kiém)

STT Chi phi héa chat, vat tu tiéu hao Pon vi
1 | Bong Kg
2 | Day gard Cai
3 | Con ml
4 | Bom kim tiém Cai
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STT Chi phi héa chat, vat tu tiéu hao Pon vi
Panh Cai
Khay dyng bénh pham Cai
7 | Hop van chuyén bénh pham Test

Dung cu lay bénh pham (Ong chong déng Sml c6

chira EDTA/ Tam bong v trung/ Tube dung bénh )

pham vo trung) Ong

Tube 1,5ml vé trung Tube
10 | Gang khong c6 bt (DNase-RNase free) boi
11 | Bo kit chiét tach DNA/RNA tong s6 Hop
12 | B kit tong hop cDNA (Néu la virus RNA) Hop
13 | Sinh pham chan doan Test
14 | Khau hao sinh pham cho mau chimg va kiém tra

chét luong, standard cac loai Test
15 | Ependoff 1,7ml Tube
16 | Ependoff 0,2ml Tube
17 | Pau con 10 pl o loc Cai
18 | Pau con 30 pl o loc Cai
19 | Pau con 200 pul c6 loc Cai
20 | Pau con 1 ml cb loc Cai
21 | Water-DEPC Treated nl!
22 | Gidy tham khong bui Cudn
23 | Giay xét nghiém TS
24 | S6 luu két qua xét nghiém TS
25 | But viét kinh Cai
26 | Butbi Cai
27 | M Cai
28 | Khau trang Cai
29 | Gang tay xu ly dung cu boi
30 | Quan 4o bao ho Bo
31 | Dung dich xa phong rura tay ml
32 | Con sat trung tay nhanh ml
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STT Chi phi héa chit, vat tu tiéu hao Pon vi
33 | Dung dich khtr triung ml
34 | Khan lau tay Cai
35 | Ngoai kiém (EQAS) (néu thyc hién)*

* Ghi chu:

Chi phi ngoai kiém cho quy trinh ky thudt dugc tinh cu t,he; theo Chuong trinh
ngoaqi kiem (EQAS) la 1/50 tong chi phi dung cu, hda chat, vdt tu tiéu hao (voi
50 lan ngoai kiéem trung binh 3 lan/I nam).

3. Bénh pham

Céc loai bénh pham nghi ngd nhiém virus can tim

4. Phiéu xét nghiém

Pién day du thong tin theo mau phiéu yéu cau

III. CAC BUOC TIEN HANH

Cac budc tién hanh thuc hién theo phuong tién, hoa chat duogc vi du & trén.

1. Lay bénh pham

Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh ky thuit

2.1. Thu nhén va xiv ly méu:

- Tét ca loaj bénh phém khi chira nhiéu tap nhiém can duogc thuan nhit trude
khi tach chiét.

2.2. Tach chiét DNA hodc RNA tir b¢nh pham bang b kit tdch DNA tong so
hodc RNA tong so

2.3. Chgy phdan irng RT-PCR dung moi ngdu nhién véi virus cé bj gen la
RNA (Bo qua bwdc nay néu kit sw dung real-time PCR co chira luon phan
rng RT-PCR)

- Bat may PCR 15 phut trudce khi chay phan timg RT-PCR

- Thuc hién budc nay véi cac tube RT-PCR mix dugc gitr trong khay lanh
hodc da dang tan.

- Chi lay du s6 tube RT-PCR mix cﬁn.‘ Trudce va sau khi dat phan ung RT-
PCR phai ly tam tube dé tat ca dung dich nam dudc day tube.

- Cho dich RNA tach chiét vao timg tube RT-PCR Mix. Xong, dit cac tube
vao may PCR.

- Cai dat chuong trinh “Protocol” cho may PCR hoat dong theo hudng dan
cua bo kit RT-PCR.

- Cho may PCR chay chuong trinh.
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2.4 Chay phdn trng Real-time PCR

- Bat may real-time PCR 15 phut trudc khi cho may chay. Bat may tinh va
khoi dong chuong trinh real-time PCR.

- Thuc hién budc mix véi cac tube PCR mix duoc giir trong khay lanh hoac
da dang tan.

- Chi lay giﬁ’sé tube PCR mix can. Trudc va sau khi dat phan tmg PCR phai
ly tam tube dé tat ca dung dich nam dudc day tube.

- Cho chimg +, chimng -, cac néng do standard, dich DNA vura tach (hoac
dich ¢cDNA vira thu nhan dugc (hodc RNA vira tach duoc néu kit Real-time
PCR c6 chura phan trng RT-PCR)) vao tung tube Real-time PCR Mix. Xong,
dat cac tube vao may real-time PCR.

- Cai dat vi tri mau “Plate setup” trén phﬁn mém ding vo1 vi tri mau da dit
trén may real-time PCR.

- Chon mau cho mau, ching duong, ching 4m, standart theo huéng dan cua
bo kit str dung

- Cai dat chuong trinh “Protocol” cho may real-time PCR hoat dong

- Luu file dit li¢u vao may tinh

- Cho méy real-time PCR chay chuong trinh.

IV. NHAN PINH KET QUA

- Nhan dinh két qua qua phan tich cua may dua trén co s¢ huéng dan cua
bo kit Real-time PCR dugc sir dung.

V. NHUNG SAI SOT VA XU TRI

- Phan ung duong tinh gia: do tap nhiém tir méi truong

- Phan tng am tinh gia: do phan tng PCR bi wc ché hoic do may Real-
time PCR bi hong.

- Pé han ché céc hién twong trén phai tudn tha chat ché quy trinh k¥ thuét.
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36. Virus gidi trinh ty gen

. NGUYEN LY

Dinh danh virus bﬁng ky thuat xac dinh trinh ty nucleotide cua gen dac trung.

II. CHUAN BI
1. Ngwoi thuc hién

- Nguoi thuc hién: Nguoi thuc hién da dugc dao tao va c6 chang chi hoac

chtng nhan vé chuyén nganh Vi sinh hoic chuyén nganh twong duong (va/hoic

sinh hoc phan ta/ sinh hoc/cong nghé sinh hoc).

- Nguoi nhén dinh va phé duyét két qua: Ngudi thyc hién c6 trinh d6 dai hoc
hodc sau dai hoc vé chuyén nganh Vi sinh (va/hodc sinh hoc phan tu/ sinh

hoc/cong ngh¢ sinh hoc).

2. Phwongtién, héachat

2.3 Trangthiétbi

- Tu an toan sinh hoc céap 2

- Tu thao tdc PCR (PCR Workstation)

- May PCR

- Hé thong dién di

- May giai trinh tu gen

- May ly tdm 25000 x g

- May u nhiét

- May vortex

- Pipette

- Tu dong siu (-20°Cva -70°C)

- May vi tinh va phan mém phan tich trinh tu
2.4 Dung cu, héa chit va vit tw tiéu hao (bao gom néi kiém, n

oai kiém)

STT | Chi phi héa chit, vt tw tiéu hao Ponvi
1 |Bong kg
2 | Con ml
3 | Bomkim tiém Cai
4 | Panh Cai
5 | Khay dung bénh pham Cai
6 | Hop van chuyén bénh pham Test
7 | Tube dyng bénh pham Cai
8 | Gang khong c6 bot (DNase-RNase free) Cai
9 | PCR master mix Test
10 | Men Polymerase hoacTaq Polymerase ml

123




Khau hao sinh pham cho chan doan va kiém tra chat

11 luong Test
12 | Kit tichchiét ADN/ARN Test
13 | Kit tinh sach DNA sau PCR Test
14 £<el(; Jier;}(l:isr?g)h san pham sau nhuém mau (sau PCR Test
15 | DNA marker Bo
16 | Primer 1 (primer dachiéu) ml
17 | Primer 2 (primer dachiéu) ml
18 | Primer 3 (primer dachiéu) ml
19 | Primer 4 (primer dachiéu) ml
20 | Kit nhuém mau trinh tu (Big dye) — PCR sequencing Test
21 | Plate/tube cho may doc trinh tur Cai
22 | Gel dién di cho may doc trinh tu Gram
23 | Cartrigde cho may doc trinh tu Test
24 | Ong Eppendorf 1,5 ml Tube
25 | Ong Eppendorf 0,2 ml Tube
26 | Pau con 10 ul ¢6 loc Cai
27 | Pau con 30 ul ¢6 loc Cai
28 | Dau con 200 ul 6 loc Céi
29 | Pau con 1 ml co loc Cai
30 | Ethanol BDH ml
31 | Water-DEPC Treated ml
32 | Giay tham Cudn
33 | Gidy xét nghiém TS
34 | S6 luu két qua xét nghiém TS
35 |But viét kinh Céi
36 |Buthi Cai
37 | Miu Cai
38 |Khau trang Cai
39 | Gang tay baoi
40 | Gang tay xu ly dung cu boi
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41 | Quan 4o Bo

42 | Dung dich nudc rira tay ml

43 | Con sat tring tay nhanh ml

44 | Dung dich khtr tring ml

45 | Khan lau tay cai
3. Bénhpham

Bénh pham co thé ¢ chira cin nguyén virus nghi ngd
4. Phiéuxétnghiém
Pién day du thong tin theo mau phiéu yéu cau
III. CAC BUOC TIEN HANH
1. Laybénhphim
Theo dung quy dinhcua chuyén nganh Vi sinh (Xem phu luc).
2. Tiénhanhkythuat
2.1 Tach chiét DNA/RNA tong so
2.2 Thuc hién PCR
2.3 Dién di kiém tra san pham
2.4Gidi trinh tw gen
2.5 Kiém tra va so sdnh trinh tw gen trén ngéin hang dir ligu gen quoc té
3. Thoi gian thwe hién: 2 - 5 ngay
IV. NHAN PINH KET QUA
San phém PCR phai c6 mdt bang dac hiéu duy nhét, rd nét va khong bi
dut gay. Trinh ty ADN cua gen dich khong bi nhiéu va phai c6 d6 trong dong >
90 % méi c6 thé két luan duoc.
V.NHUNG SAI SOT VA XU TRi
- Trong truong hop khong cosan pham PCR, can phai kiém tra lai qua
trinh tach chiét DNA tong sd, chat lugng cta primers va master mix, va thuc
hién lai toan bg xét nghiém.
- Néu trinh tw DNA bi nhiéu can phai kiém tra lai do dic hiéu cua san
pham PCR hoic qua trinh chay PCR sequencing bi nhiém chéo.
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37. HBsAD test nhanh

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phat hién khang thé khang virus viém gan B trong mau huyét thanh hoic
huyét tuong cia nguoi.

2. Nguyén ly

Xet nghiém nhanh HBsAb (anti HBs) dua trén nguyén ly sic ky mién
dich dé xac dinh dinh tinh khang thé khang virus Viém gan B.

II. CHUAN BI
1. Nguwoi thuc hién:

Nguoi thuc hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 chung chi
hodc chimg nhéan vé chuyén nganh Vi sinh.

- Ngudi nhan dinh va phé duyét ket qua: Nguoi thuc hién da dugc dao tao
va c0 ching chi hoac ching nhan vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du heiic twong dwong):
2.1. Trang thiét bi:

- May ly tdm, dong ho do thoi gian.

- Ta lanh 4°C — 8°C

- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

- Pipet don kénh thé tich tir 20p1 dén 200ul

2.2. Dung cu, héa chdt va vit tw tiéu hao (bao gém néi kiém, ngoqi kiém):

STT | Chi phi héa chit, vat tw tiéu hao Pon vi
1 | Bong Kg
2 | Day gar6 Cai
3 | Con ml
4 | Bom kim tiém Cai
5 |Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
8 | Tube dung bénh pham Cai
9 | Sinh pham chan doan Test

10 | Khau hao sinh pham cho chay chimg, kiém tra chat Test
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luong

11 | Pau c6n 20-200 pl Cai
12 | Gidy thdm Cudn
13 | Giay xét nghiém To
14 | S6 luu két qua xét nghiém To
15 | Bat viét kinh Cai
16 | Butbi Cai
17 | Mi Cai
18 | Khau trang Cai
19 | Gang tay Doi
20 | Gang tay xu ly dung cu boi
21 | Quan 4o bao ho Bo
22 | Dung dich xa phong rua tay ml
23 | Con sat tring tay nhanh ml
24 | Dung dich khtr trung ml
25 | Khan lau tay Cai
26 | Ngoai kiém (EQAS) (néu thyuc hién)*

3. Bénh pham:

Huyét thanh hodc huyét twong.

4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau

III. CAC BUOC TIEN HANH

Céac budce tién hanh thuc hién theo phuong tién, hda chit duoc vi du & trén.
1. Lay bénh pham:

Huyét thanh hodc huyét twong. Theo diing quy dinh ciia chuyén nganh Vi sinh
(Xem Phu luc).

2. Tién hanh k§y thuat:
B sinh pham SD Bioline Anti HBs (VD hoic tuong duong)
- Pé sinh pham 6n dinh ¢ nhiét do phong trudc khi tién hanh xét nghiém.

- Lay que xét nghiém ra khoi bao nhom dat Ién bé mat phang. Nho 100 pl
huyét thanh hodc huyét tuong vao gi€ng nhé mau bénh pham.

- Cho cho dén khi cac vach do xuat hién trén kit thir. Poc két qua trong
vong 20 phut. Khong str dung két qua qua 20 phut.
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V. NHAN PINH KET QUA

Trén thanh thir xuat hién 2 vach mau do tia: C 13 vach kiém tra (Control line), T
1a vach thtr nghiém (Test line) hodc chi c6 1 vach

Ghi két qua nhu bang sau:
Hién tuwgng Két qua
Trén thanh thtr xuat hién 2 vach mau do Duong tinh
Trén thanh thtr xuat hién 1 vach (kiém tra C) Am tinh
Trén thanh thir khong xuat hién vach C Test hong

Lwu y: Do dam mau do cua vach két qua T sé khac nhau phu thudc vao néng
do HBsAD co trong bénh phdam. Vi vdy, bdt cir dop mo nao xuat hién o vach két
qua T deu dwoc coi la dwong tinh.

V. NHUNG SAI SOT VA XU TRi
1. Sai sot
C6 thé xay ra hién twong am tinh gia hodc duwong tinh gia, thong thuong do:

- Thyc hién sai cac budce trong quy trinh huéng dan. ’
- Chung am va nhiing mau bénh pham am tinh bi nhiem chéo boi huyet
thanh/ huyét tuong c6 nong do khang thé cao.

2. Xur tri

- Tuan tha ding cac bude qui trinh hudng dan cua nha san xuat va hudng
dan v€ d¢ on dinh hoa chat xét nghiém trong bo sinh pham st dung.
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38. HBcAD test nhanh

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phat hién HBcAb trong miu huyét thanh hodc huyét tuong ctia ngudi.
2. Nguyén ly

Xét nghiém nhanh HBcAD 1a dung cu xét nghiém sdc ky mién dich dinh
tinh dya trén nguyén ly phan Gng canh tranh.

II. CHUAN BI
- Ngudi thue hién:

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va c¢6 chung chi
hodc chiig nhéan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét ket qua: Nguoi thyc hién da dugc dao tao
va c0 ching chi hoac ching nhan vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du hoiic twong dwong):
2.1. Trang thiét bj:

- May ly tam, dong ho do thoi gian.

- Tu lanh 4°C — 8°C

- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

- Pipet don kénh thé tich tir 20ul dén 200ul

2.2. Dung cu, hoa chdt va vat tw tiéu hao (bao gom ngi kiém, ngoai kiém):

STT | Chi phi hoa chit, vat tu tiéu hao Pon vi
1 | Bong Kg
2 | Day gard Cai
3 |Con ml
4 | Bom kim tiém Cai
5 |Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
8 | Tube dung bénh pham Cai
9 | Sinh pham chan doan Test
10 | Khau hao sinh pham cho chay ching, kiém tra chat

luong Test
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11 | Pau ¢6n 20-200 pl Cai
12 | Gidy tham Cudn
13 | Gidy xét nghiém To
14 | S6 luu két qua xét nghiém To
15 | But viet kinh Cai
16 | Butbi Cai
17 | Mu Cai
18 | Khau trang Cai
19 | Gang tay boi
20 | Gang tay xu ly dung cu boi
21 | Quan 4o bao ho Bo
22 | Dung dich xa phong rua tay ml
23 | Con sat tring tay nhanh ml
24 | Dung dich khtr trung ml
25 | Khan lau tay Cai
26 | Ngoai kiém (EQAS) (néu thyc hién)*

3. Bénh pham:

Huyét thanh hoidc huyét tuong.

4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau

III. CAC BUOC TIEN HANH

Céac budce tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.
1. Lay bénh pham:

Theo ding quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k§y thuat:

- Léy kit thir ra khoi tai kin dung san pham va str dung kit thir cang nhanh
cang t6t. Dé dat két qua tot nhat, toan bd qua trinh xét nghiém phai duoc hoan
thanh trong vong 1 gid ké tir khi md tai dung san pham.

- bat kit thur trén mat phang sach nam ngang. Giir 6qg nhd giot theo
phuong thang dimg va nho 3 giot mau huyét thanh hodc huyét twong (khoang
75 ul) vao “Vung nhé mau” (S) cua kit thir va bat dau tinh thoi gian.
- Cho cho dén khi cac vach do xuat hién trén kit thir. Poc két qua trong
vong 15 phat. Khéng sir dung két qua qua 20 phut.
IV. NHAN PINH KET QUA
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Trén thanh thtr xuat hién 2 vach mau tim do: C 13 vach kiém tra (Control line),
T 1a vach thtr nghiém (Test line) hodc chi ¢6 1 vach

Ghi két qua nhu bang sau:

Hién tuwgng Két qua
Trén thanh thtr xuat hién 2 vach mau tim do Am tinh
Trén thanh thtr xuét hién 1 vach (kiém tra C) Duong tinh
Trén thanh thtr khong xuat hién vach C Test hong

Luu y: Do dam nha’t trén vach két qud (T) co thé lfhdc nhau. Nhung bat cir do
mo nao co o vach két qud (T) thi ciing duoc coi la Am tinh

V. NHUNG SAI SOT VA XU TRI

- Phai 1am lai mau xét nghiém mai khi thanh thi bi héng (thanh tht khong
xuat hién vach tim tai vach C).

- Téch huyét thanh hoic huyét twong cang nhanh cang tot dé tranh hién
tugng tan huyét (hemolysis).

- Chi dwoc dung cadc mau pham sach, khoéng bi hién twong tan huyét
(nonhemolyzed). f

- Xét nghiém phai dugc tién hanh ngay sau khi ldy mau. Khong duoc dé
mau pham & nhiét do phong trong th oi gian dai. Mau huyét thanh va huyét
turong c6 thé bao quan & nhiét do 2°C -8°C trong vong 3 ngay. Mudn bao quan
1au h on, mau pham phai duoc giir ¢ nhiét do thip hon (-20°C)
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39. HBeAg test nhanh

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phét hién khang nguyén e cta virus viém gan B trong mau huyét thanh
hodc huyét tuong ctia nguoi.

2. Nguyén ly

~ Xet nghiém nhanh HBeAg dya trén nguyén ly sac ky mién dich, pha ran,
kieu “Sandwich” 2 16p d€ phat hién dinh tinh HBeAg.

II. CHUAN BI
1. Nguwoi thue hién:

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 chung chi
hodc chiig nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién da duge dao tao
va cd chiing chi hoac ching nhan vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du heiic twong dwong):
2.1. Trang thiét bj:

- May ly tam, dong ho do thoi gian.

- Ta lanh 4°C — 8°C

- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

Pipet don kénh thé tich tir 20pl dén 200pl

2.2. Dung cu, héa chdt va vit tw tiéu hao (bao gém néi kiém, ngoqi kiém):

STT | Chi phi héa chat, vat tw tiéu hao Pon vi
1 | Bong Kg
2 | Day gar6 Cai
3 | Con ml
4 | Bom kim tiém Cai
5 |Panh Cai
6 |Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
8 | Tube dung bénh pham Cai
9 | Sinh pham chan doan Test

10 | Khéu hao sinh pham cho chay chtng, kiém tra chat Test
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luong
11 | Pau c6n 20-200 pl Cai
12 | Giay tham Cudn
13 | Giay xét nghiém To
14 | S6 luu két qua xét nghiém To
15 | Bat viét kinh Cai
16 | Butbi Cai
17 | Mi Cai
18 | Khau trang Cai
19 | Gang tay boi
20 | Gang tay xu ly dung cu boi
21 | Quan 4o bao ho Bo
22 | Dung dich xa phong rua tay ml
23 | Con sat tring tay nhanh ml
24 | Dung dich khir trung ml
25 | Khan lau tay Cai
26 | Ngoai kiém (EQAS) (néu thyuc hién)*

3. Bénh pham:

Huyét thanh hodc huyét twong.

4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau

III. CAC BUOC TIEN HANH

Céac budce tién hanh thuc hién theo phuong ti€n, hoa chit duoc vi du & trén.
1. Lay bénh pham:

Theo ding quy dinh cua chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k§y thuat:

B0 sinh pham SD Bioline HBeAg (VD hoic tuong duong)

- Pé sinh pham 6n dinh ¢ nhiét do phong trudc khi tién hanh xét nghiém.

- Lay que xét nghiém ra khoi bao nhém dat Ién bé mat phang. Nho 100 pl
huyét thanh hodc huyét twong vao giéng nhd mau bénh pham.

- Poc két qua trong vong 5 - 20 phat. Khong doc két qua sau 20 phit.
IV. NHAN PINH KET QUA
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Trén thanh thtr xudt hién 2 vach mau do: C 13 vach kiém tra (Control line), T 13
vach thtr nghiém (Test line) hoac chi c6 1 vach

Ghi két qua nhu bang sau:
Hién tuwong Két qua
Trén thanh tht xuat hién 2 vach mau do Duong tinh
Trén thanh thir xuét hién 1 vach (kiém tra C) Am tinh
Trén thanh thir khong xuét hién vach C Test hong

Luu y: D6 dim mau dé cia vach két qua T sé khéic nhau phy thudc vao nong
do HBeAg co trong bénh phdam. Vi vdy, bat cw do mo nao xuat hién o vach keét
qua T déu duoc coi la Dwong tinh.

V. NHUNG SAI SOT VA XU TRi

- Phai 1am lai mau xét nghiém mai khi thanh thi bi héng (thanh thi khong
xuat hién vach tim tai vach C).

- Téch huyét thanh hoic huyét tuwong cang nhanh cang tot dé tranh hién
tuong tan huyét (hemolysis).

- Chi duoc ding cac mau pham sach, khéng bi hién tuong tan huyét
(nonhemolyzed). f

- Xét nghiém phai duogc tién hanh ngay sau khi lay miu. Khong duoc dé
mau pham & nhiét do phong trong th oi gian dai. Mau huyét thanh va huyét
tuong c6 thé bao quan & nhiét ¢ 2-8°C trong vong 3 ngay. Mubn bao quan lau
hon, mau pham phai duoc giit ¢ nhiét do thap hon (-20°C)
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40. HBeADb test nhanh

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Xéc dinh nhanh HBeAb c6 trong miu bénh pham huyét thanh hodc huyét
tuong ciia nguoi.

2. Nguyén ly

~ Xet nghiém nhanh HBeAb dua trén nguyén ly sac ky mién dich in vitro
deé xac dinh dinh tinh khang thé khang HBe.

II. CHUAN BI
3. Nguwoi thuc hién:

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 ching chi
hodc chiing nhéan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét ket qua: Nguoi thyc hién da dugc dao tao
va c0 ching chi hoac ching nhan vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du hoiic twong dwong):
2.1. Trang thiét bj:

- May ly tam, dong hd do thoi gian.

- Tulanh4°C-8°C

- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ngi kiém, ngoai kiém):

STT | Chi phi hoa chit, vt tu tiéu hao Pon vi
1 | Bong Kg
2 | Day gard Cai
3 |Con ml
4 | Bom kim tiém Cai
5 |Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
8 | Tube dung bénh pham Cai
9 | Sinh pham chan doan Test
10 |Khau hao sinh pham cho chay chung, kiém tra chat

lugng Test
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11 | Pau con 20-200 pl Cai
12 | Gidy tham Cudn
13 | Gidy xét nghiém To
14 | S6 luu két qua xét nghiém To
15 | But viet kinh Cai
16 | Butbi Cai
17 | Mu Cai
18 | Khau trang Cai
19 | Gang tay boi
20 | Gang tay xu ly dung cu boi
21 | Quan 4o bao ho Bo
22 | Dung dich xa phong rua tay ml
23 | Con sat tring tay nhanh ml
24 | Dung dich khtr trung ml
25 | Khan lau tay Cai
26 | Ngoai kiém (EQAS) (néu thyc hién)*

3. Bénh pham:

Huyét twong hodc huyét thanh

4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau

III. CAC BUOC TIEN HANH

Céac budce tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.
1. Lay bénh pham:

Theo ding quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k§y thuat:

o Lay kit thir ra khoi ti kin dung san pham va str dung kit thir cing nhanh
cang tot. D€ dat két qua tot nhat, toan bd qua trinh xét nghiém phai dugc hoan
thanh trong vong 1 gio ké tir khi mé tai dung san pham.

o bat kit thur trén mat phang sach né;n ngang. Gilt 6qg nho giot theo
phuong thang dimg va nho 3 giot mau huyét thanh hodc huyet twong (khoang
75 ul) vao “Vung nho mau” (S) cua kit thir va bat dau tinh thoi gian.

o Cho cho dén khi cac vach do xudt hién trén kit thir. Poc két qua trong
vong 15 phit. Khong st dung két qua qua 20 phut.
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IV. NHAN PINH KET QUA

Trén thanh tht xuét hién 2 vach mau tim dé: C 1a vach kiém tra (Control
line), T 1a vach thur nghiém (Test line) hodc chi ¢6 1 vach

Ghi két qua nhu bang sau:
Hién tuwong Két qua
Trén thanh thtr xuat hién 2 vach mau tim do Am tinh
Trén thanh thir xuét hién 1 vach (kiém tra C) Duong tinh
Trén thanh thir khong xuat hién vach C Test hong

Lwu y: Néu vach control khong chuyén sang mau tim do test xét nghiém nay
khong c6 gia tri va can phai thyc hién lai xét nghiém.

V. NHUNG SAI SOT VA XU TRI

- Phai 1am lai mau xét nghiém mai khi thanh thi bi hong (thanh thi khong
xuat hién vach tim tai vach C).

- Téch huyét thanh hoic huyét twong cang nhanh cang tot dé tranh hién
tugng tan huyét (hemolysis).

- Chi dwoc dung cadc mau pham sach, khoéng bi hién twong tan huyét
(nonhemolyzed). f

- Xét nghiém phai dugc tién hanh ngay sau khi ldy mau. Khong duoc dé
mau pham & nhiét do phong trong th oi gian dai. Mau huyét thanh va huyét
turong c6 thé bao quan & nhiét ¢ 2-8°C trong vong 3 ngay. Mubn bao quan lau
h on, mau pham phai duoc gitr & nhiét do thap hon (-20°C)
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41. HBeAg dinh lwgng

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Xac dinh noéng d6 khang nguyén HBeAg cua virus viém gan B (HBV) trong
huy€t thanh hodc huyét tuong.

2. Nguyén ly

Dua trén nguyén 1y ki thudt CMIA (mién dich vi hat hoa phat quang) (VD hoic
tuong duong)

II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thuce hién: Nhan vién xét nghiém da duoc dao tao va céd ching chi hodc
chtig nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién ¢ trinh do dai hoc
hoic sau dai hoc vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)

2.1.Trang thiét bi

- Hé théng may mién dich tu dong.

- B0 luu dién

- May ly tam thuong.

- Ta 4m sau (-20°C) (néu co).

- Talanh 2°C - 8°C

- Micropipette thé tich 50 pl - 200 pl

2.2.Dung cu, héa chit va vit tw tiéu hao (bao gom néi kiém, ngoai kiém)

Bo sinh phim Architect HBeAg; Architect HBeAg Quantitative Calibrator; Architect
HBeAg Quantitative Control - Abbott , hé thong may mién dich Architect (VD hoac
tuong duong)

STT Chi phi héa chit, vat tw tiéu hao Don vi
1 | Bong Kg
2 | Day gar6 Cai
3 | Tube dung bénh pham Cai
4 | Sinh pham chan doan Test
5 | Khau hao sinh pham cho chay chuan Test
6 | Khéu hao sinh pham cho chay ching, kiém tra chat Test
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luong

Reaction vessels Cai
Trigger solution ml
Pre-Trigger Solution ml
10 | Concentrated Wash Buffer ml
11 | Septum Cai
Probe conditioning solution (dung dugc khoang 2 ml
12 | thang cho 1 may i2000)
13 | Nuéc RO ml
14 | Sample cup Chiéc
15 | Giay tham Cudn
16 | Gidy xét nghiém To
17 | S6 luu két qua xét nghiém To
18 | But viét kinh Cai
19 | Bdtbi Cai
20 | Mia Cai
21 | Khau trang Cai
22 | Gang tay boi
23 | Gang tay xu 1y dung cu boi
24 | Quan 40 bao ho Bo
25 | Dung dich xa phong rua tay ml
26 | Con sat trung tay nhanh ml
27 | Dung dich khtr trung ml
28 | Khan lau tay Cai
29 | Ngoai kiém (EQAS) (néu c6)*

* Ghi chu: Chi phi ngoai kiém cho quy trinh ky thudt dwoc tinh cy thé theo
Churong trinh ngoai. kiém (EQAS) ) la 1/50 tong chi phi dung cu, héa chat, vit
tie tiéu hao (véi s6 lan ngoai kiém trung binh 2 lan/1 ndm).

3. Bénh pham: Huyét thanh hozc huyét twong ciia Ngudi bénh

4. Phiéu xét nghiém: Dién day du thong tin theo miu phiéu yéu cau
III. CAC BUOC TIEN HANH

Céc budc tién hanh thyc hién theo phuong tién, hoa chat dugc vi du & trén.
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1. Lay bénh phim: Theo dung quy dinh cta chuyén nganh Vi sinh (Xem phy
luc)

2. Tién hanh k§y thuit

Bo sinh phim Architect HBeAg; Architect HBeAg Quantitative Calibrator; Architect
HBeAg Quantitative Control - Abbott (VD hoac tuong duong)

Cac budc Noi dung
1 Vao Reagent dé kiém tra so luong tests
2 - Vao Reagent dé kiém tra xem c6 can chay hiéu chuan

khong. Nhitng truong hop sau can phai chay chuan:

+ Thay 16 hoa chat méi.

+ Khi chay chimg HBeAg Quantitative Control thiy két qua vuot
ra ngoai dai gidi han cho phép.

+ Khi lan chay chuén trudc > 30 ngay mic du van cung 16 hoa
chat cii.

- Chay chuan ¢ 6 nong do tr A dén F. Mdi nong do phai
chay 2 lan.

3 Sau khi kiém tra va hoan tat cac budc trén thi tién hanh chay
chimg HBeAg Quantitative Control 3 murc: thap, trung binh va
Cao.

Chay miu theo cac buwéc sau

1 Chuan bi bénh pham: Ly tm mau Ngudi bénh 3000 vong trong
10 phut.

Néu chay mau khéng dung barcode:

2 Panh s6 sample cup theo mi sé bénh pham. Hut 200 pl huyét
thanh/huyét tuong vao sample cup tuong tng.

VVao man hinh Patient Order — Single Patient.

4 Nhap
- C/P: vi tri mau trén khay/ ma khay chtra mau
- SID: m3 s6 Nguoi bénh

Chon tén test 1a HbeAg

Chon Sample details dé nhap thém thong tin Ngudi bénh (néu
can)

Nhan ADD ORDER (F3).

8 Pua khay mau vao khu nap gid mau & vi tri chay mau Nguoi
bénh thuong quy.
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9 Khot dong chay RUN
- Trén man hinh chinh, chon SH & PM
- Nhian RUN (F8)

Chay miu c6 barcode

1 Nhap chi dinh dinh xét nghiém trén may tinh bang phan mém
Labconn

2 bat 6ng mau da duoc dén barcode vao rack me‘lu~xém, quay mat
barcode ra phia ngoai roi dua vao khu nap gia mau

3 Nhan RUN (F8)

IV. NHAN PINH KET QUA

1. Panh gia theo tiéu chuin nha san xuat

- Chay kiém tra chimg duong thap, trung binh va cao trén tat ca cac dién cuc
dung dé chay xét nghiém.

- Gia tri chung dat duoc phai nam trong khoang giéi han xac dinh nhu bang
dudi day:

Miu chirng duwong Nong d6 (IU/ml) Khodng dao dong (IU/ml)
Chitng duong thap 1,3 0,78-1,82
Chung duong trung binh 100 60 — 140
Chung duong cao 480 288 — 672

2. Panh gia theo tiéu chuan phong xét nghiém

Chtng ndi kiém, ngoai kiém (néu co).

3. Két qua va bao cdo

- Tinh toan két qua cua dudng chuan: May s€ ty dong tinh toan tin hi¢u hoa

phat quang trung binh cua cac duong chuan tir A dén F dé tao nén duong cong
chuan va luu lai két qua trén hé thong.

- MAu bénh pham: Khi két hop thtr nghiém Architect HBeAg voi Architect
HBeAg Quantitative Calibration st dung duong chuan 4 diém phu hop véi
phuong phap giam dir liéu (4PLC-Y weigh) dé tao ra mot duong cong chuan.
May s€ tu dong tinh toan gia tri cia mau bénh pham dya trén duong cong
chuan. Két qua ctia miu bénh pham s& dugc danh gia dua trén chi sé cia miu
chuan:

MAu chuin Nong do (IU/ml)
Cal A 0
Cal B 0,7
CalC 1,5
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Cal D 10
Cal E 150
Cal F 700

+ }\Iéu mau bénh pham co gia tri HBeAg > 700 IU/ml thi can phai pha lodng
mau tu dong hodc thu cong theo ty 1€ 1:10.

. Pha loang tw dong: Méy tu dong pha loang bénh pham 1:10 rdi tinh toan
va bao cao ket qua tu dong.

o Pha loang thu cong: Sau khi pha loang phai nhéap hé,sé pha lodng vao
man hinh Nguoi bénh hodc ching. He thong s€ s dung h¢ so pha lodng nay dé
tu dong tinh toan va béo céo ket qua.

V. NHUNG SAI SOT VA XU TRI

- May s& bao sample short (bénh pham déng hoac khong du)— Chuy ly tam
mau that ky ngay tur dau hodc hat mau ra cup (thuc hién theo dung yéu ciu cua
lay mau xét nghiém Vi sinh)

- Khéng str dung thube thir da qua han st dung.

- Tranh tao bot ¢ lo thude thtr va cac loai mau (bénh phém, calibration va
ching).
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42. HAV Ab test nhanh

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phat hién khang thé khang HAV c6 trong huyét thanh, huyét twong hodc
mau toan phan cua nguoi.

3. Nguyén ly

Xeét nghiém nhanh HAV Ab dya trén nguyén ly sac ky mién dich dé xac
dinh dinh tinh khang thé IgM/IgG khang virus Viém gan A.

II. CHUAN BI
4, Nguwoi thuc hién:

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 ching chi
hodc chiing nhéan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét ket qua: Nguoi thyc hién da dugc dao tao
va c0 chang chi hoac chirng nhan vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du hoiic twong dwong):
2.1. Trang thiét bj:

- May ly tam, dong hd do thoi gian.

- Tulanh4°C-8°C

- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom noi kiém, ngoai kiém):

STT | Chi phi hoa chit, vt tu tiéu hao Pon vi
1 | Bong Kg
2 | Day gard Cai
3 |Con ml
4 | Bom kim tiém Cai
5 |Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
8 | Tube dung bénh pham Cai
9 | Sinh pham chan do4n Test
10 |Khau hao sinh pham cho chay chung, kiém tra chat

lugng Test
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11 | Pau ¢6n 20-200 pl Cai
12 | Gidy tham Cudn
13 | Gidy xét nghiém To
14 | S6 luu két qua xét nghiém To
15 | But viét kinh Cai
16 | Butbi Cai
17 | Mu Cai
18 | Khau trang Cai
19 | Gang tay boi
20 | Gang tay xu ly dung cu boi
21 | Quan 4o bao ho Bo
22 | Dung dich xa phong rua tay ml
23 | Con sat tring tay nhanh ml
24 | Dung dich khtr trung ml
3. Bénh pham:

Huyét twong hoic huyét thanh

4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau

III. CAC BUOC TIEN HANH

Céac budc tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.
1. Lay bénh pham:

Theo ding quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k§y thuit:

B0 sinh pham SD Bioline HAV IgM/IgG (VD hoic twong duong)

- L4y dung cu xét nghiém ra khoi tai dung va dit 1én bé mat khd, phang.

- Dung pipet vi luong duoc cung cap san, hat bénh pham dén vach mau
den (5ul) nho vao giéng mau thir (S).

- Nho thém 4 giot dung mdi vao trong giéng hinh tron & dau thanh thi.

- Ngay sau khi nho mau thu, s& thidy mau tia di chuyén ngang cira s6 két
qua nam & chinh gitra dung cu xét nghiém.

- Poc két qua trong vong 15-20 phit.

* Cha y: Khong doc két qua sau 20 phut.

IV. NHAN PINH KET QUA
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Trén thanh thir xuat hién 2 vach mau do hodc héng: C 1a vach kiém tra (Control
line), T 1a vach thur nghiém (Test line) hodc chi ¢6 1 vach

Ghi két qua nhu bang sau:

Hién tuwong Két qua
Trén thanh thr xuat hién 2 vach mau tia twong tmg v6i | Duong tinh véi
vach M va C IgM
Trén thanh thtr xuat hién 2 vach mau tia twong ung v6i | Duong tinh véi
vach Gva C 19G
Trén thanh thtr xuat hién 3 vach mau tia twong Ung véi | Duong tinh véi
vachM, Gva C IgM, 1gG
Trén thanh thir xuat hién 1 vach (kiém tra C) Am tinh
Trén thanh thtr khong xuat hién vach C Test hong

Lwu y: Néu vach control khong chuyén sang mau tia, test xét nghiém nay
khong c6 gia tri va can phai thyuc hién lai xét nghiém.

V. NHUNG SAI SOT VA XU TRI

- Phai 1am lai mau xét nghiém mai khi thanh thi bi hong (thanh thir khong
xuat hién vach tim tai vach C).

- Téch huyét thanh hoic huyét twong cang nhanh cang tét dé tranh hién
tugng tan huyét (hemolysis).

- Chi dwoc dung cadc mau pham sach, khoéng bj hién twong tan huyét
(nonhemolyzed). f

- Xét nghiém phai duogc tién hanh ngay sau khi 1dy mau. Khong duoc dé
mau pham & nhiét do phong trong th oi gian dai. Mau huyét thanh va huyét
tuong O thé bao quan & nhiét 4o 2-8°C trong vong 3 ngay. Mubn bao quan lau
h on, mau pham phai duoc giir ¢ nhiét d thap hon -20°C.
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43. HCV Ab test nhanh

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phat hién khang thé khang HCV c¢6 trong huyét thanh, huyét twong hoic
mau toan phan cua nguoi.

2. Nguyén ly

~ Xetnghiém nhanh HCV Ab dya trén nguyén ly ky thuét sac ky mién dich
deé xac dinh dinh tinh khang thé khang virus Viém gan C.

II. CHUAN BI
1. Nguwoi thuc hién:

Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 ching chi
hodc chimg nhéan vé chuyén nganh Vi sinh.

- Ngudi nhan dinh va phé duyét ket qua: Nguoi thuc hién da dugc dao tao
va c0 ching chi hoac ching nhan vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du heiic twong dwong):
2.1. Trang thiét bj:

- May ly tam, dong ho do thoi gian.

- Ta lanh 4°C - 8°C

- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gém néi kiém, ngoqi kiém):

STT | Chi phi héa chit, vat tw tiéu hao Pon vi
1 | Bong Kg
2 | Day gar0 Cai
3 | Con ml
4 | Bom kim tiém Cai
5 |Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
8 | Tube dung bénh pham Cai
9 | Sinh pham chan doan Test
10 |Khau hao sinh pham cho chay ching, kiém tra chat

lugng Test
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11 | Pau c6n 20-200 pl Cai
12 | Gidy tham Cudn
13 | Giay xét nghiém To
14 | S6 luu két qua xét nghiém To
15 | Bat viét kinh Cai
16 | Butbi Cai
17 | Ma Cai
18 | Khau trang Cai
19 | Gang tay Doi
20 | Gang tay xu ly dung cu Doi
21 | Quan 4o bao ho Bo
22 | Dung dich xa phong rua tay ml
23 | Con sat trung tay nhanh ml
24 | Dung dich khtr trung ml
3. Bénh pham:

Huyét twong hodc huyét thanh

4. Phiéu xét nghiém

Pién day du thong tin theo mau yéu cau

III. CAC BUOC TIEN HANH

Céac budce tién hanh thuc hién theo phuong tién, hoa chit duoc vi du & trén.
1. Lay bénh pham:

Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k¥ thuit:

B0 sinh pham SD Bioline Anti HCV (VD)

- L4y dung cu xét nghiém ra khoi tai dung va dat Ién bé mat kho, phang.

- Dung pipet vi lwong, nhé 10pl huyét thanh, huyét tuong hoac mau toan
phan vao giéng mau tht (S).

- Nho thém 4 giot dung méi vao trong giéng mau thi.

- Ngay sau khi nho mau thtr, s& thay mau tia di chuyén ngang cura so két
qua nam & chinh gitra dung cu xét nghiém.

- Poc két qua trong vong 5-20 phuit.

* Chu y: Khong doc két qua sau 20 phut.
V. NHAN PINH KET QUA

147



Trén thanh thir xuat hién 2 vach mau do6 hodc héng: C 1a vach kiém tra (Control
line), T 1a vach thtr nghiém (Test line) hodc chi ¢6 1 vach

Ghi két qua nhu bang sau:
Hién tuwong Két qua
Trén thanh thtr xuat hién 2 vach mau tia Duong tinh
Trén thanh thir xuét hién 1 vach (kiém tra C) Am tinh
Trén thanh thir khong xuat hién vach C Test hong

Luu y: Néu vach control khong chuyén sang mau tia xét nghiém nay khong co
gia tri va can phai thuc hién lai xét nghiém.

V. NHUNG SAI SOT VA XU TRIi

- Phai 1am lai mau xét nghiém mai khi thanh thi bi héng (thanh thi khong
xuat hién vach tim tai vach C).

- Téch huyét thanh hoic huyét tuwong cang nhanh cang tot dé tranh hién
tuong tan huyét (hemolysis).

- Xét nghiém phai duoc tién hanh ngay sau khi lay miu. Khong duoc dé
mau pham & nhiét do phong trong thoi gian dai. Mau huyét thanh va huyét
tuong c6 thé bao quan & nhiét do 2°C -8°C trong vong 3 ngay. Mudn bao quan
1au hon, mau pham phai duoc giit & nhiét do thap hon (-20°C).
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44. HEV 1gG mién dich b4n tu déng

|. MUC PICH VA NGUYEN LY
1. Muc dich

huyét twong nguoi.

2. Nguyén ly

k¥ thuat ELISA (mién dich gan enzym).
II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thue hién: Nhan vién xét nghiém da duoc dao tao va co6 ching chi hoac

chtng nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh d6 dai hoc

hoic sau dai hoc vé chuyén nganh Vi sinh.

2. Phuwong tién, hoa chit (Vi du hoiic twong dwong)
2.1. Trang thiét bj

Dan may ELISA

May ly tdm

Ta lanh 4°C — 8°C

Ta 4m sau (-20°C) hodc (-70°C) (néu co)
Pipet don kénh thé tich tir 10ul dén 1000l .
Micropipette

Xac dinh khang thé IgG khang virus viém gan E trong huyét thanh va

Xac dinh khang thé IgG khang virus viém gan E dua trén nguyén Iy cta

2.2.Dung cu, hoa chdt va vét tw tiéu hao (bao gom nai kiém, ngogi kiém)

ST X Don vi
T Chi phi hoa chat, vat tu tiéu hao :
1 |Bong Kg
2 | Day gard Cai
3 | Con ml
4 | Bom kim tiém Cai
5 | Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
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Tube dung bénh pham Cai

Sinh pham chan doan Test
10 | Khéu hao sinh phdm cho chay chung, kiém tra chat

luong Test
11 | Chtng ngoai kiém am (néu co) ml
12 | Chtng ngoai kiém duong (néu c6) ml
13 | Nudc cat ml
14 | Dau con 1000 pl Cai
15 | Pau con 200 ul Cai
16 | Gidy tham Cudn
17 | Gidy xét nghiém To
18 | So6 luu két qua xét nghiém TS
19 | But viét kinh Cai
20 | Bat bi Cai
21 | M Cai
22 | Khau trang Cai
23 | Gang tay boi
24 | Gang tay xu ly dung cu boi
25 | Quan 4o bao ho Bo
26 | Dung dich xa phong rura tay ml
27 | Con st tring tay nhanh ml
28 | Dung dich khtr trung ml
29 | Khan lau tay Cai
30 | Ngoai kiém (EQAS) (néu thyc hién)*

* Ghi chu:

- Chi phi ngoai kiém cho quy trinh ky thudt duoc tinh cu thé theo Chwrong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chdt, vdt tw tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/l nam).

3. Bénh pham
Huyét thanh hodc huyét twong.
4. Phiéu xét nghiém
Dién day du thong tin theo mau yéu cau.
III. CAC BUOC TIEN HANH
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Céc budc tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.

1. LAy bénh pham

Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh Ky thuat
VD: B6 kit EVG.CE_HEV IgG (Diapro) (VD hoic twong dwong)

Cac budce Noi dung

1 Pé s luong sinh pham can dung ¢ nhiét d6 phong 30 phut trude
khi lam xét nghiém

2 Danh s, sap xép bénh pham va viét so d6 theo thir tu.

3 Chuan bi dung dich rira.

4 Pha lodng ching va mau bénh pham.

5 Lay du so giéng can dung va dat vao gia.

6 Cho 200 pl chtng 4m cho vao ba giéng, 200 ul bd dinh chuan vao
hai giéng, 200 pl ching duong cho khang nguyén vao mét giéng.
Khong pha loang chung va bg dinh chuan

7 Cho 200 ul dung dich pha loang mau vao trong cic gleng mau sau
do cho 10ul mau vao moi giéng xac dinh. Tron déu cac giéng
(tranh chay tran giira cac giéng) dé phan tdn miu vao dung dich
pha loang cua no.

8 Cho 50 pl Dung dich pha loang xét nghiém vao trong tat ca cac
giéng chimg/ bo dinh chuan va cac giéng mau. Kiém tra bang mat
thuong cac giéng miu chuyén sang mau xanh t6i

8 Day tim va u.

Rira phién nhya.

10 Chuan bi chat cong hop. Nho 100 ul cong hop vao mdi giéng

11 DPay tim va u

12 Rira phién nhya

13 Nho6 100 ul dung dich hién mau vao mdi giéng

14 U phién nhya, khong ddy tam va tranh anh sang

15 Nho6 100 pl dung dich dimg phan tmg vao mdi giéng

16 Doc d6 hap thu & budce song 450 va 620 nm trong vong 30 phiit sau

khi ding phan tng.

IV. NHAN PINH KET QUA
1. Diéu kién ciia phan &ng
- OD chung am < 0,05.
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- OD chung duong > 1

- OD giéng tréng < 0.1

Néu mét trong cac diéu kién trén khong dat, phai chay lai xét nghiém
2. Tinh gia tri nguéng:

Cut-off (CO) = Trung binh chtrng am + 0,35.

3. Dién giai két qua: Dua trén ty 1¢ cia OD mau bénh pham/CO

- Duong tinh: néu ty 1¢ > 1,1
Nghi ngo: neu ty 1€ nam trong khoang 0,9 - 1
- Am tinh: néuty 1€ <0,9

Néu két qua nghi ngd — lam lai xét nghiém sau 1an xét nghiém dau tién 1 dén
2 tuan.

V.NHUNG SAI SOT VA XU TRi
1. Sai sot
C6 thé xay ra hién twong am tinh gia hodc dwong tinh gia, thong thuong do:

- Thuc hién sai cac budc trong quy trinh huéng dan.

- Chting am va nhiing mau bénh pham am tinh bi nhiém chéo boi huyét
thanh/ huyét twong c6 nong do khang thé cao.

- Dung dich co chét bi nhiém boi c4c tac nhan oxid hoa (thudc tay, ion kim
loaiv.v...)

- Dung dich ding phan tng bi nhiém ban.

2. Xw tri

- Tuan tha ding cac bude qui trinh hudng dan cua nha san xuat va hudng
dan vé d¢ on dinh hoa chat xét nghiém trong bo sinh pham sir dung.

Kiém tra va v€ sinh may rura thuong xuyén trudc va sau khi lam xét nghiém.
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45. Dengue virus IgA test nhanh

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Xac dinh nhanh khang thé IgA cta virus Dengue trong huyét thanh,
huyét turong hodc mau toan phan ctia nguoi.

2. Nguyén ly

Xet nghiém nhanh khang thé IgA ciia virus Dengue dua trén nguyén ly
ky thuat sac ky mién dich.

II. CHUAN BI
1.Ngudi thue hién:

- Nguoi thuc hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 chung chi
hodc chiing nhéan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét ket qua: Nguoi thyc hién da dugc dao tao
va c0 chtng chi hodc chirng nhan vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du hoiic twong dwong):
2.1. Trang thiét bi:

- May ly tdm, dong ho do thoi gian.

- Tulanh4°C-8°C

- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom noi kiém, ngoai kiém):

STT | Chi phi héa chat, vat tw tiéu hao Pon vi
1 | Bong Kg
2 | Day gard Cai
3 |Con ml
4 | Bom kim tiém Cai
5 |Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
8 | Tube dung bénh pham Cai
9 | Sinh pham chan doan Test
10 | Khau hao sinh pham cho chay chung, kiém tra chat luong Test
11 | Pau c6n 20-200 pl Cai

153



12 | Giay tham Cudn
13 | Giay xét nghiém To
14 | S6 luu két qua xét nghiém To
15 | But viét kinh Cai
16 | Butbi Cai
17 | Mu Cai
18 | Khau trang Cai
19 | Gang tay boi1
20 | Gang tay xu ly dung cu Doi
21 | Quan 4o bao ho Bo
22 | Dung dich xa phong rua tay ml
23 | Con sat trung tay nhanh ml
24 | Dung dich khtr trung ml
25 | Khan lau tay Cai
26 | Ngoai kiém (EQAS) (néu thyc hién)*

3. Bénh pham:

Huyét thanh , huyét tuong hodc mau toan phan.
4. Phiéu xét nghiém
Dién day du thong tin theo mau yéu cau
III. CAC BUGC TIEN HANH
Cac buc}c tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén. BO
sinh pham Assure Dengue IgA Rapid Test (MP) (VD).
1. Lay bénh pham:
Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).
2. Tién hanh k§y thuat:
e D¢ mlu, tui dyng test va dung dich xét nghiém vé nhiét do phong truéc
khi tien hanh xét nghiém (15 — 20 phut).
o Chuan bi test, danh dau tén Nguoi bénh trén test, xét nghiém ngay khi
lay test ra ngoai.
o Cho 25 pl bénh pham vao giéng so 1 (giéng nho bénh pham hinh vudng).
. Khi bénh pham tham t6i vach chi thi mau xanh, nho 3 giot dung dich
dém vao gieng so 2 hinh oval
) Kéo mieng mi ca mong c6 danh dau chit “Dengue IgA” ¢ dau thanh thu
cho den khi cam thay c6 luc can khong kéo duoc nixa thi nho 1 giot dung dich
dém vao giéng nho bénh pham.
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e  Doc két qua trong vong 20 phit.

IV. NHAN PINH KET QUA

Trén thanh thir xuit hién 1 hodc 2 vach mau do hodc hé)ng: C 1a vach kiém tra
(Control line), T 1a vach thir nghi€ém (Test line).

Ghi két qua nhu bang sau:
Hién twong Két qua
Trén thanh thtr xuat hién 2 vach mau d6 hodc hong (ca ,
X Duong tinh
CvaT)
Trén thanh thir xuat hién 1 vach (kiém tra C) Am tinh
Trén thanh thtr khong xuat hién vach C Test hong

Luu y: Néu vach control khong chuyén sang mau dé hay mau hong test xét
nghiém nay khong c6 gia tri va can phai thuc hién lai xét nghiém.

V. NHUNG SAI SOT VA XU TRI

- Phai 1am lai mau xét nghiém mai khi thanh thi bi hong (thanh thir khong
xuat hién vach tim tai vach C).

- Téch huyét thanh hoic huyét twong cang nhanh cang tét dé tranh hién
tugng tan huyét (hemolysis).

- Chi dwoc dung cadc mau pham sach, khoéng bj hién twong tan huyét
(nonhemolyzed). f

- Xét nghiém phai duogc tién hanh ngay sau khi 1dy mau. Khong duoc dé
mau pham & nhiét do phong trong th oi gian dai. Mau huyét thanh va huyét
tuong O thé bao quan & nhiét do 2-8°C trong vong 3 ngay. Mubn bao quan lau
hon, mau pham phai duoc giit & nhiét do thap hon -20°C.
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46. Dengue virus NS1Ag mién dich ban tu dong

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phat hién khang nguyén NSI cua virus Dengue trong mAau huyét thanh hodc
huyét twong ctia nguoi.

2. Nguyén ly

Dua trén nguyén 1y k¥ thuat ELISA (mién dich gin enzym) gian tiép (VD).
II. CHUAN BI

1. Nguwoi thuc hién

- Nguoi thuce hién: Nhan vién xét nghiém da dugc dao tao va cd ching chi hoac
chirng nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh‘ va phé duyét két qua: Nguoi thuc hién co trinh d6 dai hoc
hoac sau dai hoc vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chit (Vi du hoiic twong dwong)

2.1. Trang thiét b

- Dan may ELISA

- May ly tam

- Tulanh4°C-8°C

- Tu 4m sau (-20°C) hodc (-70°C) (néu co)

- Céc pipet don kénh thé tich tir 10p1 dén 1000p1 .

- Micropipette

2.2 Dung cu, hoa chdt va vt tw tiéu hao (bao gom ngi kiém, ngoai kiém)

STT | Chi phi héa chit, vat tw tiéu hao Pon vi

1 | Bong Kg

2 | Day gar6 Cai
3 | Cén ml

4 | Bomkim tiém Cai
5 |Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
8 | Tube dung bénh pham Cai
9 Sinh pham chan doan Test
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10 | Khau hao sinh pham cho chay chimg, kiém tra chét
luong Test

11 | Nudc cat ml
12 | Pau con 1000 pl Cai
13 | Pau cbn 200 pl Cai
14 | Giay tham Cudn
15 | Giay xét nghiém TS
16 | SO luu két qua xét nghiém To
17 | Bat viet kinh Cai
18 | Buthi Cai
19 | Mi Cai
20 | Khau trang Cai
21 | Gang tay boi
22 | Gang tay xu ly dung cu boi
23 | Quén 40 bao ho B
24 | Dung dich xa phong rua tay ml
25 | Con sat tring tay nhanh ml
26 | Dung dich khtr trung ml
27 | Khan lau tay Cai
28 | Ngoai kiém (EQAS) (néu thyc hién)*

* Ghi cha:

- Chi phi ngoaqi kiém cho quy trinh ky thudt dwoc tinh cu thé theo Chuong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chat, vt tw tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh pham
Huyét thanh hoac huyét tuong.
4. Phiéu xét nghiém
Dién day du thong tin theo mau yéu cau.
III. CAC BUOC TIEN HANH
Céac budce tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.
1. Lay bénh pham
Theo dung quy dinh cia chuyén nganh Vi sinh (Xem Phu luc).
2. Tién hanh ky thuat
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Cac buéc Noi dung

1 Dé s6 luong sinh pham can dung & nhiét d6 phong 30 phut trude
khi lam xét nghiém

2 Panh s, sip xép bénh pham va viét so do theo thir tu.

3 Chuan bi dung dich rira.

4 Pha loang ching va mau bénh pham.

5 Lay du sb giéng can dung va dat vao gia.

6 Rira cac giéngl 1an bang dung dich rira di pha lodng.

7 Cho chimg va bénh pham vao cac giéng cua phién nhya theo
hudng dan cua qui trinh.

8 Pay tam va u.
Rira phién nhua.

10 Chuan bi chat cong hop

11 Pay tam va

12 Rira phién nhua

13 Nhoé dung dich hién mau vao mdi giéng

14 U phién nhua , khong ddy tam va tranh anh sang

15 Nho dung dich dung phan tng

16 Doc d6 hap thu & budc song 450 va 620nm trong vong 30 phit sau
khi dirng phéan Uing.

IV. NHAN PINH KET QUA

1. Diéu kién cua phan irng

- Ching ngudng: OD > 0,2.

- Chung am: Ty s6 OD ching am/OD ching ngudng < 0,4.

- Chtng duong: Ty s6 OD chtng duong/OD chtng ngudng > 1,5

Néu mot trong cac diéu kién trén khong dat, phai chay lai xét nghiém

2. Tinh gia tri nguwong:
Cut-off (CO) = Gia tri trung binh cua cac cut-off

- Tinh ty s6 mau:

Ty s6 mau = gi4 tri OD ctia mau/OD cia ngudng

3. Dién giai két qua

- Duong tinh: khi ty ) m?l,u >1 ‘
- Nghi ngo: neu 0,5 < ty s0 mau < 1 — can xet nghiém lai.
- Am tinh: khi ty s6 mau < 0,5
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V.NHUNG SAI SOT VA XU TRi
1. Sai sot
C6 thé xay ra hién twong am tinh gia hodc duwong tinh gia, thong thuong do:

- Thuc hién sai cac budc trong quy trinh huéng dan.

- Chtng am va nhiing mau bénh pham am tinh bi nhidm chéo boi huyét
thanh/ huyét tuong c6 ndng do khang thé cao.

- Dung dich co chét bi nhidm boi céc thc nhan oxid hoa (thuc tay, ion kim
loai v.v...)

- Dung dich dung phan tng bi nhidm ban.

2. Xr tri

- Tuén thu ding cac budc qui trinh huéng dan cta nha san xuat va hudng
dan vé do 6n dinh hoa chat xét nghi€ém trong bd sinh pham str dung.

Kiém tra va v€ sinh may rura thuong xuyén trude va sau khi lam xét nghiém.
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47. Dengue Virus Real-time RT-PCR
I. MUC PiCH VA NGUYEN LY
1. Muc dich
Phat hién RNA dic trung ctia virus Dengue trong huyét thanh hodc huyét tuong
nguoi.
2. Nguyén ly

Xac dinh sy c6 mat cua gen ddc trung su dung cac cap mdi va probe cho
virus Dengue bang k¥ thuat Real-time RT- PCR

II. CHUAN BI
1. Ngwdi thue hién

- Nguoi thuc hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 chung chi
hodc chimg nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phéan ta/ sinh
hoc/cong nghé sinh hoc).
- Nguoi nhan dinh va phé duyét két qua: Nguoi thyc hién co trinh d6 dai
hoc hoic sau dai hoc vé chuyén nganh Vi sinh (va/hodc sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)
2.1. Trang thiét bi

- Tu an toan sinh hoc cép 2

- Tu thao tac PCR

- May Real-time PCR va hé théng may vi tinh
- B0 luu dién

- May ly tdm > 12000 gpm/phat

- May ly tam lanh dung cho tube 0,2 ml

- May G nhiét

- May vortex

- Tulanh2°C-8°C

- Ta 4m sau (-20°C hodc -70°C)

- Micropipette 10 — 1000 pl.

2.2. Héa chit, sinh pham va vit tw tiéu hao (bao gom néi kiém, ngoai kiém)

TT Chi phi héa chét, vat tw tiéu hao Pon vi
Bom kim tiém Cai
: Panh Cai
3. Khay dyng bénh pham Cai

160



4, Hop van chuyén bénh pham Hop
5. Tube dung bénh pham Cai
6. Gang khong bot Cai
7. Master Mix Test
3 Khau hao sinh pham cho chay chimg va kiém tra chat Test
luong

9. Kit tach RNA Test
10. Primer 1va2* ml
11. Probe * ml
12. Ethanol BDH ml
13. Water-DEPC Treated ml
14, Sodium hypochlorite ml
15. RNase AWAY™ Decontamination Reagent ml
16. Ong Eppendorf 1,5 ml Tube
17. Ong Eppendorf 0,2 ml Tube
18. Pau con 10 pl ¢o loc Cai
19. | Pau con 20 pl Cai
20. | Pau con 200 pl co loc Cai
21. Pau con 1 ml ¢6 loc Cai
22, B0 pipetman (5 chiéc) Bo
23. | Gidy tham Cudn
24. | Giay xét nghiém TS
25. | SO luu két qua xét nghiém To
26. | But viét kinh Cai
217, But bi Cai
28. Mi Cai
29. Khau trang Cai
30. Gang tay boi
31. Gang tay xu ly dung cu boi
32. | Quéan 40 bao hd Bo
33. Dung dich xa phong rira tay ml
34, Con sét tring tay nhanh ml
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35. Dung dich khtr trung ml
36. Khan lau tay cai
37. Ngoai kiém (néu co)**

** Ghi chu:

Chi phi ngogi kiém cho quy trinh kj thugr duroc tinh cu thé theo Chirong trinh
ngogi kiem (EQAS) la 1/50 tong chi phi dung cu, héa chat, var ar tiéu hao (véi
so lan ngoai kiém trung binh 3 lan/I nam).

3. Bénh pham

Huyét thanh, huyét twong hodc mau toan phan

II. CAC BUOC TIEN HANH

1. LAy bénh pham

Theo ding quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).
2. Tién hanh k§y thuat

2.1. Tdch chiét RNA téng sé

2.2. Thuc hién Real-time RT-PCR

- Thyuc hién budc nay véi cac tube qPCR mix dugce gitr trong khay gilr lanh
hoac trén da vay.

- Chi lay du s6 tube gPCR mix can. Trudc va sau khi dat phan tmg qPCR
phai spin down nhanh tube qPCR dé tat ca dung dich nam dudc day tube
- Chuan bi cac thanh phan cta phan tmg Real-time RT-PCR

- Thém 5 pl cua mau RNA, ching duong hodc chimg &m vao tung tube qPCR
da gom day du cac thanh phan.

- Khéi dong may real-time PCR. Khoi dong may tinh va chuong trinh real-
time PCR

- Cai dat vi tri mau trén phan mém dung véi vi tri mau da dat trén may real-
time PCR

- Cai dat chuong trinh “Protocol” cho may real-time PCR hoat dong.

IV. NHAN PINH KET QUA
Poc két qua ¢ budc song 530 (kénh mau FAM)
Cac truwong hop Chu ky (Ct) Nhan dinh két qua
1 Khong tin hiéu Dudi gidi han phat hién hodac am
tinh
2 Tin hiéu xuét hién Duong tinh
<38 chu ky
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3 Tin hiéu xuat hién Chay lai, néu van 38-45c, két
trong khoang 38- | qua la Dudi gi61 han phat hién.
45 chu ky

V.NHUNG LUU Y VA XU TRI

- Poc k§ hudng dan qui trinh xét nghiém trudc khi thyc hién.

- Bao quan bo kit theo ding hudng dan theo hudng dan cua nha san xuét, riéng
thanh phan mau chimg duong nén giit & -80° C cho b4o quan 1au dai.

- Khu vuc tach RNA, mix phan tng qPCR phai duoc bd tri biét 1ap va khu
tring bé mit bang dung dich sodium hypochloride 0,5%, dung cu sau st dung
phai rira k¥ dudi voi nude véi xa phong, sau do6 lau lai bang dung dich RNase
AWAY™ Decontamination Reagent; chiéu tia tir ngoai khi trudc va sau khi
thao tac dé tranh nhiém chéo.

- Qua trinh mix thuc hién trén da Véy hodc PCR cooler, thuc hién chay Real-
time-PCR ngay sau khi mix xong phan {rng.

- Trong truong hop mau ching dwong va mau ching 4m xuat hién khong dung
v6i dién giai ¢ phan IV thi phai kiém tra lai Master mix, chirng duong va qua
trinh tich RNA tong sd, thuc hién lai toan bg xét nghiém.

163



48. HSV 2 IgG mién dich tw dong

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phat hién khang thé IgG cta virus HSV 2 trong mau bénh pham huyét
thanh hodc huyét trong nguoi.

2. Nguyén ly

Dua trén nguyén 1y dién hoa phat quang dién dé phat hién khang thé IgG
cua virus HSV 2

II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thuce hién: Nhan vién xét nghiém da duoc dao tao va cé ching chi hodc
chirng nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién cé trinh do dai hoc
hoac sau dai hoc vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du heiic twong dwong)

2.1. Trang thiét bi

- H¢ théng may mién dich tu dong

- May ly tam thu huyét thanh

- Ta lanh 4°C - 8°C

- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

- Céc Micropipette don kénh thé tich tir 10ul dén 1000ul

2.3 Dung cu, hda chdt va vt tw tiéu hao (bao gom nai kiém, ngoai kiém)
STT | Chi phi héa chat, vat tw tiéu hao Pon vi

1 | Bong Kg

2 | Daygar6 Cai

3 Con ml

4 | Bom kim tiém Cai

5 | Panh Cai

6 | Khay dung bénh pham Cai

7 | Hop van chuyén bénh pham Cai

8 | Tube dung bénh pham Cai
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9 | Sinh pham chin doan Test
10 |Khau hao sinh pham cho chay ching, kiém tra chit

luong Test
11 | Nudc cat ml
12 | Pau cbn 1000 pl Cai
13 | Pau con 200 pl Cai
14 | Giay tham Cudn
15 | Giay xét nghiém To
16 | So6 luu két qua xét nghiém To
17 | Bat viet kinh Cai
18 | Buthi Cai
19 | Mi Cai
20 | Khau trang Cai
21 | Gang tay boi
22 | Gang tay xu ly dung cu boi
23 | Quén 40 bao ho Bo
24 | Dung dich xa phong rua tay ml
25 | Con sat trung tay nhanh ml
26 | Dung dich khtr trung ml
27 | Khan lau tay Cai
28 | Ngoai kiém (EQAS) (néu thyc hién)*

* Ghi cha:

- Chi phi ngoqi kiém cho quy trinh ky thudt duoc tinh cu thé theo Chwong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chdt, vit tw tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh phim
Huyét thanh.
4. Phiéu xét nghiém
Dién day du thong tin theo mau yéu cau.
III. CAC BUGC TIEN HANH
Céac budce tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.
1. LAy bénh pham
Theo ding quy dinh cua chuyén nganh Vi sinh (Xem Phu luc).
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2. Tién hanh ky thuat

- Chuan bi sinh pham

- Chuan bi mau huyet thanh

- Chuan bi standards va cac ching N

- Nho ching va bénh pham theo thir ty huéng dan

- Pua kit vao may chay theo hudng dan

- Qua trinh thuc hién hoan toan tu dong trén may trong vong 25 phut

- Dboc ket qua

IV. NHAN PINH KET QUA

- Nhan dinh két qua qua phén tich ctia may dwa trén co sé huéng dan cia
bo kit

- Néu két qua nghi ngd — 1am lai xét nghiém sau lan xét nghiém dau tién 15
- 20 ngay.

V.NHUNG SAI SOT VA XU TRi

1. Sai sot

C6 thé xay ra hién twong am tinh gia hodc duwong tinh gia, thong thuong do:

- Thyc hién sai cac budce trong quy trinh huéng dan. X ’
- Chang &m va nhirng mau bénh pham am tinh bi nhiém chéo bai huyét
thanh/ huyét tuong c6 nong do khang thé cao.

2. Xir tri

- Tuén thu ding cac budc qui trinh huong dan cua nha san xudt va huéng
dan v€ d¢ on dinh hoa chat xét nghiém trong bd sinh pham sur dung.

Kiém tra va v€ sinh mdy rura thuong xuyén trude va sau khi lam xét nghi¢m.
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49. EBV IgG mién dich tu dong

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phat hién khang thé IgG cua virus EBV trong miu bénh phdm huyét
thanh hodc huyét tuong cua nguoi.

2. Nguyén ly

Duya trén nguyén ly dién hoa phat quang dién dé phat hién khang thé IgG
cua virus EBV trong mau huyét thanh.

II. CHUAN BI
1. Nguoi thuc hién

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va co6 chirng chi hoac
ching nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién cé trinh do dai hoc
hoac sau dai hoc vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)

2.1. Trang thiét bj

- Hé thong may mién dich tu dong

- May ly tdim thu huyét thanh

- Talanh4°C-8°C

- Tua 4m siu (-20°C) hodc (-70°C) (néu co)

- Céc Micropipette don kénh thé tich tir 10ul dén 1000p1

2.2 Dung cu, hda chdt va vt tw tiéu hao (bao gom néi kiém, ngoai kiém)

STT | Chi phi héa chit, vt tw tiéu hao DPon vi
1 Bong Kg
2 Day gar6 Cai
3 Con ml
4 | Bom kim tiém Cai
5 |Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop véan chuyén bénh pham Cai
8 | Tube dyng bénh pham Cai
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9 | Sinh pham chan doan Test
10 | Khé4u hao sinh pham cho chay chimg, kiém tra chat

luong Test
11 | Nuéc cat ml
12 | Pau con 1000 pl Cai
13 | Pau c6n 200 pl Cai
14 | Giay tham Cudn
15 | Gidy xét nghiém To
16 | SO luu két qua xét nghiém To
17 | Bat viet kinh Cai
18 | But bi Cai
19 | M Cai
20 | Khau trang Cai
21 | Gang tay boi
22 | Gang tay xu ly dung cu Doi
23 | Quan 40 bao ho Bo
24 | Dung dich xa phong rua tay ml
25 | Con sat trung tay nhanh ml
26 | Dung dich khtr trung ml
27 | Khan lau tay Cai
28 | Ngoai kiem (EQAS) (néu thuc hién)*

* Ghi cha:

- Chi phi ngoqi kiém cho quy trinh ky thudt dwoc tinh cu thé theo Churong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chdt, vit tir tiéu hao (voi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh phim
Huyét thanh hodc huyét tuong.
4. Phiéu xét nghiém
Dién day du thong tin theo miu yéu cau.
II1. CAC BUGC TIEN HANH
Cac budce tién hanh thuc hién theo phuong tién, hoa chit duoc vi du & trén.
1. LAy bénh pham
Theo dung quy dinh cua chuyén nganh Vi sinh (Xem Phu luc).
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2. Tién hanh ky thuat

- Chuan bj sinh pham

- Chuan bi mau huyét thanh

- Chuan bj standards va cac ching

- Nho chitng va bénh pham theo thir tu huéng dan

- Pua kit vao may chay theo huéng dan

- Qua trinh thuc hién hoan toan tu dong trén may trong vong 25 phat
- DPoc két qua

IV. NHAN PINH KET QUA

- Nhan dinh két qua qua phén tich ctia may dwa trén co sé huéng dan cia
bo kit

- Néu két qua nghi ngo — 1am lai xét nghiém sau lan xét nghiém dau tién 15
- 20 ngay.

V.NHUNG SAI SOT VA XU TRi

1. Sai sot

C6 thé xay ra hién twong 4m tinh gia hodc duong tinh gia, thong thuong do:

- Thuyc hién sai cac budce trong quy trinh huéng dan. i ,
- Chung am va nhiing mau bénh pham am tinh bi nhiém chéo boi huyeét
thanh/ huyét tuong c6 nong do khang thé cao.

2. Xr tri

- Tuan thu dung cac budc qui trinh hudng dan ctia nha san xuat va hudng
dan v€ do 6n dinh hoa chat xét nghiém trong bd sinh pham sir dung.

Kiém tra va v€ sinh may rua thuong xuyén trude va sau khi lam xét nghiém.
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50. EV71 IgM/IgG test nhanh

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Xac dinh nhanh, dinh tinh va phan biét khang thé IgM va IgG khang
Enterovirus 71 c6 trong huyét thanh hoac huyét tuong cua nguoi.

2. Nguyén ly

Xeét nghiém nhanh EV71 1gM/19G dya trén nguyén ly sic ky mién dich
in vitro dé xac dinh dinh tinh khang thé 1IgM/IgG khang Enterovirus 71.

II. CHUAN BI
1. Nguoi thue hién:

Nguoi thuc hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 chung chi
hodc chimg nhéan vé chuyén nganh Vi sinh.

- Ngudi nhan dinh va phé duyét ket qua: Nguoi thuc hién da dugc dao tao
va c0 ching chi hoac ching nhan vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du heiic twong dwong):
2.1. Trang thiét bi:

- May ly tdm, dong ho do thoi gian.

- Ta lanh 4°C — 8°C

- Ta 4m sau (-20°C) hoic (-70°C) (néu co)

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ndi kiém, ngoai kiém):

STT Chi phi héa chat, vat tu tiéu hao Pon vi
1 | Bo Kit lam xét nghiém test
2 | Micropipette 1 — 20 pl cai
3 | Pau con 1-20 pl cai
4 | Bong Kg
5 | Con 90° (vé sinh dung cu) ml
6 |Dén con Cai
7 | Panh Cai
8 | Bom kim tiém cai
9 |Garo cai

10 | Khay dung bénh pham Cai
11 | Hop van chuyén bénh pham Cai
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12 | Mi Cai
13 | Khau trang Cai
14 | Gang tay boi1
15 | Gang tay xtr Iy dung cu boi1
16 | Quan 4o bao ho B

17 | Ong nghiém thuy tinh Ong
18 | But viét kinh Cai
19 | Butbi Cai
20 | Bat Itra Cai
21 | SO luu két qua xét nghiém To
22 | Con sat trung tay nhanh ml

23 | Dung dich xa phong rua tay ml

24 | Khan lau tay Cai
25 | Gidy tra két qua xét nghiém To

3. Bénh pham:

Huyét twong hodc huyét thanh

4. Phiéu xét nghiém

Pién day du thong tin theo mau yéu cau

III. CAC BUOC TIEN HANH

Céac budce tién hanh thuc hién theo phuong tién, hoa chit duoc vi du & trén.
1. Lay bénh pham:

Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k¥ thuit:

e  Dé mau, tii dung test va dung dich xét nghiém vé nhiét do phong trudc
khi tién hanh xét nghiém (15 — 20 phut).

o Chuan bi test, danh dau tén Nguoi bénh trén test, xét nghiém ngay khi
ldy test ra ngoai.

e Cho 5 pl huyét thanh/ huyét twong vao giéng S.

. Nho 3 giot (~100 ul) dung dich dém vao giéng dung mdi hinh tron.

e Doc két qua trong vong 20 phit.

IV. NHAN PINH KET QUA

Trén thanh thu co 3 diém: C 1a vach kiém tra (Contlfol line), M 1a vach thur
nghiém khang thé IgM, G 1a vach thtr nghiém khang thé 1gG.

Ghi két qua nhu bang sau:
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Hién tuwgng Két qua
Trén thanh thtr xuat hién 1 vach vj tri C Am tinh
Trén thanh thtr xuét hién 2 vach vi tri C va M IgM Duong tinh
Trén thanh thtr xuat hién 2 vach vj tri C va G IgG Duong tinh
Trén thanh thtr xuat hién 3 vach vi tri C va M va G IgG/IgM Duong tinh

Lwu y: Trong bat ky trudng hop nao khac ma vach control khong chuyén sang
mau dé hay mau hong test xét nghiém nay khong céd gia tri va can phai thuc
hién lai xét nghi¢m.

V. NHUNG SAI SOT VA XU TRi

- Phai 1am lai mau xét nghiém mai khi thanh thi bi héng (thanh thi khong
xuat hién vach tim tai vach C).

- Téch huyét thanh hoic huyét tuong cang nhanh cang tot dé tranh hién
tuong tan huyét (hemolysis).

- Chi duoc ding cac mau pham sach, khéng bi hién tuong tan huyét
(nonhemolyzed). f

- Xét nghiém phai duoc tién hanh ngay sau khi lay miu. Khong duoc dé
mau pham & nhiét do phong trong th oi gian dai. Mau huyét thanh va huyét
tuong c6 thé bao quan & nhiét do 2°C -8°C trong vong 3 ngay. Mudn bao quan
1au h on, mau pham phai duoc giir ¢ nhiét do thap hon (-20°C).
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51. BK virus do tdi lwgng Real-time PCR

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phat hién va do s6 ban sao ctua virus BK trong dich ndo tiy, huyét tuong,
mau toan phan hodc nudc ti€u cia nguoi.

2. Nguyén ly

Dua trén nguyén ly k¥ thuat Real-time PCR.
II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thye hién: Nhan vién xét nghiém da dugc dao tao va coé ching chi
hodc ching nhan vé chuyén nganh Vi sinh (va/hoac sinh hoc phan ti/ sinh
hoc/cong nghé sinh hoc).

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh do dai
hoc hoac sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phan tu/ sinh
hoc/céng nghé sinh hoc).

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)
2.1. Trang thiét bi

- May real-time PCR va hé thong may vi tinh.
- May tach chiét acid nucleic.

- Bo Iuu dién.

- May 1 nhiét.

- May ly tdm dung cho tube 0,2 ml

May ly tdm lanh > 12000 gpm/phat

Tt lanh 2°C -8°C

- Ta &m sau (-20° C) hoic (-70°C) (néu cd)

- May vortex

- Tu an toan sinh hoc

- Micropipettes cac thé tich tir 0,5 pl - 1000 pl.

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ngi kiém, ngoai kiém)

STT Chi phi héa chit, vat tw tiéu hao Pon vi
1 | Khay dung bénh pham Cai
2 | Hop van chuyén bénh pham Cai
3 | Tube dung bénh pham 5 ml Cai
4 | Cryotube (luu mau duong tinh) Cai
5 | Sinh pham chan do4n Test
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6 | Khau hao sinh pham cho mau chirng, mau chuéan va ki€ém tra

chat luong Test
7 | PCR-Tube 0,1 mi Cai
Hoa chat va VTTH cho tach chiét trén MPLC Test
9 | Tube eppendorf 1,7 ml Cai
10 | Pau Pipét co loc 1000 ul Cai
11 | Gidy tham khong bui Cudn
12 | Giay xét nghiém To
13 | So luu két qua xét nghiém Quyén
14 | Bt viet kinh Cai
15 | But bi Cai
16 | Mi gidy Cai
17 | Khau trang Cai
18 | Gang khong c6 bot tal Doi
19 | Gang tay xu ly dung cu boi
20 | Quan 4o Bo
21 | Dung dich xa phong rura tay ml
22 | Con sat trung tay nhanh ml
23 | Dung dich khtr trung ml
24 | Khan lau tay Cai

Ngoai kiém (EQAS) (néu thyc hién)*

* Ghi cha:

- Chi phi ngogi kiém cho quy trinh ky thudt dwoc tinh cu thé theo Chwrong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chdt, vit tir tiéu hao (voi

s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh phim

Dich nio tity, huyét twong, méau toan phan va nudc tiéu.
4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau

I11. CAC BUGC TIEN HANH

Céc budc tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.

1. Lay bénh pham

Theo dung quy dinh cua chuyén nganh Vi sinh (Xem Phu luc).
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2. Tién hanh ky thuat

BK virus PCR Kit (GeneProof — VD hodc tuong duong)

2.1 Thu nhén va xir li mdu

Phai dong nhat va xir Iy mau trude khi tach chiét DNA néu can.
2.2 Tach chiét DNA:

Téch chiét bang tay hoac may tu dong.

2.3 Thwce hién phdn irng real-time PCR

Thyc hi¢n budc nay voi cac tube PCR mix dugc gitr trong khay lanh hoac
da dang tan.

- B4t mdy real-time PCR. Bat may tinh khoi dong chuong trinh real-time PCR
trude khi chay mau it nhat 15 phat.

- Pha hoa chat:
+ Chuan bi du sb tube PCR can dung
+ Cho 30 pl MasterMix vao mdi tube

+ Nho 10 pl miu DNA da tach chiét tir bénh pham hodc miu chimg dwong
(gdm 4 ndng d6 tir 10" dén 10%), chirng 4m vao cic tube tuwong tmg. Tong thé
tich cuoi cung 1a 40 pl.

+ Ly tdm nhe 6ng roi dit vao may real-time PCR theo vi tri da cai dit.

- Cai dat vi tri mau “Plate setup” trén ph?m mém ding vo1i vi tri mau da dit
trén may real-time PCR.

- Chon mau FAM cho mau, chimg duong va ching am va HEX cho chtng
noi.

- Cai dat chuong trinh “Protocol” cho may real-time PCR hoat dong

- Luu file dit li¢u vao may tinh

- Cho may real-time PCR chay chuong trinh.

IV. NHAN PINH KET QUA

1. Piéu kién ciia phan tng

+ Gia tri dinh luong chap nhan duoc néu ca 3 chung: chung am,

chimg duong va chuing ndi ¢6 nghia. Cac chiig c6 gia nhu sau:

+ Ching am: khong phat hién.

+ Chtmng dwong: nam trong khoang cho phép cta nha san xuit
(dac hi¢u vai tung 16 thuoc thir).
+ Chung noi: voi chimg 4m va mau khong phat hién phai c6 tin
hiéu 1én g vaoi Ct < 38.
+ Nguoc lai:
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- Chtng 4m: Néu chimg am khong hop 16 thi phai thuc hién lai
xét nghiém ca ching va toan bd 16 bénh pham.

- Chung duong: Néu chimg dwong khong hop 18 thi phai lam lai
xét nghiém toan bd mé chay.

+ Chtng n61: khong co tin hi€u Ién voi chimg am va mau khong
phat hién véi Ct < 38 thi phai chay lai mau do.

2. Phin tich miu

Do tai luong virus (VL) duoc tinh toan st dung cong thurc sau:
VL (copies/ml) = (SC x EV)/IV

Trong do:

VL = gia tri dinh lugng (copies/ml)

SC = ndng d6 trong miu (sample concentration — cp/ul)

EV = thé tich thu mau (elution volume - pl)

IV = thé tich tach chiét (isolation volume - ml)

V.NHUNG SAI SOT VA XU TRi

1. Sw cd: C6 mau va chang noi ciing déu am tinh. Chtng binh thuong, c6 mau
duong, mau 4m that su.

2. Nguyén nhan: C6 thé mau am thuc su, c6 thé phan tng PCR bi tc ché.

3. Khic phuc: Pha lodng mau tir 10-100 lan, thyc hién lai toan bo thi nghiém
tir budc tach chiét. Sau khi co két qua phai nhan thém véi hé sé pha lodng mau.
Néu van gap su cb trén, lay lai mau theo ding yéu cau.
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52. Enterovirus Real-time PCR

I. MUC PiCH VA NGUYEN LY
1. Muc dich
Xac dinh sy ¢6 mat cua RNA déc trung cia Enterovirus
2. Nguyén ly
Dua trén nguyén Iy k¥ thuat Real-time PCR.
II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thye hién: Nhan vién xét nghiém da duoc dao tao va cé ching chi
hodc chiing nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh do dai
hoc hoac sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phan tu/ sinh
hoc/céng nghé sinh hoc).

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)

2.1. Trang thiét bj

- Tu an toan sinh hoc tdi thiéu cap 2

- May 0 nhiét

- May ly tim dung cho dng bénh pham 5ml

- May ly tdm > 12000 gpm/phat dung cho tube 0,2 ml
- May vortex

- May chay PCR

- May chay Real-time PCR va h¢ thong may vi tinh.

- Cac loai Micropipette diéu chinh duoc: 1000ul, 2001, 100pul, 10ul
- T lanh thudong

- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

- B6 luu dién

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ngi kiém, ngoai kiém)

STT Chi phi héa chit, vat tu tiéu hao Pon vi
1 | Tube dung bénh pham vé tring Tube
Gang khong co6 bot tal ( DNase-RNase free) boi
Khay dyng bénh pham Cai
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4 | Hop van chuyén bénh pham Cai
5 | Sinh pham chan doan Test
6 | Khau hao sinh phdm cho chay chtng, kiém tra chat luvong Test
7 | Bo kit chiét tach ARN tong s6 Hop
8 | B kit tong hop cDNA
(Néu bo kit chay Real-time PCR khong bao gom RT- Hop
PCR)

9 | dng Falcon 50ml Cai
10 | Ependoff 1,7mi Tube
11 | Ependoff 0,2mi Tube
12 | Pau con 10 pl c6 loc Cai
13 | Pau con 30 pl Cai
14 | Pau con 200 pl c6 loc Cai
15 | Pau con 1 ml o loc Cai
21 | Water-DEPC Treated ml
22 | Giay tham Cudn
23 | Giay xét nghiém To
24 | S6 luu két qua xét nghiém To
25 | But viét kinh Cai
26 | Butbi Cai
27 | M Cai
28 | Khau trang Cai
29 | Gang tay xu ly dung cu boi
30 | Quan 4o bao hod Bo
31 | Dung dich xa phong rura tay ml
32 | Con sat trung tay nhanh ml
33 | Dung dich khir trung ml
34 | Khan lau tay Cai
35 | Ngoai kiém (EQAS) (néu thyc hién)*

* Ghi cha:

Chi phi ngoai kiém cho quy trinh ky thudt dwoc tinh cu thé theo Chuwong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chdt, vdt tw tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).
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3. Bénh phim

Dich nao tuy, dich phé quan, dich ty hau, phan hoac tam bong phét truc trang,
cac loai dich co thé nghi ngd nhiém enterovirus

4. Phiéu xét nghiém

Dién day du thong tin theo mau phiéu yéu cau

ITl. CAC BUGC TIEN HANH

Céac budce tién hanh thyc hién theo phuong tién, hoa chat duoc vi du & trén.

1. Lay bénh pham

Theo dung quy dinh cua chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k§y thuit

2.1. Thu nhén va xir Iy mdu:

Phai ddng nhét va xtr Iy mau trude khi tach chiét RNA néu can.

2.2. Tdach chiét RNA tiv bénh phdam bang bé kit tich RNA téng sé

2.3. Chay phdn irng RT-PCR diing moi ngéu nhién (Bé qua buéc nay néu kit
s dung real-time PCR co chira luon phdn irng RT-PCR)

- Bat may PCR 15 phut trudce khi chay phan tirng RT-PCR

- Thuc hién budc nay véi cac tube RT-PCR mix dugc gilr trong khay lanh
hodc da dang tan.

- Chi lay du s6 tube RT-PCR mix can. Trudc va sau khi ddt phan Gmg RT-
PCR phai ly tdm tube dé tat ca dung dich nam dudc day tube.

- Cho dich RNA tach chiét vao timg tube RT-PCR Mix. Xong, dit cc tube
vao may PCR.

- Cai dit chuong trinh “Protocol” cho may PCR hoat dong theo huéng dan
cua bo kit RT-PCR.

- Cho may PCR chay chuong trinh.
2.4 Chay phdn irng Real-time PCR

- Bét may real-time PCR 15 phut trude khi cho may chay. Bat may tinh va
khoi dong chuong trinh real-time PCR.

- Thuyc hién budc mix véi cac tube PCR mix duogc gift trong khay lanh hodc
da dang tan.

- Chi 1ay du sb tube Real-time PCR Mix ‘cﬁn. Trudc va sau khi dat phan
ung PCR phai ly tam tube dé tat ca dung dich nam dudc day tube.

- Cho chung +, chung -, cac 1}(‘3ng do standard, dich cDNA vtra thu nhan
dugc (hoac RNA vira tach dugc néu kit Real-time PCR ¢6 chira phan g RT-

PCR) vao ting tube Real-time PCR Mix. Xong, dat cac tube vao may real-time
PCR.
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- Cai dat vi tri mu “Plate setup” trén phan mém dtng voi vi tri mau da dat
trén may real-time PCR.

- Chon mau cho mau, chimg duong, chirng Am, standart theo huéng dan cua
bd kit sir dung

- Cai dat chuong trinh “Protocol” cho may real-time PCR hoat dong

- Luu file dit li¢u vao may tinh

- Cho may real-time PCR chay chuong trinh.

IV. NHAN PINH KET QUA

- Nhan dinh két qua qua phan tich cia may duya trén co s¢ huéng dan cua
bo kit Real-time PCR dugc sir dung.

V.NHUNG SAI SOT VA XU TRi

1. Sw cd: C6 mAu va chiing ndi cling deu am tinh. Chimg binh thuong, c6 mau
duong, mau am that su. 7 v

2. Nguyén nhan: Cé thé méq am thuc su, cp thé phan tng PCR bi e ché.

3. Khac phuc: Pha lodng mau tur 10-100 lan, thuc hién lai toan bo thi nghiém

tir bugc tach chlet Sau khi co ket qua phai nhan thém véi hé s6 pha lodng mau.
Néu van gap su cb trén, lay lai mau theo dang yéu cau.
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53. Coronavirus Real-time PCR

I. MUC PiCH VA NGUYEN LY
1. Muc dich

X4c dinh sy c6 mit cia RNA dic trung cuia Coronavirus trong mau bénh
pham cua nguoi.

2. Nguyén ly

Dua trén nguyén Iy k¥ thuat Real-time PCR.
II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va co6 ching chi
hodc chiing nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc)..

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh do dai
hoc hoac sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phan tu/ sinh
hoc/céng nghé sinh hoc).

2. Phuwong tién, hoa chit (Vi du hoiic twong dwong)

2.1. Trang thiét bj

- Tu an toan sinh hoc tdi thiéu cap 2

- May 0 nhiét

- May ly tim dung cho dng bénh pham 5ml

- May ly tdm > 12000 gpm/phat dung cho tube 0,2 ml
- May vortex

- May chay PCR

- May chay Real-time PCR va hé théng may vi tinh.

- Cac loai Micropipette diéu chinh duoc: 1000ul, 2001, 100pul, 10ul
- T lanh thudong

- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

- B6 luu dién

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ndi kiém, ngoai kiém)

STT Chi phi héa chit, vat tw tiéu hao Pon vi
1 | Tam bong vo trung Kg
2 | Tube dyng bénh pham vo tring Tube
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3 | Gang khong c6 bot tan ( DNase-RNase free) Cai
4 | Khay dung bénh pham Cai
5 | HOop van chuyén bénh pham Cai
6 | Sinh pham chan doan Test
7 | Khau hao sinh pham cho chay chung, kiém tra chat| Test

lugng

Bo kit chiét tach RNA tong sd Hop

B0 kit tong hop cDNA

(Néu bo kit chay Real-time PCR khong bao gom RT- Hop

PCR)
10 | Ngoai kiém (néu c6)*
11 | 6ng Falcon 50ml Cai
12 | Ependoff 1,7mi Tube
13 | Ependoff 0,2mi Tube
14 | Pau con 10 pl c6 loc Cai
15 | Pau con 30 pl Cai
21 | Pau con 200 pl co loc Cai
22 | Pau con 1 ml ¢b loc Cai
23 | Water-DEPC Treated nl
24 | Giay tham Cudn
25 | Gidy xét nghiém To
26 | SO luu két qua xét nghiém To
27 | Bt viét kinh Cai
28 | Butbi Cai
29 | Mu Cai
30 | Khau trang Cai
31 | Gang tay xur Iy dung cu bo1
32 | Quan 40 bao hod Bo
33 | Dung dich xa phong rua tay ml
34 | Con sat trung tay nhanh ml
35 | Dung dich khir tring ml
36 | Khan lau tay Cai
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37 | Ngoai kiém (EQAS) (néu thyuc hién)*
* Ghi cha:
Chi phi ngoqi kiém cho quy trinh ky thudt dwoc tinh cu thé theo Chirong trinh

ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chdt, vit tw tiéu hao (véi
s6 lan ngoqi kiém trung binh 3 lan/l ndm).

3. Bénh phim

Chu yéu 14 chat tiét dudng ho hap: Ngody hong, ngoay miii, dich phé quan, dich
ty hau, dom. Ngoai ra con cé trong phan, mau, cac loai dich co thé nghi ngo
nhiém coronavirus

4. Phiéu xét nghiém

Pién day du théng tin theo mau phiéu yéu cau

III. CAC BUOC TIEN HANH

Cac budc tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.

1. Lay bénh pham

Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k§y thuit

2.1. Thu nhén va xit Iy médu:

- Vi céc loai dich nhét, nhay, phai dong nhat va xir Iy mau trudce khi tach chiét
RNA

- Vo1 tam bong ngoay hong, ngody mui, cho bénh pham ¢ dau taim bong vao
mot tube vo trung cd chira san 0,5 ml nuéc Water-DEPC Treated, ngoay vao
thanh ong tube it nhat 05,1an cho bénh pham hoa tan vao dung dich. St dung
dung dich nay dé tach chiét RNA.

- Bénh pham da dugc thuan nhit c6 thé luu gitt & -20°C trong 03 thang néu
chua duoc tach chiét.

2.2. Tdch chiét RNA

2.3. Chay phdn irng RT-PCR diing méi ngéu nhién (Bé qua bwéc nay néu kit
s dung real-time PCR c6 chira luén phdn irng RT-PCR)

- Batmay PCR 15 phut truée khi chay phan tng RT-PCR

- Thuc hién budc nay véi cac tube RT-PCR mix duoc gitt trong khay lanh
hodc da dang tan.

- Chi lay dua s tube RT-PCR mix cﬁn.‘Tru’éc va sau khi dat phan ung RT-
PCR phai ly tdm tube dé tat ca dung dich nam dudc day tube.

- Cho dich RNA tach chiét vao timg tube RT-PCR Mix. Xong, dit cac tube
vao may PCR.
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- Cai dit chuong trinh “Protocol” cho mdy PCR hoat dong theo huwdng dan
cua bg kit RT-PCR.

Cho may PCR chay chuong trinh.
2.4 Chay phdn trng Real-time PCR

- Bat may real-time PCR 15 phut trudc khi cho may chay. Bat may tinh va
khoi dong chuong trinh real-time PCR.

- Thuc hi¢n budc mix voi cac tube PCR mix dugce gilr trong khay lanh hoac
da dang tan.

- Chi l1ay du sd tube Real-time PCR Mix can. Trude va sau khi dt phan ting
PCR phai ly tam tube dé tat ca dung dich nam dudc day tube.

- Cho chung +, ching -, cac r}éng do standard, dich cDNA vtra thu nhan
duogc (hoac RNA vira tach duogc néu kit Real-time PCR ¢6 chira phan g RT-
PCR) vao ting tube Real-time PCR Mix. Xong, dat cac tube vao may real-time
PCR.

- Cai dat vi tri mau “Plate setup” trén phan mém dung véi vi tri mau da dat
trén may real-time PCR.

- Chon mau cho mau, chimg duong, ching am, standart theo huéng dan cta
b kit st dung

- Cai dat chuong trinh “Protocol” cho may real-time PCR hoat dong

- Luu file dit li¢u vao may tinh

Cho may real-time PCR chay chuong trinh.,

IV. NHAN PINH KET QUA

- Nhan dinh két qua qua phan tich cua may dua trén co s¢ huéng dan cua
bo kit Real-time PCR dugc sir dung.

V. NHUNG SAI SOT VA XU TRIi

1. Sw co: C6 mau va chang noi ciing déu am tinh. Chtng binh thuong, c6 mau
duong, mau 4m that su.

2. Nguyén nhan: C6 thé mau am thuc su, c6 thé phan tng PCR bi tc ché.

3. Khic phuc: Pha lodng mau tir 10-100 lan, thyc hién lai toan bo thi nghiém
tur bugc tach chlet Sau khi co ket qua phai nhan thém véi hé s6 pha lodng mau.
Néu van gap su ¢ trén, lay lai mau theo dang yéu cau.
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54. Hantan virus test nhanh

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phat hién dinh tinh nhanh khang thé IgM, IgG va IgA khang Hantaan
virus trong huyét thanh, huyét twong hoic mau toan phan ctia nguoi.

2. Nguyén ly

Xet nghiém nhanh khang thé IgM, 19G va IgA khang Hantaan virus dua
trén nguyén 1y cua ky thuat sac ky mién dich.

II. CHUAN BI
1. Nguwoi thuc hién:

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 ching chi
hodc chiing nhéan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét ket qua: Nguoi thyc hién da dugc dao tao
va c0 ching chi hoac ching nhan vé chuyén nganh Vi sinh..

2. Phuong tién, hoa chat (Vi du hoiic twong dwong):
2.1. Trang thiét bj:

- May ly tam, dong hd do thoi gian.

- Tulanh4°C-8°C

- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom noi kiém, ngoai kiém):

STT Chi phi héa chit, vat tu tiéu hao Pon vi
1 | Bong Kg
2 | Day gar6 Cai
3 | Con ml
4 | Bom kim tiém Cai
5 | Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Test
8 | Tube dung bénh pham Cai
9 | Sinh pham chan dodn Test

10 | Khau hao sinh pham cho kiém tra chat luong Test
11 | Pau con 200 pl Cai
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12 | Gidy tham Cudn
13 | Gidy xét nghiém To
14 | SO luu két qua xét nghiém To
15 | Bt viét kinh Cai
16 | Butbi Cai
17 | Mu Cai
18 |Khau trang Cai
19 | Gang tay boi1
20 | Gang tay xu ly dung cu Doi
21 | Quén 4o bao ho B
22 | Dung dich xa phong rua tay ml
23 | Con sét trung tay nhanh ml
24 | Dung dich khir trung ml
25 | Khan lau tay Cai
3. Bénh pham:

Huyét twong, huyét thanh hoic mau toan phan.

4. Phiéu xét nghiém

Dién day du thong tin theo miu yéu cau

III. CAC BUGC TIEN HANH

Céac budce tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.

1. Lay bénh pham:

Theo ding quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh Ky thuit: VD: Bo sinh pham SD Bioline Hantaan virus.

e  DE mlu, tui dyng test va dung dich xét nghiém vé nhiét do phong truéc
khi tien hanh xét nghiém (15 — 20 phat).

o Chuan bi test, danh dau tén Nguoi bénh trén test, xét nghiém ngay khi
lay test ra ngoai.

. Dung pipette hut 20 pl mau toan phan hodc 10 pl mau huyét thanh hoic
huyét trong nho vao giéng mau hinh tron “S”.

e Tiép tuc nho 3-4 giot dung méi thir nghiém vao giéng mau “S”.

e  Doc két qua trong khoang 5 - 20 phuat. Khong duoc doc két qua sau 20
phut.

IV. NHAN PINH KET QUA
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Trén thanh thtr xuat hién 2 vach mau: C 1a vach chimg (Control line), T 1 vach
thir nghiém (Test line) hoac chi ¢6 1 vach.

Ghi két qua nhu bang sau:
Hién tuwong Két qua
Xuat hién 2 vach mau ¢ ving C va T Duong tinh
Xuat hién 1 vach mau & ving C Am tinh
Xuat hién 1 vach mau ¢ ving T Khong c6 gia tri
Khong c6 vach mau nao Khong c6 gia tri

Lwu y: Néu vach control C khong chuyén mau chimg to test xét nghiém nay
khong c6 gia tri va can phai thyc hién lai xét nghiém.

V. NHUNG SAI SOT VA XU TRI

- Phai 1am lai mau xét nghiém mai khi thanh thi bi hong (thanh thir khong
xuat hién vach mau tai ving C). Thong thudng do lwong mau xét nghiém khong
da hoac thuc hién sai ky thuat

- Téch huyét thanh hoic huyét twong cang nhanh cang tot dé tranh hién
tugng tan huyét.

- Chi dugc ding cac mau pham sach, khdng bi hién tugng tan huyét. f

- Xét nghiém phai duogc tién hanh ngay sau khi 1dy mau. Khong duoc dé
mau pham & nhiét do phong trong thoi gian dai. Mau huyét thanh va huyét
tuong c6 thé bao quan & nhiét do 2-8°C trong vong 3 ngay. Mubn bao quan lau
hon, mau pham phai duoc gitt & nhiét do thap hon -20°C.
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55. Hantavirus PCR

I. MUC PiCH VA NGUYEN LY
1. Muc dich
Phat hién su ¢ mat bo gen cua virus Hanta c¢é trong bénh phém
2. Nguyén ly
Dua trén nguyén ly k¥ thuat PCR.
II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thye hign: Nhan vién xét nghiém da dugc dao tao va c6 ching chi
hodc ching nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phan ti/ sinh
hoc/cong nghé sinh hoc).

- Ngudi nhan dinh va phé duyst két qua: Nguoi thuc hién ¢6 trinh do dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phéan ti/ sinh
hoc/cong nghé sinh hoc)

2. Phuong tién, hoa chit (Vi du hoiic twong dwong)

2.1. Trang thiét b

- Ta an toan sinh hoc t6i thiéu cap 2

- May 1 nhiét

- May ly tdm > 12000 gpm/phat

- May ly tdm dung cho tube 0,2 ml

- May vortex

- May chay PCR

- Céc loai Micropipette diéu chinh dwoc: 1000pl, 200ul, 1001, 10ul

- May dién di

- May doc anh gel

- L0 vi song

- Tu lanh thuong

- Tua 4m sau (20°C) hoic (-70°C) (néu co)

- B0 luu dién

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ndi kiém, ngoai kiém)

STT Chi phi héa chat, vat tu tiéu hao Pon vi
1 | Giay xét nghiém TS
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STT Chi phi héa chit, vt tu tiéu hao Pon vi
2 | Ong dyng bénh pham Cai
3 | Gang khong c6 bot (DNase-RNase free) boi
4 | Ong nhya Ependoff 1.7 ml Ong
5 | Bat viét kinh, bit bi, diém Cai
6 | Xaphong Banh
7 | Khan lau tay Cai
8 | Bong, con Tui
9 | Nudc mubi sinh ly ml
10 | Bo KIT chiét tach DNA Test
11 Khau hao sinh Rhﬁm .cho chimg va kiém tra chat Test

luong, standard céc loai
12 | PBS Buffer ml
13 | Absolute Ethanol ml
14 | UltraPure DNase/RNase Distilled Wate ml
15 | Ultrapure Agarose Gram
16 | Ultrapure TBE Buffer 10X ml
17 | 100bp DNA ladder ul
18 | 10X Blueluice Gel Loading dye ul
19 | Utrapure 10mg/ml Ethidium Bromide ul
20 | Ong PCR 0,2 ml, nap phang Cai
21 | Pau con 1000 pl co loc Cai
22 | Pau con 200 pl co loc Cai
23 | Pao con 30 pl ¢o loc Cai
24 | Paucon 0,2-10 pl b loc Cai
25 | Dung dich khtr trung ml
26 | SO luu két qua xét nghiém Quyén
27 | Khay dung bénh pham Cai
28 | Hop luu bénh pham Cai
29 | Quan 4o bao hod Bo
30 |[Mu Cai
31 |Khau trang Cai
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STT Chi phi héa chat, vat tu tiéu hao Pon vi
32 | Gang tay xtr ly dung cu boi1
33 | Gidy tham Cudn
34 | Ngoai kiém (EQAS) (néu thyc hién)*

* Ghi chu:

- Chi phi ngoai kiém cho quy trinh ky thudt dwoc tinh cu tfzé theo Chuong trinh
ngoai kiem (EQAS) la 1/200 tong chi phi dung cu, hoa chat, vat tw tiéu hao (voi
50 lan ngoai kiéem trung binh 2 lan/I nam).

3. Bénh pham

Huyét thanh hodc huyét tuong

4. Phiéu xét nghiém

Pién day du thong tin theo mau phiéu yéu cau

III. CAC BUOC TIEN HANH

Céc bude tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.

1. Lay bénh pham

Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k§y thuit

2.1. Tdch chiét DNA tir bénh phim

2.2. Pha hén hop phin itng PCR

2.3. Chay phan wng PCR

2.4.Pign di san phim PCR

2.5. Poc két qud

IV. NHAN PINH KET QUA

- Phan Umg duong tinh khi c6 san pham PCR 13 mét bang dic hiéu duy
nhat, r6 nét, khong bi dut gay va co kich thude tuong ung voi doan gen dich
can khuéch dai.

- Phan g &m tinh neu khang cé vach san pham PCR ¢6 kich thudce twong
ung véi doan gen dich can khuéch dai.

V. NHUNG SAI SOT VA XU TRi

- Phan (g dwong tinh gia: do tap nhiém tir méi truong
- Phan tng am tinh gia: do phan ung PCR bi uc che
- Dbé han ché cac hién tuong trén phai tudn tha chat ché quy trinh ky thuat.
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56. Measles virus Ab mién dich tw déng

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phét hién khang thé IgG khang virus soi.
2. Nguyén ly

Phat hién khang thé IgG khang virus s6i bang k¥ thudt k¥ thuat ELFA
(xét nghiém huynh quang lién két enzyme) (VD).

II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thuc hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 chung chi
hodc chiing nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh do dai
hoc hoac sau dai hoc vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)
2.1. Trang thiét bi
- Hé thong may VIDAS (VD hoic cac hé théng twrong duong khac)

- Pipet tu dong hay ban tu dong diéu chinh dugc dung phan phéi cac thé tich
tir 2 pl dén 200 pl .

- May ly tam

- T lanh 4°C — 8°C

- Tt 4m sau (-20°C) hoic (-70°C) (néu co)

2.2 Dung cu, hda chdt va vt tw tiéu hao (bao gom néi kiém, ngoai kiém)

ST X Don vi
T Chi phi hoa chat, vat tu tiéu hao :
1 |Bong Kg
2 | Day gard Cai
3 |Con ml
4 | Bom kim tiém Cai
5 |Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
8 | Tube dung bénh pham Cai
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9 | Sinh phdm chan doan Test
10 Kl}éu hao sinh pham cho chay ching, chay chuan va

kiém tra chat lugng Test
11 | Nudc cat ml
12 | Pau con 1000 pl Cai
13 | Pau con 200 pl Cai
14 | Gidy tham Cudn
15 | Gidy xét nghiém To
16 | So luu két qua xét nghiém To
17 | Bt viét kinh Cai
18 | Butbi Cai
19 | Ma Cai
20 | Khau trang Cai
21 | Gang tay boi
22 | Gang tay xu 1y dung cu boi
23 | Quan 40 bao hd B6
24 | Dung dich xa phong rira tay ml
25 | Con sat trung tay nhanh ml
26 | Dung dich khtr trung nl!
27 | Khan lau tay Cai
28 | Ngoai kiem (EQAS) (néu thuc hién)*

* Ghi cha:

- Chi phi ngoqi kiém cho quy trinh ky thudt dwoc tinh cu thé theo Churong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chdt, vit tw tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh phim

Huyét thanh hoic huyét twong.

4. Phiéu xét nghiém

Dién day du thong tin theo miu yéu cau.

III. CAC BUOC TIEN HANH

Cég: budce tién he}nh thuc hién theo phuong ti¢n, hoda chat vi du sur dung sinh
pham b sinh pham VIDAS Measles 19G
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1. Lay bénh pham

Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh ky thuat: Bo sinh pham VIDAS Measles 19G (VD)
3. Qui trinh chay miu VIDAS Measles 1gG (VD)

Cac budc Noi dung

3.1 Lay so thanh hda chat can ding tir ti lanh va dé ¢ nhiét do
phong it nhat 30 phut

3.2 Str dung thanh hda chat “MSG” va mot dau cén “MSG” SPR
cho mdi miu, can chuan va kiém chang phai duoc xét
nghiém. Pam bao rang t0i phai duoc dan lai dung cach sau
khi lay du s6 dau con SPR ra

3.3 Pénh hoic chon “MSG” dé nhap ma xét nghiém. Chat chuan
duoc xac dinh 1a S1 va dugc chay song song hai mau. Néu
lam kiém chimg dwong thi xac dinh 1a C1. Néu lam kiém
chuing am thi xac dinh la C2.

34 Tron chat chuan, chat kiém chang va mau st dung may tron
Vortex

341 Nhan trén thanh hoa chat xét nghiém MSG phu hop véi xéac
dinh mau.

34.2 | Ht 100l chat chuan, mau bénh pham hozc chat kiém ching
vao trong giéng mau.

343 | Pua SPR va thanh hoa chat vao trong may. Kiém tra cac nhan
mau véi ma xet nghiém trén SPR va thanh hda chat xem da
trung chua

344 | Bat dau tien hanh xét nghiém theo huéng dan sir dung may.
Tat ca cac budc xét nghiém duoc thyc hién tu dong trén may.
Xeét nghiém sé& hoan tat trong 35 - 40 phut

345 Sau khi xét nghiém hoan thanh, loai bo SPR va thanh hoa
chat tur thiét bi

IV. NHAN PINH KET QUA

1. Tinh gia tri ngwong:

- Cac gia tri xet nghiém ctua Nguoi bénh va ching mﬁu duogc so sanh voi
gia tri ngudng dugc luu trir trong may tinh biéu hién néng d6 nho nhat cua
khang thé khang virus soi.

- Gia tri xét nghiém dugce mdy tinh toan cho mf)i 1’1’151} bang ty 1&6 RFV (Gia
tr1 huynh quang tuong d61) cia mau va RFV cua chat chuan.
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2. Dién giai két qua
Két qua duoc dién giai nhu bang duéi day:

Két qua ban dau Dién giai trén thiét bi Quy trinh xét nghiém lai
(S/CO)
) o Khong can thuc hién lai xét
<05 KHONG PHAN UNG  [|nghiém
> 0.7 PHAN UNG Xét nghiém lai lan hai (néu can)
> 0.5 va <0.7 KHONG XAC DINH  [Phai lam lai 1an 2 trén mau méi
V.NHUNG SAI SOT VA XU TRi
1. Sai sot

C6 thé xay ra hién twong am tinh gia hodc duong tinh gia hoic phan ung khong
xday ra thong thuong do:

- Thyc hién sai cac budce trong quy trinh huéng dan. i ’
- Chung am va nhiing mau bénh pham am tinh bi nhiem chéo bai huyet
thanh/ huyét tuong c6 nong do khang thé cao.

2. Xw tri

- Tuan thi dung cic budc qui trinh hudéng dan ciia nha san xuat va hudng dan
vé do On dinh hoa chat xét nghiém trong bo sinh pham st dung.

- Kiém tra va v¢ sinh mdy rtra thuong xuyén trude va sau khi lam xét nghi¢m.

Pé tranh nhiém chéo, cdn mang ging tay sach, khong bot khi thao tac
- Khéng str dung thudc thir d3 qué han sir dung.

- Tréanh tao bot khi thuc hién xét nghiém.

- Khéng nén dung mau da thay rd bi nhiém khuan bang mat thudng.

- Khdng str dung cac SPR néu tdi bi thang

- Khong str dung cac SPR (la kim loai hoac nhya bi pha huy)

- Khdng str dung hoa chit da hét han st dung ghi trén nhan

- Khéng tron hoa chat (hodc hat) tir cac 16 khac

- Céc hoa chat cua kit chira Natri azide, chat nay c6 thé phan (ing vdi cac ong
nudc bang d6ng hoac chi tao thanh dang kim loai azide gay no. Neu bat ky chat
long ndo chira natri azide dugc thai vao hé théng duong dng, cac 6ng nay phai
duoc doi nude nham tranh sy tich tu.
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57. Rota virus Ag mién dich ban tu dong
I. MUC PiCH VA NGUYEN LY
1. Muc dich
Xéc dinh khang nguyén cua virus Rota trong phan nguoi.
2. Nguyén ly

Xac dinh khang nguyén cua virus Rota duya trén nguyén ly cua ky thuét
ELISA (mién dich gan enzym).

II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thuc hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 chung chi
hodc chiing nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién ¢6 trinh do dai
hoc hoac sau dai hoc vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)
2.1. Trang thiét b

- Dan may ELISA

- May ly tdm

- Ta lanh 4°C — 8°C

- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

- Pipet don kénh thé tich tir 10 pl dén 1000 pl.

- Pau con thé tich 10 pl dén 1000 pl.

2.2 Dung cu, hda chdt va vt tw tiéu hao (bao gom néi kiém, ngoai kiém)
STT Chi phi héa chat, vat tu tiéu hao Pon vi
1 | Bong Kg
2 | Day garb Cai
3 | Con ml
4 | Bom kim tiém Cai
5 |Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
8 | Tube dung bénh pham Cai
9 | Sinh pham chan doan Test
10 | Khau hao sinh pham cho chay chtng, kiém tra chat lugng Test
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11 | Nuéc cat ml
12 | Pau con 1000 pl Cai
13 | Pau c6n 200 pl Cai
14 | Gidy tham Cudn
15 | Gidy xét nghiém To
16 | SO luu két qua xét nghiém TS
17 | Bat viét kinh Cai
18 | But bi Cai
19 | Mu Cai
20 | Khau trang Cai
21 | Gang tay boi
22 | Gang tay xu 1y dung cu boi
23 | Quan 4o bao hd Bo
24 | Dung dich xa phong rira tay ml
25 | Con sat trung tay nhanh ml
26 | Dung dich khtr trung ml
27 | Khan lau tay Cai
28 | Ngoai kiém (EQAS) (néu thuc hién)*

* Ghi chu:
- Chi phi ngoqi kiém cho quy trinh ky thudt dwoc tinh cu thé theo Chwrong trinh

ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chat, vit tw tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh pham

Phén.

4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau.

III. CAC BUOC TIEN HANH

Céac budce tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.
1. LAy bénh pham

Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh ky thuat
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VD: Bo kit EDI™ Fecal Rota virus Antigens ELISA Kit (Epitope Diagnostic)
(VD)

Cac budce Noi dung

1 Dé s luong sinh phdm can dung & nhiét d6 phong 30 phut trude
khi lam xét nghiém

Panh s0, sép xép bénh phérn va viét so do theo thir tu.

Chuan bi dung dich rira va dung dich pha loang bénh pham.

Pha lodng chimg va mau bénh pham.

Lay du so6 giéng can dung va dat vao gia.

Chuan bi chat cong hop

~N| O O B WD

Nho 100 pl mau ching 4m (2 giéng), mau chung duong (2 giéng)
va mau bénh pham d3 pha lodng vio céac giéng tuong ung .

oo

Nho 50 pl cong hop vao mdi giéng

9 Day tim va u.

10 Rira phién nhura.

11 Nho 100 pl dung dich hién mau vao mdi giéng

12 Pay tam dé tranh anh sang

13 U phién nhwa ¢ nhiét do phong trong 10 - 20 phut

14 Nho6 100 pl dung dich dimg phan tmg vao mdi giéng

15 Doc d6 hap thu 6 budc song 450 va 620 nm trong vong 10 phut sau
khi ding phén ting.

IV. NHAN PINH KET QUA

1. Piéu kién ciia phan tng:

- OD chung duong > 0,8

- OD chimg am > 0,15

Néu mot trong cac diéu kién trén khong dat, phai chay lai xét nghiém
2. Tinh gia tri nguwong:

Tinh gia tri cut-off theo cong thurc sau:

- CO duong = 1,1 x (Trung binh chirng am + 0,08)

- COam= 0,9 x (Trung binh ching am + 0,06)

3. Dién giai két qua: Xét OD ctia mau bénh pham:
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- Duong tinh: ,né'u OD mau > CO duong
- Nghi ngo: neu CO am < OD mau < CO duong
- Am tinh: néu OD mau < CO am

V.NHUNG SAI SOT VA XU TRi
1. Sai sot
C6 thé xay ra hién twong 4m tinh gia hodc duong tinh gia, thong thudng do:

- Thuc hién sai cac budc trong quy trinh huéng dan.

- Chting am va nhiing mau bénh pham a&m tinh bi nhiém chéo boi huyét
thanh/ huyét twong c6 nong do khang thé cao.

- Dung dich co chét bi nhiém boi céc thc nhan oxid hoa (thudc tay, ion kim
loaiv.v...)

- Dung dich ding phan tng bi nhiém ban.

2. Xr tri

- Tuan tha ding cac bude qui trinh hudng dan cua nha san xuat va hudng
dan vé d¢ on dinh hoa chat xét nghiém trong bd sinh pham sir dung.

- Kiém tra va v€ sinh may rtra thuong xuyén trudc va sau khi lam xét
nghiém.
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58. Rotavirus PCR

I. MUC PiCH VA NGUYEN LY
1. Muc dich
Phat hién sy c6 mat bd gen ctia Rotavirus co trong phan cua nguoi .
2. Nguyén ly
Dua trén nguyén ly k¥ thuat PCR.
II. CHUAN BI
1. Nguoi thuc hién

- Nguoi thue hién: Nhéan vién xét nghiém da duoc dao tao va cé chirg chi
hodc ching nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién ¢6 trinh do dai
hoc hoac sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phan tu/ sinh
hoc/céng nghé sinh hoc).

2. Phuwong tién, hoa chit (Vi du hoiic twong dwong)
2.1. Trang thiét bj

- Ta an toan sinh hoc ti thiéu cap 2

- May u nhiét

- May ly tdm > 12000 gpm/phat

- May ly tdm dung cho tube 0,2 ml

- May vortex

- May chay PCR

- Cac loai Micropipette diéu chinh duoc: 1000pl, 200pl, 100pul, 10pl
- May dién di

- Mady doc anh gel

- Lo vi song

- Tu lanh thuong

- Tua 4m sdu (20°C) hoic (-70°C) (néu cb)

- B9 luu dién

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ndi kiém, ngoai kiém)

STT Chi phi héa chat, vt tu tiéu hao Pon vi

1 | Giay xét nghiém TS
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STT Chi phi héa chit, vat tu tiéu hao Pon vi
2 | Dung cu liy bénh pham Que
3 | Lo nhya dung bénh pham Cai
4 | Gang khong c6 bot (DNase-RNase free) boi
5 | Khay dung bénh pham Cai
6 | Hop van chuyén bénh pham Cai
7 | Sinh pham chan doan

Khau hao sinh pham cho chay chung va kiém tra chét Test
8 |luong

Hoa chat va VTTH cho tach chiét trén may MPLC Test
10 | Ong nhua Eppendorf 1.7 ml ong
11 | PBS Buffer mL
12 | Absolute Ethanol mL
13 | UltraPure DNase/RNase Distilled Water mL
14 | Ultrapure Agarose Gram
15 | Ultrapure TBE Buffer 10X mL
16 | 100bp DNA ladder (Pong géi 50 ug) ul

10X BluelJuice Gel Loading dye
17 | DPoéng goi 3x1ml ul
18 | Utrapure 10mg/ml Ethidium Bromide ul
19 | 6ng PCR 0,2 ml, nip phing Cai
20 | Pau con 1000 pl co loc Cai
21 | Pau con 200 pl cb loc Cai
22 | Paucon 0,2-10 pl cb loc Cai
23 | Giay tham khong bui Cudn
24 | Giay xét nghiém TS
25 | S6 luu két qua xét nghiém TS
26 | But viét kinh Cai
27 | Butbi Cai
28 | Mu Cai
29 | Khau trang Cai
30 | Gang tay bo1
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STT Chi phi héa chit, vit tu tiéu hao Pon vi
31 | Gang tay xtr Iy dung cu boi1
32 | Quan 40 bao hd Bo
33 | Dung dich xa phong rtra tay ml
34 | Con sat trung tay nhanh ml
35 | Dung dich khtr trung ml
36 | Khan lau tay Cai
37 | EQAS (néu thuc hién)*

* Ghi chu:

- Chi phi ngoaqi kiém cho quy trinh ky thudt dwoc tinh cu thé theo Chwong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chat, vt ti tiéu hao (voi
s6 lan ngoai kiém trung binh 2 lan/1 nam).

3. Bénh pham
Phan.
4. Phiéu xét nghiém
Pién day du thong tin theo mau phiéu yéu cau
III. CAC BUOC TIEN HANH
Céac budc tién hanh thuc hién theo phuong ti€n, hoa chat duoc vi du & trén.
1. Lay bénh pham
Theo ding quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).
2. Tién hanh k§y thuit
2.1. Tdch chiét DNA tir bénh phim
2.2. Pha hén hop phan irng PCR
2.3. Chay phan wng PCR
2.4.Pi¢n di sdn phim PCR
2.5. Poc két qua
IV. NHAN PINH KET QUA
- Phan mg duong tinh khi c6 san pham PCR 1a mot bang dic hiéu duy
nhat, 16 nét, khong bi dut gay va co kich thudc tuong ing voi doan gen dich
can khuéch dai.
- Phan ang am tinh néu khong ¢6 vach san pham PCR ¢6 kich thudc twong
ung voi doan gen dich can khuéch dai.
V.NHUNG SAI SOT VA XU TRi
- Phan tmg duong tinh gia: do tap nhiém tir méi truong
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Phan tng am tinh gia: do phan ing PCR bi ic che
Dé han ché cac hién tuong trén phai tuan tha chat ché quy trinh ky thuat.
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59. Rubella virus test nhanh

I. MUC PiCH VA NGUYEN LY
1. Muc dich

_ Phat hién dinh tinh nhanh khang thé IgM/IgG khang Rubella virus trong
huyét thanh hodc huyét twong

2. Nguyén ly

Xét nghiém nhanh khang thé IgM/IgG khéng Rubella virus dya trén
nguyén 1y cua k¥ thuat sac ky mién dich.

II. CHUAN BI
2. Nguwoi thuc hién:

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 ching chi
hodc chiing nhéan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét ket qua: Nguoi thyc hién da dugc dao tao
va c0 ching chi hoac ching nhan vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du hoiic twong dwong):
2.1. Trang thiét bj:

- May ly tam, dong hd do thoi gian.

- Tu lanh 4°C — 8°C

- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom noi kiém, ngoai kiém):

STT Chi phi héa chit, vt tu tiéu hao Pon vi
1 | Bong Kg
2 | Day gar6 Cai
3 |Con ml
4 | Bom kim tiém Cai
5 |Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Test
8 | Tube dung bénh pham Cai
9 | Sinh pham chan dodn Test

10 | Khau hao sinh pham cho kiém tra chat luong Test
11 | Gidy tham Cudn
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12 | Gidy xét nghiém To
13 | SO luu két qua xét nghiém To
14 | Bat viét kinh Cai
15 | But bi Cai
16 | Mi Cai
17 | Khau trang Cai
18 | Gang tay baoi
19 | Gang tay xur Iy dung cu baoi
20 | Quén 4o bao ho Bo
21 | Dung dich xa phong rua tay ml

22 | Con sét trung tay nhanh ml

23 | Dung dich khtr trung ml

24 | Khan lau tay Cai

3. Bénh pham:

Huyét twong hoic huyét thanh
4. Phiéu xét nghiém
Dién day du thong tin theo mau yéu cau
III. CAC BUOC TIEN HANH
Céac budce tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.
1. Lay bénh pham:
Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).
2. Tién hanh k§y thuit:
e D& miu, tui dyng test va dung dich xét nghiém vé nhiét do phong trudc
khi tien hanh xét nghiém (15 — 20 phat).
J Chuan bi test, danh dau tén Nguoi bénh trén test, xét nghiém ngay khi
lay test ra ngoai.
. Dung mdi pipet mao quan 5 pl, hat 5ul mau huyét thanh hodc huyét
tuong va nho vao giéng mau hinh vuong “S”.
J Nho 3-4 giot (khoang 90-120ul) dung méi thur nghiém vao giéng dung
moi hinh tron.
. Poc két qua trong khoang 20 - 30 phut. Khong dugce doc ket qua sau 30
phut.
IV. NHAN PINH KET QUA
Trén thanh thr phai luon xudt vach mau & vung C (vach ching) thi test thir méi
co gia tri chan doan.
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Ghi két qua nhu bang sau:

Hién tuwgng Két qua
Xuat hién 2 vach mau ¢ ving C va ving M IgM Duong tinh
Xuat hién 2 vach mau ¢ ving C va ving G IgG Duong tinh
Xuat hién 3 vach mau & ving C, ving M va ving G leM ggggg 82}1:/ 1gG
Xuat hién 1 vach mau ¢ ving C Am tinh
Khong c6 vach mau nao Khong c6 gia tri

Lwu y: Néu vach control C khong chuyén mau ching to test xét nghiém nay
khong c6 gia tri va can phai thyc hién lai xét nghiém.

V. NHUNG SAI SOT VA XU TRI

- Phai 1am lai mau xét nghiém mai khi thanh thi bi hong (thanh thir khong
xuat hién vach mau tai ving C). Thong thudng do lwong mau xét nghiém khong
da hoac thuc hién sai ky thuat

- Téch huyét thanh hoic huyét twong cang nhanh cang tot dé tranh hién
tugng tan huyét (hemolysis).

- Chi dugc dung cdc miu pham sach, khdng bi hién tugng tan huyét
(nonhemolyzed). f

- Xét nghiém phai duogc tién hanh ngay sau khi ldy mau. Khong duoc dé
mau pham & nhiét do phong trong thoi gian dai. Mau huyét thanh va huyét
turong c6 thé bao quan & nhiét ¢ 2-8°C trong vong 3 ngay. Mubn bao quan lau
hon, mau pham phai duoc gitt & nhiét do thap hon -20°C.
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60. Rubella virus Avidity

I. MUC PiCH VA NGUYEN LY
1. Muc dich

~ Xac dinh ai tinh cao va thap cua khang thé IgG khang virus Rubella trong
huyét thanh nguoi.

2. Nguyén ly

Xac dinh 4i tinh cao va thap cia khang the IgG khéng virus Rubella dua
trén nguyén 1y cta k¥ thuat ELISA (mién dich gan enzym).

II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thuc hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 chung chi
hodc chimg nhéan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh d6 dai
hoc hoac sau dai hoc vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)
2.1. Trang thiét bi

- Dan may ELISA

- May ly tdm

- Ta lanh 4°C — 8°C

- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

- Pipet don kénh thé tich tir 10ul dén 1000 pl.
Pau con cac thé tich tir 10 pl dén 1000 pl.

N 1
N

Dung cu, hda chdt va vt tuw tiéu hao (bao gom ndi kiém, ngoai kiém)

STT | Chi phi héa chat, vat tw tiéu hao Pon vi
1 |Boéng Kg
2 | Day gar6 Cai
3 |Con ml
4 | Bom kim tiém Cai
5 |Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
8 | Tube dung bénh pham Cai
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9 | Sinh pham chan doan Test
10 | Khau hao sinh pham cho chay chimg, kiém tra chat luong Test
11 | Nudc cat ml
12 | Pau con 1000 pl Cai
13 | Pau c6n 200 pl Cai
14 | Giay tham Cudn
15 | Giay xét nghiém To
16 | S6 luu két qua xét nghiém To
17 | Bat viet kinh Cai
18 | But bi Cai
19 | Mi Cai
20 | Khéu trang Cai
21 | Gang tay boi
22 | Gang tay xur ly dung cu boi
23 | Quan 40 bao hd B
24 | Dung dich xa phong rua tay ml
25 | Con sat trung tay nhanh ml
26 | Dung dich khtr trung ml
27 | Khan lau tay Cai
28 | EQAS (néu thuc hién)*

* Ghi cha:

- Chi phi ngogi kiém cho quy trinh ky thudt duoc tinh cu thé theo Chwong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chat, vat ti tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh pham
Huyét thanh.
4. Phiéu xét nghiém
Dién day du thong tin theo mau yéu cau.
III. CAC BUOC TIEN HANH
Céac budce tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.
3. Lay bénh pham
Theo ding quy dinh cua chuyén nganh Vi sinh (Xem Phu luc).
4. Tién hanh ky thuat
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Bo sinh pham Rubella IgG Avidity (Delta Biological) (VD)

Cac budc Noi dung

1 Dé s6 luong sinh phdm can dung & nhiét dé phong 30 phut trude
khi lam xét nghiém

2 Panh s6, sap xép bénh pham va viét so do6 theo thir tu.

3 Chuan bij dung dich rura.

4 Pha lodng ching va mau bénh pham.

5 Lay du sb giéng can dung va dit vao gia.

6 Xtr 1y trude mau voi chat hap thyu yéu to dang thap (RF) trude khi
phat hién 1gM.

7 Cho chung (1 gleng trong, 2 giéng chimg duong) va 2 giéng bénh
pham vao cac giéng ctia phién nhya theo huéng dan cia quy trinh.

8 Pay tam va u 60 phat & 37°C.

Rira phién nhua.

10 Nho dung dich rua vao 1 giéng bénh pham va 1 giéng chung. Cac
giéng con lai nhoé dung dich dém Avidity Bufer vao cac giéng con
lai. Chuén bi chat cong hop

11 Pay tam va u 10 phat & 37°C

12 Rira phién nhua

13 Nho dung dich cong hop vao mbi giéng

14 Pay tam va u 45 phat ¢ 37°C.

15 Rira phién nhura.

16 Nhé dug dich hién mau.

17 U & nhiét d6 phong, khong day tam va tranh anh sang

18 Nhé dung dich dimg phan tmg. Doc d6 hip thu & budc song 450 va
620 nm trong vong 30 phut sau khi dung phan Umg.

IV. NHAN PINH KET QUA

1. Di€u kién cua phan ung:

- OD giéng chang u véi dung dich raa phai > 0.500.

- Phan trdm 4i tinh cta giéng chang u voi dung dich dém phai cao hon 45
% so vai gieng ching u voi dung dich rua.

2. Tinh toan va dién giai két qua:

Phén trdm 4i tinh ciia mau bénh pham duoc tinh theo cong thirc sau:
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% Avidity =  OD giéng chimg @ véi dung dich d¢m — OD giéng trbng  x 100

OD giéng chimg 1 véi dung dich rira — OD giéng trong

- Néu ty s6 % Avidity > 45 %: c6 su xuat hién khang thé IgG ai tinh cao.
- Néu ty s6 % Avidity < 35 %: c¢6 su xuat hién khang thé IgG ai tinh thap.
- Néu ty s6 35 % < % Avidity < 45 %: c6 sy xuat hién khang thé IgG i tinh

trung binh (ving ranh gidi can cha y)

Chi can tinh ty s6 nay o nhing giéng bénh pham 1 véi 1 dung dich rira co OD >
0,440. Néu OD < 0,4 thi can xét nghiém lap lai v6i mau bénh pham pha lodng
1:101.

Nhirng mAau ¢6 ty sd &i tinh & murc trung binh can lap lai xet nghiém. Nhimg
mau nay cting nén dugc kiém tra lai sau 2 — 3 tudn dé danh gia lai sy bién doi
cua ty s0 % ai tinh.

V. NHUNG SAI SOT VA XU TRi
1. Sai sot
C6 thé xay ra hién twong am tinh gia hoic duwong tinh gia, thong thuong do:

- Thuc hién sai cac budc trong quy trinh huéng dan.

- Chung am va nhitng mau bénh pham am tinh bi nhidm chéo boi huyét
thanh/ huyét tuong c6 nong do khang thé cao.

- Dung dich co chat bi nhiém boi céc thc nhan oxid hoa (thudc tay, ion kim
loai v.v...)

- Dung dich ding phan tng bi nhidm ban.

2. Xr tri

- Tuan thu dung cac budc qui trinh hudng dan cua nha san xuat va huéng dan
ve do on dinh hoa chat xét nghiém trong bd sinh pham sur dung.

- Kiém tra va v€ sinh mdy rira thuong xuyén trude va sau khi lam xét nghiém.
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61. Rubellavirus Real-time PCR

I. MUC PiCH VA NGUYEN LY

1. Muc dich: Xac dinh RNA dac trung cua Rubellavirus

2. Nguyén ly: Dua trén nguyén 1y k¥ thuat Real-time PCR.
II. CHUAN BI

1. Ngwoi thuc hién

- Nguoi thuc hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 chung chi
hodc ching nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

- Ngudi nhan dinh va phé duyst két qua: Nguoi thuc hién ¢6 trinh do dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phéan tu/ sinh
hoc/cong nghé sinh hoc).

2. Phuong tién, hoa chit (Vi du hoiic twong dwong)

2.1. Trang thiét bi

- Ta an toan sinh hoc t6i thiéu cap 2

- May 1 nhiét

- May ly tam dung cho 6ng bénh pham 5ml

- May ly tdm > 12000 gpm/phdt dung cho tube 0,2 ml
- May vortex

- May chay PCR

- May chay Real-time PCR va hé théng may vi tinh.

- Céc loai Micropipette diéu chinh dwoc: 1000p1, 2001, 100ul, 10pul
- Tu lanh thuong

- Tua 4m sau (-20°C) hodc (-70°C) (néu co)

- B0 luu dién

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ndi kiém, ngoai kiém)

STT Chi phi héa chit, vat tw tiéu hao Pon vi
1 |Bong Kg
2 | Day gard Cai
3 | Cén ml
4 | Bom kim tiém Cai
5 |Panh Cai
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6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
3 | Gang khong co bot tan ( DNase-RNase free) boi
4 | Tube dung bénh pham Cai
6 | Sinh pham chan doan Test
7 | Khau hao sinh pham cho chay chimg, kiém tra chat luong Test
8 | Kit chiét tich ARN tong s6 Test
9 |Kit :[é)ng hop cDNA ‘ et
(Néu bo kit chay Real-time PCR khong bao gom RT-PCR)

10 | ong Falcon 50ml Cai
11 | Ependoff 1,7ml Tube
12 | Ependoff 0,2ml Tube
13 | Pau con 10 pul ¢6 loc Cai
14 | Pau c6n 30 pl Cai
15 | Pau con 200 pl co loc Cai
21 | Pau con 1 ml co loc Cai
22 | Water-DEPC Treated ml
23 | Gidy tham Cudn
24 | Giay xét nghiém TS
25 | S6 luu két qua xét nghiém TS
26 | But viet kinh Cai
27 | But bi Cai
28 | Mi Cai
29 | Khau trang Cai
30 | Gang tay xu ly dung cu baoi
31 | Quan 40 bao hod Bo
32 | Dung dich xa phong rtra tay ml
33 | Con sét trung tay nhanh ml
34 | Dung dich khtr trung ml
35 | Khan lau tay Cai
36 | Ngoai kiém (EQAS) (néu thuc hién)*

* Ghi cha:
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Chi phi ngoqi kiém cho quy trinh ky thuat duoc tinh cy thé theo Chuwong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chat, vit tw tiéu hao (voi
s6 lan ngoqi kiém trung binh 3 lan/1 ndm).

3. Bénh phim

Mau, dich 6i, gai nhau, nudc tiéu, céc loai dich tiét duong ho hép (dom, dich ty
hau, dich phé quan, miii, ngoay hau hong...)

4. Phiéu xét nghiém

Pién day du thong tin theo mau phiéu yéu cau

II1. CAC BUOC TIEN HANH

Céac budce tién hanh thuc hién theo phuong tién, hoa chat duogc vi du & trén.

1. Lay bénh pham

Theo dung quy dinh cua chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k§y thuat

2.1. Thu nhén va xir ly mdu (néu cin):

2.2. Tich chiét RNA

2.3. Chay phdn trng RT-PCR diing méi ngéu nhién (Bé qua bwéc nay néu kit
st dung real-time PCR co chira luon phdn irng RT-PCR)

- Batmay PCR 15 phut truée khi chay phan ung RT-PCR

- Thuc hién budc nay véi cac tube RT-PCR mix dugce gift trong khay lanh
hoac da dang tan.

- Chi lay dua s6 tube RT-PCR mix cﬁn.‘Tru('rc va sau khi dat phan ung RT-
PCR phai ly tam tube dé tat ca dung dich nam dudc day tube.

- Cho dich RNA tach chiét vao timg tube RT-PCR Mix. Xong, dit cac tube
vao may PCR.

- Cai dit chuong trinh “Protocol” cho may PCR hoat dong theo hudng dan
cua bo kit RT-PCR.

- Cho may PCR chay chuong trinh.
2.4 Chay phdn trng Real-time PCR

- Bat may real-time PCR 15 phat trudce khi cho may chay. Bat may tinh va
khoi dong chuong trinh real-time PCR.

- Thuc hién budc mix véi cac tube PCR mix duoc gifr trong khay lanh hoac
d4 dang tan.

- Chi lay du sb tube Real-time PCR Mix can. Trugce va sau khi dat phan ing
Real-time PCR phai ly tam tube d¢ tat ca dung dich nam dudc day tube.

- Cho chig +, chirng -, cac r}éng do standard, dich cDNA vira thu nhan
dugc (hoac RNA vura tach duoc néu kit Real-time PCR ¢6 chira phan tmg RT-
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PCR) vao tung tube Real-time PCR Mix. Xong, dat cac tube vao may real-time
PCR.

- Cai dat vi tri mau “Plate setup” trén phﬁn mém ding véi vi tri mau da dit
trén may real-time PCR.

- Chon mau cho mau, chimg duong, ching am, standart theo huéng dan cua
b kit sir dung

- Cai dat chuong trinh “Protocol” cho may real-time PCR hoat dong
- Luu file dit li¢u vao may tinh

- Cho may real-time PCR chay chuong trinh.

IV. NHAN PINH KET QUA

- Nhan dinh két qua qua phén tich cia may dua trén co s¢ huéng dan cua
bo kit Real-time PCR duoc sir dung.

V. NHUNG SAI SOT VA XU TRI

1. Sw c6: C6 mau va ching noi ciing déu am tinh. Ching binh thuong, ¢ mau
duong, mau 4m that sy.

2. Nguyén nhan: C6 thé mau &m thuc su, ¢d thé phan tng PCR bij tc ché.

3. Khic phuc: Pha lodng mau tir 10-100 Ian, thyc hién lai toan bo thi nghiém
tir buac tach chlet Sau khi cé ket qua phai nhan thém véi h¢ s6 pha lodng mau.
Néu van gap su cb trén, iy lai mau theo dang yéu cau.
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62. Zika virus Real-time PCR

I. MUC PiCH VA NGUYEN LY
1. Muc dich
Xac dinh RNA dac trung cua Zika virus
2. Nguyén ly
Duya trén nguyén ly k¥ thuat Real-time RT - PCR mot budc.
II. CHUAN BI
1. Nguwoi thuc hién
- Nguoi thue hién: Nhén vién xét nghiém da dugc dao tao va cé ching chi
hodc ching nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).
- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh d6 dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phéan tu/ sinh
hoc/céng nghé sinh hoc).
2. Phuong tién, hoa chat (Vi du hoiic twong dwong)
2.1. Trang thiét bi
- May real-time PCR va hé thong may vi tinh.
- Bo luu dién
- May 1 nhiét
- May ly tdm dung cho tube 0,2 ml
May ly tdm lanh > 12000 gpm/phut
Tu lanh 2°C -8°C ,
Ta &m sau (-20° C) hoic (-70°C) (néu cd)
- May vortex

Tu an toan sinh hoc
Micropipettes va céc thé tich tir 0,5 pl - 1000 pl.

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ndi kiém, ngoai kiém)

STT Chi phi héa chit, vat tw tiéu hao Don vi
1 | Bong Kg
2 | Day gar6 Cai
3 | Con ml
4 | Bom kim tiém Cai
5 |Panh Cai
6 | Tube hoic lo dung bénh pham Cai
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7 | Gang khong c6 bot tal ( DNase-RNase free) Cai
Khay dyng bénh pham Cai
9 | Hop van chuyén bénh pham Cai
10 | Sinh pham chan doan Test
11 | Khau hao sinh pham cho chay chtng, kiém tra chat luong Test
12 | Kit tich RNA Test
13 | 6ng Falcon 50ml Cai
14 | Ependoff 1,7ml Tube
15 | Ependoff 0,2ml Tube
21 | Pau con 10 pl co loc Cai
22 | Pau con 30 pl Cai
23 | Pau c6n 200 pl co loc Cai
24 | Pau con 1 ml cb loc Cai
25 | Water-DEPC Treated ml
26 | Giay tham khong bui Cudn
27 | Giay xét nghiém TS
28 | SO luu két qua xét nghiém To
29 | Bit viét kinh Cai
30 | Bt bi Cai
31 | Mu Cai
32 | Khau trang Cai
33 | Gang tay boi
34 | Gang tay xur Iy dung cu baoi
35 | Quan 4o bao ho Bo
36 | Dung dich xa phong rira tay ml
37 | Con sét tring tay nhanh ml
38 | Dung dich khtr trung ml
39 | Khén lau tay Cai
40 | Ngoai kiém (EQAS) (néu thuc hién)*
* Ghi cha:
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- Chi phi ngogi kiém cho quy trinh ky thudt duoc tinh cu thé theo Churong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chat, vit tw tiéu hao (voi
s6 lan ngoqi kiém trung binh 3 lan/1 ndm).

3. Bénh phim

Mau toan phan huyet thanh, huyét tuong, nuoc tiéu, mau md va cac dich sinh
hoc khéc. T4t nhat 1a huyét thanh va nuée tiéu.

4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau

III. CAC BUOC TIEN HANH

Céac budce tién hanh thuc hién theo phuong tién, hoa chat duogc vi du & trén.
1. Lay bénh pham

Theo dung quy dinh cua chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh ky thuat

Bo sinh pham VIASURE Zika, Dengue and Chikungunia Real-time PCR
Detection Kit (VD hoac tuong duong)

2.1. Thu nhén va xir li méu

Phai dong nhat va xir Iy mau trude khi tach chiét RNA néu can.
2.2. Tach chiét RNA: Téch chiét bang tay hoic ty dong.

2.3. Hoi chinh chitng dwong

2.3. Thwc hién phdn vrng real-time PCR

- Thuc hién budc nay véi cac tube PCR mix dugce gitt trong khay lanh hoac
da dang tan.

- Chi lay du sé tube PCR mix can. Béc 16p vo nhom che phu trén dia hodc
tube phan ung.

- Cho dung dich héi chinh vao mdi giéng.

- Cho chimg +, chimg - hoic dich RNA tach chiét vao timg giéng, day nép,
ly tam nhe. Xong, dit cac tube vao may real-time PCR.

- Bat may real-time PCR. Bat mdy tinh khoi dong chuong trinh real-time
PCR trudce khi chay mau it nhat 15 phat.

- Cai dit vi tri mau “Plate setup” trén phan mém dung véi vi tri mau da dit
trén may real-time PCR.

- Chon mau Cy5 (Zika), FAM (Dengue), ROX (Chikungunya) cho mau,
ching duong va chimg am va HEX (hoac JOE/VIC) cho ching ndi.

- Cai dat chuong trinh “Protocol” cho may real-time PCR hoat dong

- Luu file dit li¢u vao may tinh
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- Cho may real-time PCR chay chuong trinh.

IV. NHAN PINH KET QUA

1. Diéu kién ciia phan &ng

- Chtng dwong c6 dudng biéu dién tin hiéu huynh quang mau Cy5, FAM,
ROX tuyén tinh vuot qua tin hiéu nén (duong biéu dien duong tinh) va duong
biéu dién tin hi¢u huynh quang mau HEX dwong tinh hodc thang va khong vugt
qua tin hiéu nén (duong bi¢u dién am tinh).

- Chimg am c6 dudng bifj:u dién tin hiéu huynh quang mau Cy5, FAM,
ROX am tinh va dudng bi€u dién tin hi€u huynh quang mau HEX duong tinh.

2. Phan tich mau

- M3au duong tinh: Mau c¢6 duong biéu dién duong tinh rd rang tuong (ng
VGi mau cia tirng tac nhan va bat dau tir chu ky 40 tré vé trudc. Mau duong
tinh voi Zika virus khi duong biéu dién twong tng voi mau Cy5 duong tinh.
M6t mau cé thé duong tinh véi 1 trong 3 tac nhan hoic duong tinh dong thoi ca
3 tac nhan.

- Mau nghi ngd: Mau cé dudng biéu dién duong tinh va bat dau tir sau chu
ky 40 — d& nghi ldy mau lai dé thuc hién xét nghiém hoac thuc hién lai xét
nghiém sau 1-3 thang.

- Mau &m tinh: Mau c6 duong biéu dién am tinh, chang ndi phai duong
tinh.

V. NHUNG SAI SOT VA XU TRI

1. Sw c6: C6 mau va ching noi ciing déu am tinh. Ching binh thuong, ¢ mau
duong, mau 4m that sy.

2. Nguyén nhan: C6 thé mau am thuc su, ¢d thé phan tng PCR bi tc ché.

3. Khic phuc: Pha lodng mau tir 10-100 lan, thyc hién lai toan bo thi nghiém
tir buac tach chlet Sau khi cé ket qua phai nhan thém véi h¢ s6 pha lodng mau.
Néu van gap su cb trén, iy lai mau theo dang yéu cau.
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63. Parvovirus B19 IgM mién dich ban tu dong

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Xac dinh dinh tinh khang thé IgM khang Parvovirus B19 trong huyét
thanh hodc huyét trong nguoi.

2. Nguyén ly

Xéac dinh dinh tinh khéang ~thé IgM khang Parvovirus B19 dya trén
nguyén 1y ctia k¥ thuit ELISA (mién dich gan enzym).

II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thuc hién: Nhan vién xét nghiém da duoc dao tao va c¢o6 chung chi
hodc chimg nhén vé chuyén nganh Vi sinh .

- Ngudi nhan dinh va phé duyat két qua: Nguoi thuc hién ¢6 trinh do dai
hoc hoac sau dai hoc vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chit (Vi du hoiic twong dwong)
2.1. Trang thiét b

- Dan may ELISA

- May ly tam

- Ta lanh 4°C - 8°C

- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

- Pipet don kénh thé tich tir 10ul dén 1000p1 .

2.2 .Dung cu, hoa chdt va vt tw tiéu hao (bao gom ngi kiém, ngoai kiém)
STT | Chi phi héa chat, vat tu tiéu hao Pon vi
1 |Bong Kg
2 | Day gar6 Cai
3 | Cén ml
4 | Bom kim tiém Cai
5 |Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
8 | Tube dung bénh pham Cai
9 | Sinh pham chan doan Test
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10 | Khau hao sinh pham cho chay chimng, kiém tra chat luong Test
11 | Nudc cat ml
12 | Pau con 1000 pl Cai
13 | Pau c6n 200 pl Cai
14 | Giay tham Cudn
15 | Giay xét nghiém To
16 | S6 luu két qua xét nghiém To
17 | But viét kinh Cai
18 | But bi Cai
19 | Mi Cai
20 | Khau trang Cai
21 | Gang tay boi
22 | Gang tay xu ly dung cu boi
23 | Quan 4o bao ho Bo
24 | Dung dich xa phong rua tay ml
25 | Con sat trung tay nhanh ml
26 | Dung dich khtr trung ml
27 | Khan lau tay Cai
28 | Ngoai kiém (EQAS) (néu thuc hién)*

* Ghi cha:

- Chi phi ngoaqi kiém cho quy trinh ky thudt duoc tinh cu thé theo Chuwong trinh
ngoqi kiém (EQAS) la 1/50 long chi phi dung cu, héa chat, vat ti tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh pham

Huyét thanh hoac huyét tuong.

4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau.

III. CAC BUOC TIEN HANH

Céac budce tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.
1. LAy bénh pham

Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k¥ thuat

219




B sinh pham SERION ELISA classic Parvovirus B19 IgM (Serion) (VD hoic
tuong duong)

Cac budc NOi dung

1 Dé s6 luong sinh phdm can dung & nhiét dé phong 30 phut trude
khi lam xét nghiém

2 Panh s6, sap xép bénh pham va viét so d6 theo thir tu.

3 Chuan bi dung dich rira.

4 Pha lodng ching va mau bénh pham.

5 Lay du sb giéng can ding va dat vao gia.

6 Xtr 1y trude mau voi chat hap thy yéu to dang thap (RF) trude khi
phat hién IgM.

7 Cho chung (1 gleng trong, 1 chung am, 2 gleng chuan) va bénh
pham vao cac giéng ctia phién nhua theo huéng dan cia quy trinh.
Pay tam va 1.
Rira phién nhua.

10 Chuan bi chat cong hop

11 Pay tam va

12 Rira phién nhua

13 Nho dung dich hién mau vao mdi giéng

14 U phién nhya , khong day tim va tranh anh séng

15 Nhé dung dich dung phan tng

16 Doc d6 hip thu & budc song 405 va 650nm trong vong 30 phiit sau
khi dumg phan ung.

IV. NHAN PINH KET QUA

1. Diéu kién cia phan ung:

OD giéng tréng phai < 0.25

Chting am phai cho két qua am tinh.

Gia tri OD cua chung duong va gia tri OD trung binh cua
huyet thanh chuan ngudng phai trong khoang hop I€ ghi trong Glay
kiém tra chat luong bo kit (Sau khi trir di do hap thu cua giéng trang).

Sy dao dong gia tri OD cua huyét thanh chuan khong dugc
cao hon 20%.

Néu mot trong cac diéu kién trén khong dat, phai chay lai xét nghiém

2. Dién giai két qua:
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St dung phﬁn‘mém ‘tinh todn ty dong tin hiéu quang hoc do dugc. Co thé su
dung cac phan mém sau: SERION easyANALYZE, SERION evaluate,
SERION activity dwa trén Microsoft® Excel®.

V. NHUNG SAI SOT VA XU TRi
1. Sai sot
C6 thé xay ra hién twong am tinh gia hodc duong tinh gia, thong thuong do:

- Thuc hién sai cac budc trong quy trinh huéng dan.

- Chtng am va nhiing mau bénh pham am tinh bi nhidm chéo boi huyét
thanh/ huyét tuong c6 nong do khang thé cao.

- Dung dich co chét bi nhiém boi céc tac nhan oxid hoa (thuéc tay, ion kim
loaiv.v...)

- Dung dich ding phan tng bi nhidm ban.

2. Xr tri

- Tuan thu ding cac budc qui trinh huéng dan cta nha san xuat va hudng
dan v€ do 6n dinh hoa chat xét nghiém trong bd sinh pham sir dung.

- Kiém tra va v€ sinh may rtra thuong xuyén trudc va sau khi lam xét
nghiém.
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64. Parvovirus B19 1gG mién dich ban tw dong

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Xac dinh dinh tinh khang thé IgG khang Parvovirus B19 trong huyét
thanh hodc huyét trong nguoi.

2. Nguyén ly

Xac dinh dinh tinh khang thé IgG khang Parvovirus B19 dua trén nguyén
1y cta k¥ thuat ELISA (mién dich gin enzym).

II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thuc hién: Nhan vién xét nghiém da duoc dao tao va c¢o6 chung chi
hodc chimng nhéan vé chuyén nganh Vi sinh.

- Ngudi nhan dinh va phé duyat két qua: Nguoi thuc hién ¢6 trinh do dai
hoc hoac sau dai hoc vé chuyén nganh Vi sinh.

2. Phuong tién, héa chit (Vi du hoiic twong dwong)

2.1. Trang thiét b

- Dan may ELISA

- May ly tam

- Tua lanh 4°C — 8°C

- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

- Micropipettes don kénh thé tich tir 10l dén 1000pl .

2.2 Dung cu, hda chdt va vt tw tiéu hao (bao gom néi kiém, ngoai kiém)
STT | Chi phi hoa chit, vit tw tiéu hao Pon vi
1 | Bong Kg
2 | Day garb Cai
3 |Cén ml
4 | Bom kim tiém Cai
5 |Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
8 | Tube dyng bénh pham Cai
9 | Sinh pham chan doan Test
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10 | Khau hao sinh pham cho chay chung, kiém tra chat luong Test
11 | Nuée cat ml
12 | Pau c6n 1000 pl Cai
13 | Pau c6n 200 pl Cai
14 | Giay tham Cudn
15 | Giay xét nghiém To
16 | S6 luu két qua xét nghiém To
17 | But viét kinh Céi
18 | But bi Cai
19 | Mi Cai
20 | Khau trang Cai
21 | Gang tay boi
22 | Gang tay xur 1y dung cu boi
23 | Quan 40 bao ho B
24 | Dung dich xa phong rtra tay ml
25 | Con sat trung tay nhanh ml
26 | Dung dich khtr trung ml
27 | Khan lau tay Cai
28 | Ngoai kiém (EQAS) (néu thuc hién)*

* Ghi cha:

- Chi phi ngoaqi kiém cho quy trinh ky thudt dwoc tinh cu thé theo Chuwong trinh
ngoqi kiém (EQAS) la 1/50 long chi phi dung cu, héa chat, vat ti tiéu hao (véi

s6 lan ngoai kiém trung binh 3 lan/1 nam).
3. Bénh pham
Huyét thanh hodc huyét twong.

4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau.
III. CAC BUOC TIEN HANH

Céac budce tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.

1. LAy bénh pham

Theo dung quy dinh cia chuyén nganh Vi sinh (Xem Phu luc).
2. Tién hanh k¥ thuat
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B sinh pham SERION ELISA classic Parvovirus B19 1gG (Serion) (VD hoic
tuong duong)

Cac budc NOi dung

1 Dé s6 luong sinh phdm can dung & nhiét dé phong 30 phut trude
khi lam xét nghiém

Panh s6, sap xép bénh pham va viét so d6 theo thir tu.

Chuan bi dung dich rira.

Pha lodng chung va mau bénh pham.

Lay du so6 giéng can dung va dat vao gia.

o O &l W N

Cho chung (1 gleng trong, 1 chung am, 2 gleng chuan) va bénh
pham vao cac giéng ctia phién nhya theo huéng dan cia quy trinh.

\l

Day tam va 1.

Rira phién nhua.

Chuan bi chat cong hop

10 Pay tam va u

11 Rira phién nhua

12 Nhoé dung dich hién mau vao mdi giéng

13 U phién nhua , khong ddy tam va tranh anh sang

14 Nhé dung dich dung phan tng

15 Doc d6 hap thu & budc song 405 va 650nm trong vong 30 phit sau
khi dirng phéan ung.

IV. NHAN PINH KET QUA

1. Piéu kién ciia phan tng:

- OD giéng tréng phai < 0.25

- Chitrng &m phai cho két qua am tinh.

- Gia tri OD cua ching duong va gia tri OD trung binh cua
huyet thanh chuan ngudng phai trong khoang hop 1€ ghi trong Glay
kiém tra chat luong bo kit (Sau khi trir di do hap thu cua giéng trang).

- Sy dao dong gia tri OD cua huyét thanh chuan khong duogc
cao hon 20%.

Néu mot trong cac diéu kién trén khong dat, phai chay lai xét nghiém
2. Dién giai két qua:
Str dung phﬁn mém tinh toan tu dong tin hi¢u quang hoc do dugc. Co thé st

dung cic phan mém sau: SERION easyANALYZE, SERION evaluate,
SERION activity dwa trén Microsoft® Excel®.
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V.NHUNG SAI SOT VA XU TRi
1. Sai sot
C6 thé xay ra hién twong am tinh gia hodc duwong tinh gia, thong thuong do:

- Thuc hién sai cac budc trong quy trinh huéng dan.

- Chtng am va nhiing mau bénh pham am tinh bi nhidm chéo boi huyét
thanh/ huyét tuong c6 ndng do khang thé cao.

- Dung dich co chét bi nhidm boi céc thc nhan oxid hoa (thuc tay, ion kim
loai v.v...)

- Dung dich dung phan tng bi nhidm ban.

2. Xr tri

- Tuan thu ding cac budc qui trinh huéng dan cua nha san xuat va hudng
dan vé do 6n dinh hoa chat xét nghi€ém trong bd sinh pham str dung.

- Kiém tra va v€ sinh may rta thudong xuyén trude va sau khi lam xét
nghiém.
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65. Parvo virus B19 Real-time PCR

I. MUC PiCH VA NGUYEN LY
1. Muc dich
Phat hién va dinh luong Parvo virus B19 trong huyét twong hozc huyét thanh
va dich 6i ctia nguoi.
2. Nguyén ly
Dua trén nguyén Iy k¥ thuat Real-time PCR.
II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thuc hién: Nhan vién xét nghiém da duoc dao tao va c¢o6 chung chi
hodc chimg nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phéan ta/ sinh
hoc/cong nghé sinh hoc).

Ngudi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh do dai
hoc hoic sau dai hoc vé chuyén nganh Vi sinh (va/hoic sinh hoc phan ti/ sinh
hoc/cong nghé sinh hoc).

2. Phuong tién, hoa chat (Vi du heiic twong dwong)
2.1. Trang thiét bi

- May real-time PCR va hé thong may vi tinh.
- May tach chiét acid nucleic.

- Bo Iuu dién.

- May 1 nhiét.

- May ly tdm dung cho tube 0,2 ml

- May ly tam lanh > 12000 gpm/phut

- Talanh 2°C -8°C

- Tua &m sau (-20° C) hoic (-70°C) (néu cd)

- May vortex

- T an toan sinh hoc

- Micropipettes cac thé tich tir 0,5 ul - 1000 pl.

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom noi kiém, ngoai kiém)

STT Chi phi héa chit, vat tw tiéu hao Don vi
1 | Khay dung bénh pham Cai
2 | Hop van chuyén bénh pham Cai
3 | Tube dung bénh pham 5 ml Cai
4 | Cryotube (luu mau duong tinh) Cai
5 | LightMix® Kit Parvovirus B19 Test
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6 | LightCycler® FastStart DNA Master HybProbe Test
7 | LightCycler 8-Tube Strips Cai
8 | Hoa chit va VTTH cho tach chiét trén MPLC Test
9 | LightMix Color Compensation 530 / 690 Test
10 | Hoa chat chay duong chuan Test
11 | Pipet nhya Cai
12 | Bau Pipét co loc 1000 ul Cai
13 | Giay tham khong bui Cudn
14 | Giay xét nghiém To
15 | So luu két qua xét nghiém Quyén
21 | Bit viét kinh Cai
22 | Bt bi Cai
23 | Mil gidy Cai
24 | Khau trang Cai
25 | Gang khong c6 bot tal boi
26 | Gang tay xu ly dung cu boi
27 | Quan 4o B6
28 | Dung dich xa phong rura tay ml
29 | Cén sat trung tay nhanh ml
30 | Dung dich khir trung ml
31 | Khan lau tay Cai
32 | Ngoai kiém (EQAS) (néu thyc hién)*

* Ghi chu:

- Chi phi ngoqi kiém cho quy trinh ky thudt dwoc tinh cu thé theo Chwong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chat, vit tw tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh phim
Huyét thanh, huyét twong, va dich 4i.

4. Phiéu xét nghiém

Pién day du thong tin theo mau yéu cau
III. CAC BUOC TIEN HANH

Céc budc tién hanh thyc hién theo phuong tién, hoa chat dugc vi du ¢ trén.

1. Lay bénh pham
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Theo dung quy dinh cua chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh ky thuat

LightMix® Kit Parvovirus B19 EC (Roche — VD hoac tuong duong)
2.1. Thu nhén va xir li mdu

Phai dong nhit va xtr Iy mau trudce khi tach chiét RNA néu can.
2.2. Tach chiét DNA:

Téch chiét bang tay hoac may tu dong

2.3. Chay bi mau va tham dinh file bi mau:

Theo huéng dan kit LightMix®Color Compensation HybProbe. Bu mau khuyén
cado chay khi thay 16 cua kit hodc 6 thang chay bu mau 1 1an.

2.4. Thuwe hién phdn vng real-time PCR
* Bat may LC480, bat may tinh va phan mém LC480.
- Pha hoa chét:

2.4.1 Pha hdn hop primer va probe cho B19 (PSR) va Chirng noi ECT (reaction
control)

2.4.2 Chuan bi ECT
2.4.3 Chuan bi mu
2.4.4 Chuan bi NTC (ching am)
2.4.5 Chuan bi diy 6ng miu chuan
2.4.6 Chuan bi tron hdn hop phan tmg PCR
2.4.7 Chay real-time PCR
IV. NHAN PINH KET QUA
1. Piéu kién ciia phan vng
+ Gia tr1 dinh lugng chép nhan duoc néu ca 3 ching: ching am,
chimg duong va ching ndi ¢6 nghia. Cac chiing c6 gid nhu sau:
+ Ching am: khong phat hién.
+ Chung duong: nérp trong khoang cho phép ciia nha san xut
(dac hiéu voi tung 16 thuoc thu).
+ Chimg noi: v6i chirng am va miu co n(‘A)ng’d(f) thap (10-1000
copies) phai c6 tin hi¢u lén tng véi Ct khoang 27 dén 30.
+ Nguoc lai:
- Chtng 4m: Néu chimg am khong hop 1€ thi phai thyc hién lai
x€t nghiém cé ching va toan bg 16 bénh pham.
- Chtng duong: Néu chimg duong khong hop 18 thi phai lam lai

xét nghiém toan bd mé chay.
228



+  Ching néi: khong c6 tin hi€u 1én v6i ching am va mau co
nong do thap (10-1000copies) tmg voi Ct khoang 27 dén 30 thi phai
chay lai mau do.

2. Phan tich mau

2.1.Bdng bi¢n ludn két qud:

Miu Parvo Chirng noi Chirng dwong Chirng am Bién luin két qua
B19 Kénh 670 Kénh 640 NTC
Kénh 640 Kénh 640
Khong khuéch | C6 khuéch dai | Khuéch dai Am tinh Am tinh (khéng phat
dai hién)
Ct<37 NA Khuéch dai Am tinh Duong tinh cho B19
Khoéng khuéch Khoéng khuéch | Khuéch dai NA PCR Failed, chay lai
dai dai
NA NA Khong khuéch | NA PCR Failed, chay lai
dai

NA NA NA Duong tinh Nhiém, Chay lai

2.2 H¢ sé chuyén doi

Dinh luong virus (VL) dugc tinh toan st dung cong thire sau:

VL(copies/ml) = MV(gia tri do duwgc) x EVF x SF

Trong do:

VL = gia tri dinh lugng

MV = gia tri do dugc [sd copy trén phan tng]

EVF = h¢ s6 thé tich tach chiét [thé tich tach chiét thu duoc/ thé tich PCR]
SF = hé s6 miu [1000 pl/thé tich tach chiét cia miu bénh pham]

Vi du:

Lay 200 pl mau bénh pham di tach chiét thi hé s6 mau SF = 1000/200=5.
Dung 5 pl trong tong thé tich thu hdi 13 100 ul 1am template mix PCR thi hé s6

thé tich tach chiét = 100/5=20.

Két qua hé s6 chuyén doi la:

VL (copies/ml) = MV (gia tri do dugc copies/phan ting 20 pl) x 5 x 20
VL (copies/ml) = MV (copies/phan uwng) x 100
V.NHUNG SAI SOT VA XU TRi

1. Sw c6: C6 mau va ching noi ciing déu am tinh. Ching binh thuong, 6 mau
duong, mau &m that su.
2. Nguyén nhan: Cé thé mau am thuc su, co6 thé phan ing PCR bi ¢ che.
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3. Khic phuc: Pha lodng mau tir 10-100 lan, thuc hién lai toan bo thi nghiém
tur buac tach chlet Sau khi c6 ket qua phai nhan thém vai hé s6 pha lodng mau.
Néu van gap su ¢ trén, iy lai mau theo dang yéu cau.
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66. Chikungunia IgM mién dich ban tu dong
I. MUC PiCH VA NGUYEN LY
1. Muc dich

~ Phat hién khang thé IgM khang Chikungunya trong huyét thanh hodc
huyét trong nguoi

2. Nguyén ly

Phat hién khang th¢ IgM khang Chikungunya bang ky thudt ELISA
(mién dich gin enzym)

II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thuc hién: Nhan vién xét nghiém da dugc dao tao va c¢6 chung chi
hodc chiing nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién ¢ trinh do dai
hoc hoac sau dai hoc vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)
2.1. Trang thiét bi
- Hé thong may ELISA

- Pipet tu dong hay ban tu dong diéu chinh dugc dung phan phéi cac thé tich
tir 2 pl dén 200 pl .

- May ly tdm

- T lanh 4°C — 8°C

- Tt 4m sau (-20°C) hoic (-70°C) (néu co)

2.2 Dung cu, hda chdt va vt tw tiéu hao (bao gom néi kiém, ngoai kiém)

ST 1 Don vi
T Chi phi hoa chat, vat tu tiéu hao :
1 |Bong Kg
2 | Day gard Cai
3 |Con ml
4 | Bom kim tiém Cai
5 |Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
8 | Tube dung bénh pham Cai
9 | Sinh pham chan doan Test
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10 | Khéu hao sinh pham cho chay chung, kiém tra chat luong Test
11 | Nudc cat ml
12 | Dau con 1000 pl Cai
13 | Pau con 200 pl Cai
14 | Giay thim Cudn
15 | Gidy xét nghiém To
16 | So luu két qua xét nghiém To
17 | Bat viét kinh Céi
18 | But bi Cai
19 | Mi Cai
20 | Khau trang Cai
20 | Gang tay boi
21 | Gang tay xu ly dung cu boi
22 | Quén 4o bao ho B
23 | Dung dich xa phong rua tay ml
24 | Con sét tring tay nhanh ml
25 | Dung dich khtr trung ml
26 | Khin lau tay Cai
27 | EQAS (néu thuc hién)*

* Ghi cha:

- Chi phi ngoqi kiém cho quy trinh ky thudt dwoc tinh cu thé theo Chwrong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chat, vit tw tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh pham

Huyét thanh hodc huyét twong.

4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau.
III. CAC BUOC TIEN HANH

Cég bude tién hanh thuc hién theo phuong ti¢n, hoa chat vi du sir dung sinh
pham Chikungunya IgM ELISA Kit

1. LAy bénh pham
Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).
2. Tién hanh ky thuat
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B6 sinh pham Chikungunya IgM ELISA Kit (VD hoic tuong duong)
3. Qui trinh chay miu Chikungunya IgM ELISA Kit:

Cac budc Noi dung

3.1 - Chuan bi du sb giéng can sir dung.

3.2 - Pha dung dich rtra: Pha dung dich rira bang nudc cat véi ty 1 1 dung dich
ria + 19 nudc cat.

3.3 - Lo khang nguyén Chikungunya dong kho duoc hoan nguyén bang 1ml dung
dich nuéc rtra.

3.4 - Cho 50 pl chimg thap, ching chuan, ching cao hodc bénh pham vao céc
giéng tuong ung.( Giéng Al la giéng trong). Pay tam.

35 - U &37°C +1°C trong 60 + 5 phut

3.6 - Cho 50l dung dich khang nguyén da hoan nguyén vao cac giéng (trr giéng
trong). Bay tam.

37 - U 30 phut ¢ nhiét d6 phong

3.8 - Rira 3 lan bang dung dich rira. Ngam >5 gidy gitra moi lan rira. Tham kho.

3.9 - Cho 50 pl dung dich khang thé vao cac giéng (trir giéng tréng). Day tAm.

310 |- U 30 phat ¢ nhiét do phong

311 - Ruira 3 lan bang dung dich rira. Ngam >5 gidy giita m6i lan rira. Tham kho.

3.12 - Cho 50 pl dung dich cong hop Streptavidin peroxidase vao cac giéng (trir giéng
trong). Pay tam.

313 |- U 30 phat ¢ nhiét 46 phong

3.14 - Ruira 3 lan bang dung dich rira. Ngam >5 gidy giita méi lan rira. Tham kho.

315 |- Cho vao mdi giéng 100 pl TMB.,

3.16 - D¢ ¢ nhiét d6 phong ding 15 phit, tranh dnh sang.

3.17 - Cho 100 pl dung dich ding phan tmg vao mdi giéng.

3.18 Doc két qua trén may doc ELISA ¢ budc song 450/620 nm trong vong 30 sau
kh1 nhé dung dich dung phan Umg

3.19 - Pé o nhiét 46 phong dung 15 pht, tranh anh sang.

3.20 - Cho 100 pl dung dich ding phan tmg vao mdi giéng.

321 - Doc két qua trén may doc ELISA & budc song 450/620 nm trong vong 30 sau

khi nho dung dich dung phan tng
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IV. NHAN PINH KET QUA
1. Tinh gia tri nguwong:
Két qua duogc doc trén may doc ELISA nhu sau:

Thir nghiém c6 gia tri khi théa man diéu kién:

- Giéng tréng < 0.1
- Chung thap < chting chuan < chimg cao
Gia tri hip thy chtng chuan trong khoang 0.150 - 1.300
- Tinh gié tri trung binh cua gia tri ngudng (CO):
OD CO = (OD CO1 + OD CO2)/2
CO1: Gia tri chimg chuén 1
CO2: Gia tri chimg chuén 2
- Tinh ti s6 mau: Ti s6 mau = gia tri OD ctia mau x 10 /gia tri ngudng
3. Dién giai két qua
+ Néu ti s6 < 9: mau thu thap.

+ Néu 9 <ti s6 < 11: mau thir can phai xét nghiém lai. Nén thtr sau 2-4 tuan.
Néu két qua van 1a 9 <ti s0 < 11 thi két ludn mau thu thap.

+ Néu ti s6 > 11: mau thir cao.
V. NHUNG SAI SOT VA XU TRi
1. Sai sot

C6 thé xay ra hién twong am tinh gia hodc duong tinh gia hoic phan tng khong
xay ra thong thuong do:

- Thyc hién sai cac budc trong quy trinh huéng dan. i ’
- Chung thap va nhitng mau bénh pham thap bi nhiém chéo boi huyet
thanh/ huyét teong c6 nong do khang thé cao.

2. Xw tri

- Tuan thu dung cac budc qui trinh huéng dan cua nha san xuat va huéng
dan vé do on dinh hoa chat xét nghiém trong b sinh pham st dung.

- Kiém tra va vé sinh may rira thuong xuyén trudce va sau khi 1am xét nghiém.
- Khéng str dung thudc thir d3 qué han sir dung.

- Khong nén dung mau da thay rd bi nhiém khuan bang mat thuong.

- Chi str dung céc pipette va cac dung cu sach.

- Nip vin cua lo thudc thir khong duoc 1an giitta cac lo thudc thir dé tranh
nhiém chéo.
- Pong lo thude thir ngay 1ap tic sau khi str dung dé tranh bay hoi va 6 nhiém

vi sinh vat.
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67. Cryptosporidium test nhanh

I. MUC PiCH VA NGUYEN LY

1. Muc dich

Xéc dinh dinh tinh Cryptosporidium ¢ trong mau bénh pham phan ctia nguoi.
2. Nguyén ly

Phat hién khang nguyén cua Cryptosporidium tir mau phan bang k¥ thuat sic
ky mién dich.

II. CHUAN BI
3. Nguwoi thuc hién:

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va ¢ ching chi
hodc chiig nhéan vé chuyén nganh Vi sinh.

- Ngudi nhan dinh va phé duyét két qua: Nguoi thuc hién da duoc dao tao
va c0 chang chi hodc ching nhan vé chuyén nganh Vi sinh.

2. Phuwong tién, hoa chit (Vi du hoiic twong dwong)
2.1. Trang thiét bi

- Pong ho do thoi gian.

- Ta lanh 4°C - 8°C

- Ta 4m sau (-20°C) hodc (-70°C) (néu co)

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom noi kiém, ngoai kiém)

STT Chi phi héa chit, vat tw tiéu hao Pon vi
1 | Que lay bénh pham Cai
2 | Lo dung bénh pham Cai
3 | Khay dung bénh pham Cai
4 | Hop van chuyén bénh phém Test
5 | Sinh pham chan doan Test
6 | Khau hao sinh pham cho kiém tra chat lugng Test
7 | Gidy tham Cudn
8 | Gidy xét nghiém To
9 | S6 luu két qua xét nghiém To

10 | But viét kinh Cai
11 | Buthi Cai
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12 | M Cai
13 | Khau trang Cai
14 | Gang tay boi1
15 | Gang tay xur Iy dung cu boi1
16 | Quan 4o bao ho Bo
17 | Dung dich xa phong rira tay ml
18 | Con sat trung tay nhanh ml
19 | Dung dich khtr trung ml
20 | Khan lau tay Cai

3. Bénh pham

Phén

4. Phiéu xét nghiém

Dién day du thong tin theo mau phiéu yéu cau.

III. CAC BUOC TIEN HANH

Céac budc tién hanh thuc hién theo phuong tién, hoa chat dugc vi du & trén.

1. Lay bénh pham

Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k§y thuit

Pua thanh thir &é ¢ nhiét d6 phong trude khi sir dung.

B0 sinh pham chan doan ctia Remel Xpect ® Giardia/Cryptosporidium (VD)

1. MAu phan tuoi nén duoc pha lodng 1: 4 (0,1 ml mau va 0,3 ml nudc cat)
trude khi thir nghiém.

2. Dan nhén ong va thém 4 giot dung dich dém pha lo&ng mau vao ong.

3. Dung pipet chuyén 0.1 ml mau bénh pham da pha lodng vao 6ng, tron déu.
4. Thém 4 giot Conjugate vao ong, tron déu.

5. Dung pipet chuyén 0,2 ml cta mau da pha lodng vao giéng tron cua thanh
?uI:.)QC két qua xét nghiém sau 15 phut.

IV. NHAN PINH KET QUA

- Am tinh: chi c6 vach C.

- Duong tinh: + Cryptosporidium ,
Mau duong tinh voi Cryptosporidium néu xuat hi¢n mot vach C va mot vach
mau do tai CRYP (Mot vach mau hong duoc xac dinh két qua duong tinh).
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- Khéng gia tri: khong c6 vach C. Phai tién hanh lam lai xét nghiém voi
mot thanh thir khac.

V. NHUNG SAI SOT VA XU TRi
- Kiém tra hoa chat, han st dung trude khi dung.

- Phailam lai mau xét nghiém mai khi thanh thir bi hong (thanh thi khéng
xuat hién vach mau tai vach C).

- Xét nghiém phai dugc tién hanh ngay sau khi 1y mau cang sém cang tit.
Khong dugc d€ mau pham & nhiét d§ phong trong thoi gian dai.
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68. Echinococcus granulosus (San day cho)
Ab mién dich ban tu dong
I. MUC PiCH VA NGUYEN LY

1. Muc dich

Phat hi¢n khang thé IgG khang voi Echinococcus granulosus cé trong mau
huyét thanh.

2. Nguyén ly

Phat hién khang thé IgG khang ve6i Echinococcus granulosus cé trong mau
huyét thanh bang k¥ thuat mién dich gan men (ELISA).

II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va co6 chung chi
hodc chiing nhan vé chuyén nganh Vi sinh/Ky sinh trung.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh d6 dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh/Ky sinh trung.

2. Phuong tién, hoa chat (Vi du heiic twong dwong)
2.1. Trang thiét bi

- May doc ELISA.

- May ly tdm

- Tu lanh 2°C -8°C

- Micropipette va Dau c6n10 pl, 200 pl, 1000 pl.

- Gi4 dung 6ng mau

. Ong nghiém.

- Ong dong chia vach.

- Gidy tham.

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ngi kiém, ngoai kiém)

STT Chi phi héa chat, vat tw tiéu hao Pon vi

1 | Gidy xét nghiém To
2 | Tube lay bénh pham Cai
3 |Mi Cai
4 | Khau trang Cai
5 | Gang tay boi
6 | Gang tay xu ly dung cu boi
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7 | Quan 4o bao ho Bo
8 | But viét kinh Céi
But bi Céi
10 | S6 luu két qua xét nghiém Quyén
11 | Dung dich rua tay ml
12 | Khan lau tay Cai
13 | Panh Cai
14 | Khay dung bénh phim Cai
15 | Hop van chuyén bénh pham Cai
16 | Pau coén 10 ml Cai
17 | Pau con 200 ml Cai
18 | Pau con 1000 ml Cai
19 | Pipet nhya Cai
20 | Sinh pham chan doan (QC) Test
21 | Sinh pham chan doan Test
22 | Ngoai kiém (EQAS) (néu thyc hién) *
* Ghi chu:

- Chi phi ngoqi kiém cho quy trinh ky thudt dwoc tinh cu tﬁé theo Chuong trinh
ngoaqi kiem (EQAS) la 1/200 tong chi phi dung cu, héa chat, vat ti tiéu hao (voi
s0 lan ngoai kiém trung binh 2 lan/1 nam).

3.Bénh pham

Huyét thanh

4.Phiéu xét nghiém

Pién day du thong tin theo mau phiéu yéu cau

II1. C4c buérc tién hanh

1. Lay bénh pham

Theo dung quy dinh cua chuyén nganh Vi sinh ( xem Phu luc).
2. Tién hanh k§ thuat

B6 sinh pham chan doan cta Scimedx (USA)

2.1. Lay bo kit ra khoi ta lanh, 1ay du sb giéng can lam.

2.2. Nho ching duong, ching am va mAau huyét thanh di pha lodng 1/64 vao
moi giéng.

2.3. U ¢ nhiét d 15-25°C trong 10 phut
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2.4. Rira v6i dung dich rira da pha lodng, lic sach nudc.

2.5. Thém Conjugate vao mdi giéng, u & nhiét do phong trong 5 phut.
2.6. Rira v6i dung dich rira d3 pha lodng, lic sach nudc.

2.7. Nho TMB vao mdi giéng u ¢ nhiét d6 phong trong 5 phut.

2.8. Nho Stop Solution.

IV. NHAN PINH KET QUA

1. Poc két qua

Cai dat budce song may doc la 450nm/650nm-620nm.

Poc két qua theo hudng din cua bo kit.

2. Kiém tra chit lwong

- Kiém tra chat lugng cho phép danh gia sy 6n dinh cua b kit. Bo kit
khong duoc st dung néu bét ky chimg dwong hodc chirng am roi ra khoi
nguong quy dinh.

V. NHUNG SAI SOT VA XU TRi

Rtra k¥ cac giépg thtr. Sau khi rura vo nhe thanh nhwa vao giéy tham cho ro
nudc va lam tiép cac budc ti€p theo ngay khong dé cac giéng bi kho.
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69. Paragonimus (San 14 phoi) Ab mién dich ban tw dong

I. MUC PiCH VA NGUYEN LY

1. Muc dich

Phét hién khang thé IgG khang v&i Paragonimus c6 trong mau huyét thanh.
2. Nguyén ly

Phat hi¢n khéng~thé IgG khang voi Paragonimus c6 trong mau huyét thanh
bang k¥ thuat mién dich gan men (ELISA).

II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thye hién: Nhéan vién xét nghiém da dugc dao tao va coé ching chi
hoac chirg nhan vé chuyén nganh Vi sinh/Ky sinh trung.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh do dai
hoc hoac sau dai hoc vé chuyén nganh Vi sinh/Ky sinh trung.

2. Phuong tién, hoa chat (Vi du heiic twong dwong)
2.1. Trang thiét bi

- May doc ELISA.

- May ly tdm

- Tu lanh 2°C -8°C

- Micropipette 10 pl, 200 pl, 1000 pl.

- Gi4 dung 6ng mau

- Ong nghiém.
- Ong dong chia vach.
- Gidy tham.

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ngi kiém, ngoai kiém)
STT Chi phi héa chit, vat tw tiéu hao Don vi
1 | Giay xét nghiém TS
2 | Tube lay bénh pham Cai
3 | Mi Cai
4 | Khau trang Cai
5 | Gang tay bo1
6 | Gang tay xu ly dung cu boi
7 | Quan 40 bao ho Bo
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But viét kinh Cai

But bi Cai
10 | S6 luu két qua xét nghiém Quyén
11 | Dung dich rua tay ml
12 | Khén lau tay Cai
13 | Panh Cai
14 | Khay dung bénh pham Cai
15 | Hop van chuyén bénh pham Cai
16 | Pau con 10 ml Cai
17 | Pau c6n 200 ml Cai
18 | Pau con 1000 ml Cai
19 | Pipet nhua Cai
20 | Sinh pham chan doan (QC) Test
21 | Sinh pham chan doan Test
22 | Ngoai kiém (EQAS) (néu thyc hién) *

* Ghi cha:

- Chi phi ngoai kiém cho quy trinh ky thudt dwoc tinh cu thé theo Chwrong trinh
ngoqi kiém (EQAS) la 1/200 tong chi phi dung cu, héa chat, vt tw tiéu hao (véi
s6 lan ngoai kiém trung binh 2 lan/1 nam).

3.Bénh pham

Huyét thanh

4.Phiéu xét nghiém

Dién day du thong tin theo mau phiéu yéu cau

II1. Céc buérc tién hanh

1. Lay bénh pham

Theo ding quy dinh cua chuyén nganh Vi sinh (xem Phu lyc).
2. Tién hanh k§y thuat

B6 sinh pham chan doan cua Scimedx (USA) (VD)

2.1. Lay b kit ra khoi til lanh, 1dy du s6 giéng can lam.

2.2. Nho chung duong, chimg am va mau huyét thanh d pha lodng 1/64 vao
mdi giéng.

2.3. U ¢ nhiét do 15°C -25°C trong 10 phut

2.4. Rira v6i dung dich rira d3 pha lodng, lic sach nudc.
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2.5. Thém Conjugate vao mdi giéng, i & nhiét do phong trong 5 phiit.
2.6. Rira v6i dung dich rira di pha lodng, lac sach nudc.

2.7. Nho TMB vao mdi giéng u & nhiét 46 phong trong 5 phut.

2.8. Nho Stop Solution.

IV. NHAN PINH KET QUA

1. Poc két qua

Cai dat budc song may doc 1a 450nm/650nm-620nm.

Poc két qua theo hudng dan cua bo kit.

2. Kiém tra chit lwong

- Kiém tra chat lugng cho phép danh gid su 6n dinh ciia bo kit. Bo kit
khong dugc str dung n€u bat ky chung duong hoac chirng am roi ra khéi
nguong quy dinh.

V.NHUNG SAI SOT VA XU TRi
1. Sai sot
C6 thé xay ra hién twong am tinh gia hodc duwong tinh gia, thong thuong do:

- Thuc hién sai cac budc trong quy trinh huéng dan.

- Chung am va nhiing mau bénh pham am tinh bi nhiém chéo boi huyét
thanh/ huyét tuong c6 nong do khang thé cao.

- Dung dich co chét bi nhidm boi céc tAc nhan oxid hoa (thudc tay, ion kim
loai v.v...)

- Dung dich dung phan tng bi nhiém ban.

2. Xr tri

- Tuan thu dang cac budc qui trinh huéng dan cia nha san xuit va hudng
dan vé€ d¢ on dinh hoa chat xét nghiém trong bo sinh pham str dung.

Kiém tra va v€ sinh may rua thuong xuyén trudc va sau khi lam xét nghiém.
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70. Schistosoma (San mang) Ab mién dich ban tw dong

I. MUC PiCH VA NGUYEN LY

1. Muc dich

Phét hién khang thé IgG khang véi Schistosoma ¢ trong mau huyét thanh.
2. Nguyén ly

Phat hién khang thé IgG khang véi Schistosoma c6 trong mAau huyét thanh bang
ky thuat mién dich gan men (ELISA).

II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thue hién: Nhén vién xét nghiém da duoc dao tao va c6 chimg chi
hodc chiing nhan vé chuyén nganh Vi sinh/Ky sinh trung.

- Ngudi nhan dinh va phé duyét két qua: Nguoi thuc hién c6 trinh do dai
hoc hoéc sau dai hoc vé chuyén nganh Vi sinh/Ky sinh trung.

2.Phwong tién, héa chat (Vi du hoic twong dwong)
2.1. Trang thiét bi

- May doc ELISA.

- May ly tdm

- Tu lanh 2°C -8°C.

- Micropipette va Dau con 10 pl, 200 pl, 1000 pl.

- Gi4 dung 6ng mau.

- Ong nghiém.

- Ong dong chia vach.

- Gidy tham.

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ngi kiém, ngoai kiém)

STT Chi phi héa chat, vat tw tiéu hao Pon vi

1 | Gidy xét nghiém TS
2 | Tube lay bénh pham Cai
3 | Miu Cai
4 | Khau trang Cai
5 | Gang tay boi
6 | Gang tay xur Iy dung cu boi
7 | Quan 40 bao ho Bo
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But viét kinh Cai

But bi Cai
10 | S6 luu két qua xét nghiém Quyén
11 | Dung dich rua tay ml
12 | Khan lau tay Cai
13 | Panh Cai
14 | Khay dyung bénh pham Cai
15 | Hop van chuyén bénh pham Cai
16 | Pau con 10 pl Cai
17 | Pau con 200 pl Cai
18 | Pau con 1000 pl Cai
19 | Pipet nhya Cai
20 Khau hao sinh pham cho chay chimg va kiém tra chat

luong Test
21 | Sinh pham chan doan Test
22 | Ngoai kiém (EQAS) (néu thyc hién) *

* Ghi chu:

- Chi phi ngoqi kiém cho quy trinh ky thudt dwoc tinh cu tﬁé theo Chuong trinh
ngoaqi kiem (EQAS) la 1/200 tong chi phi dung cu, héa chat, vat ti tiéu hao (voi
s0 lan ngoai kiém trung binh 2 lan/1 nam).

3.Bénh pham

Huyét thanh

4.Phiéu xét nghiém

Pién day du thong tin theo mau phiéu yéu cau

II1. Céc buéc tién hanh

1. Lay bénh pham

Theo ding quy dinh cua chuyén nganh Vi sinh (xem Phu lyc).
2. Tién hanh k§y thuat

B0 sinh pham chan doan ctia Scimedx (USA) (VD)

2.1. Lay bo kit ra khoi ta lanh, 1ay du sb giéng can lam.

2.2. Nho ching duong, ching am va mAau huyét thanh di pha lodng 1/64 vao
moi giéng.

2.3. U ¢ nhiét do 15°C -25°C trong 10 phat
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2.4. Rura véi dung dich rira da pha loang, l4c sach nuée.

2.5. Thém Conjugate vao mdi giéng, u & nhiét do phong trong 5 phut.

2.6. Rira v6i dung dich rira d3 pha lodng, lic sach nudc.

2.7. Nho TMB vao mdi giéng u ¢ nhiét d6 phong trong 5 phut.

2.8. Nho dung dich dung phan tng.

IV. NHAN PINH KET QUA

1. Poc két qua

Cai dat budce song may doc 1a 450nm/650nm-620nm.

Poc két qua theo hudng din cua bo kit.

2. Kiém tra chat luong

Kiém tra chat Iu:(_)’ngrcho phép danh gia su 6n dinh cta bd kit. B kit khong
dugc st dung néu bat ky chirng duong hodc ching am vuot ra khoi ngudng
quy dinh

V. NHUNG SAI SOT VA XU TRi

1. Sai sot

C6 thé xay ra hién twong am tinh gia hoic duwong tinh gia, thong thuong do:

- Thyc hién sai cac budc trong quy trinh huéng dan.

- Chung am va nhiing mau bénh pham am tinh bi nhiém chéo boi huyet
thanh/ huyet trong c6 nong d6 khang thé cao. o

- Dung dich co chat bi nhiém bai céc tac nhan oxid hoé (thuoc tay, ion kim
loaiv.v...) o

- Dung dich dung phan tng bi nhiém ban.

2. Xir tri

- Tuan thu dung cac budc qui trinh hudng dan cua nha san xuét va hudng
dan vé d¢ on dinh hoa chat xét nghiém trong bd sinh pham sir dung.

- Kiém tra va vé sinh mdy rira thudng xuyén trudc va sau khi lam xét
nghiém.
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71. Toxoplasma gondii IgM mién dich ban tw dong
I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phat hién khang thé IgM khéng Toxoplasma gondii
2. Nguyén ly

Phat hién khang thé IgM khang Toxoplasma gondii bang ky thuat
ELISA (mién dich gan enzym).

II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thyc hién: Nhan vién xét nghiém da dugc dao tao va cé ching chi
hoac chirg nhan vé chuyén nganh Vi sinh/Ky sinh trung.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién ¢6 trinh do dai
hoc hoac sau dai hoc vé chuyén nganh Vi sinh/Ky sinh trung.

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)
2.1. Trang thiét b
- Hé thong may ELISA

- Pipet tu dong hay ban tu dong diéu chinh dugc dung phan phéi cac thé tich
tir 2 ul dén 200 pl, 100 pl-1000 pl.

- May ly tdm

- Talanh4°C-8°C

- Tua 4m siu (-20°C) hodc (-70°C) (néu co)

2.2 Dung cu, hda chdt va vit tw tiéu hao (bao gém ngi kiém, ngoai kiém)

ST X Don vi
T Chi phi hoa chat, vat tu tiéu hao :
1 |Bong Kg
2 | Day gard Cai
3 |Con MI
4 | Bom kim tiém Cai
5 | Panh Cai
6 | Khay dung bénh pham Cai
7 | Hop van chuyén bénh pham Cai
8 | Tube dung bénh pham Cai
9 | Sinh pham chan doan Test
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10 |Khéau hao sinh pham cho chay chimg, kiém tra chét
luong Test

11 | Nudc cat ml
12 | Dau con 1000 pul Cai
13 | Pau con 200 pul Cai
14 | Giay thim Cudn
15 | Giay xét nghiém TS
16 | S6 luu két qua xét nghiém To
17 | Bt viet kinh Cai
18 | But bi Cai
19 | Mi Cai
20 | Khau trang Cai
20 | Gang tay boi
21 | Gang tay xu ly dung cu boi
22 | Quén 4o bao ho Bo
23 | Dung dich xa phong rua tay ml
24 | Con sét tring tay nhanh ml
25 | Dung dich khtr trung ml
26 | Khén lau tay Cai
27 | Ngoai kiém (EQAS) (néu thuc hién)*

* Ghi cha:

- Chi phi ngoqi kiém cho quy trinh ky thudt dwoc tinh cu thé theo Chwong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chdt, vit tw tiéu hao (véi

$6 lan ngoai kiém trung binh 3 lan/1 nam).
3. Bénh pham
Huyét thanh hodc huyét twong.

4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau.
III. CAC BUOC TIEN HANH

Cac bude tién hanh thuc hién theo phuong tién, hoa chit vi du sir dung sinh

pham SERION ELISA Toxoplasma gondii IgM
1. LAy bénh pham

Theo dung quy dinh cua chuyén nganh Vi sinh (Xem Phu luc).
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2. Tién hanh k§ thuat
Bo sinh pham SERION ELISA Toxoplasma gondii IgM (VD)

3. Qui trinh chay miu SERION ELISA Toxoplasma gondii IgM (VD hoic
tuong duong):

Cac budc Noi dung
3.1 - Chuan bi du s6 giéng can st dung.
3.2 - Pha dung dich rtra:Pha loang chat rira dém c6 dic (V1)

01:30 véi nude cét cho ra dung tich cudi cung cua V2.

3.3 - RF- absorbgnt duoc thyuc hién bang cach 0 miu cua Ngudi
bénh trong chat dém Rf pha loéng trong 15 phut ¢ nhiét do
phong hodc qua dém ¢ 4 °C : 200 pl Rf-absorbent +800 pl

dung dich dém pha loang.

3.3 - Pha lodng méu v6i 10pl bénh phim+1000pul Rf- dém pha
loéng

3.4 - Cho 100 pl mau chimg va miu pha lodng vao cac giéng theo
thur tu:

Al: Giéng trong

B1: Ching am

C1: Huyét thanh chuan

D1: Huyét thanh chuin

Tir E1: Bénh pham da pha lodng

3.5 -U§37°C(+/-1°C) trong 60 phat (+/ - 5 phat)

3.6 - Rura 4 1an bang dung dich rira. Tham kho

3.7 - Cho 100 pl dung dich cong hop vao cac giéng thich hop (trir
giéng trong)

3.8 - U & 37°C (+/- 1°C) trong may 1 hoi trong 30 phut (+/- 1 phit)

3.9 - Rira 4 lan bang dung dich rira. Tham khs.

3.10 - Thém 100ul dung dich co chat vao mdi giéng (bao gom giéng
trong)

3.11 | -U & 37°C (+/- 1°C) trong may 1 hoi trong 30 phut (+/- 1 ph(t)

3.12 - Thém 100pl dung dich dung phan ng vao mdi giéng, lac cac
giéng mot cach nhe nhang dé tron déu dung dich

3.13 - Poc két qua trén may doc ELISA & budc song 405/620 nm.

Doc két qua OD trong 60 phit

IV. NHAN PINH KET QUA
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1. Tinh gia tri nguwéng:

- Két qua dugc doc trén may doc ELISA Vél‘ ddi véi viee danh giad ty dong cua
tin hiéu do luong quang hoc, cac phan mém SERION easyANALYZE, cac
phan mém SERION danh gia cing nhu phan mém Microsoft® Excel® -dwa
trén cong cy phan mém SERION activity c6 san theo yéu cau.

Thir nghiém c6 gia tri khi théa man diéu kién:

- Giéng tréng khong chét nén phai 1a <0,25 OD.

- Chirng am: phai am tinh. 7

- Bang cach str dung cac xét nghi¢ém dinh luong SERION ELISA classic kiém
tra gia tri OD- trung binh (sau khi trur gleng tréng co chét) cua huyet thanh

chuan phai nam trong pham vi hiéu chuan, dugc dua ra trén gidy ching nhan
kiém soat chat luong theo 16 cu thé.

- Bang cach sir dung cac xét nghiém dinh luong SERION ELISA classic kiém
tra gia tri OD cua ching duong va gia tri OD trung binh tai ngudng huyét thanh
phai nam trong pham vi hiéu chuan, dugc dua ra trén glay ching nhén kiém
soat chat luong 16 cu thé (sau khi trr giéng trong co chat).
- Bién thién cé4c gia tri OD cua huyét thanh chuan hodc huyét thanh tai ngudng
khong thé cao hon 20%.

- Néu céc tiéu chi nay khong dugc dap Gmg, xét nghiém khong co gia tri phai
duoc 1ap lai.

3. Dién giai két qua

- Céc khoang ranh gi6i cua xét nghiém SERION ELISA classic Toxoplasma

gondii IgM dugc quy dinh trong gidy chimg nhén kiém tra chat luong va cho
biét ranh gidi ctia két qua xét nghiém:

+ Cac gia tri dudi khoang nay: Am tinh; + Céc gia tri trén pham vi nay: Duong
tinh.

V. NHUNG SAI SOT VA XU TRi
1. Sai sot

C6 thé xdy ra hién twong am tinh gia hodc duong tinh gia hoic phan tmg khong
xay ra thong thuong do:

- Thuyc hién sai cac bude trong quy trinh huéng dan.
- Chung am va nhitng mau bénh pham am tinh bi nhiem chéo boi huyet
thanh/ huyét tuong c6 nong do khang thé cao.

2. Xw tri

- Tuan thi dung cic budce qui trinh hudng din cta nha san xuat va hudng dan
ve do on dinh hoa chat xét nghiém trong bd sinh pham st dung.

- Kiém tra va v€ sinh may rira thuong xuyén trude va sau khi lam xét nghiém.

- Khéng str dung thudc thir d3 qué han sir dung.
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- Khong nén ding mau da thay rd bi nhiém khuan bang mat thuong.
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72. Toxoplasma gondii 1gG mién dich ban tw déng
I. MUC PiCH VA NGUYEN LY
1. Muc dich
Phat hién khéang thé IgG khang Toxoplasma gondii
2. Nguyén ly
Bang k¥ thuat ELISA (mién dich gin enzym).
II. CHUAN BI
1. Ky thuat vién/Cié nhan

- Nguoi thuc hién: Ky thuat vién/Cu nhan, nhan vién da dugc dao tao va
c6 chiing chi hoac chiing nhan vé chuyén nganh Vi sinh/Ky sinh tring.

- Nguoi nhan dinh va phé duyét két qua: Ky thuat vién/Cir nhan cé trinh
d6 dai hoc hoic sau dai hoc vé chuyén nganh Vi sinh/Ky sinh tring.

2. Phuong tién, hoa chat (Vi du hoiic twong dwong)
Phuong tién, hoa chat nhu vi du duéi day hoic twong duong.
2.1. Trang thiét bi

- Hé théng may ELISA

- Pipet tu dong hay ban tu dong diéu chinh dugc dung phan phéi cac thé tich
tir 2 ul dén 200 pl, 100 ul-1000 pl.

- May ly tam

- Ti lanh 4°C — 8°C

- Tua 4m sau (-20°C) hodc (-70°C) (néu co)

2.2 Dung cu, hda chdt va vt tw tiéu hao (bao gém néi kiém, ngoai kiém)

ST « s Ay A ‘A Ponvi | S6 lwong

T Chi phi hoa chat, vat tu tiéu hao
1 |Bong Kg 0,001
2 | Day gard Cai 0,001
3 | Con ml 1,000
4 | Bom kim tiém Cai 1,000
5 | Panh Cai 0,0001
6 | Khay dung bénh pham Cai 0,0001
7 | Hop van chuyén bénh pham Cai 0,001
8 | Tube dung bénh pham Cai 2,000
9 | Sinh pham chan doan Test 1,000
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10 Kh’éu hao sinh pham cho chay ching, kiém tra

chat lugng Test 3,000
11 | Chtng ngoai kiém am (néu cd) ml 0,030
12 | Chtng ngoai kiém duong (néu cb) ml 0,030
13 | Nudc cat ml 8,000
14 | Pau c6n 1000 pl Cai 2,000
15 | Pau con 200 ul Cai 6,000
16 | Giay tham Cudn 0,100
17 | Giay xét nghiém TS 2,000
18 | S6 luu két qua xét nghiém To 0,001
19 | But viét kinh Cai 0,020
20 | Butbi Cai 0,010
20 | Mi Cai 0,020
21 | Khau trang Cai 0,020
22 | Gang tay boi 0,100
23 | Gang tay xu ly dung cu boi 0,020
24 | Quan 40 bao ho Bo 0,005
25 | Dung dich xa phong rua tay ml 8,000
26 | Con sat trung tay nhanh ml 1,000
27 | Dung dich khtr trung ml 10,000
28 | Khan lau tay Cai 0,010
29 | Ngoai kiém (EQAS) (néu thyc hién)* 0,005

* Ghi chu:

- Chi phi ngoai kiém cho quy trinh ky thudt duoc tinh cy thé theo Chwong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chat, vt ti tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh pham
Huyét thanh hodc huyét twong.

4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau.
III. CAC BUOC TIEN HANH

Cac budc tién hanh thuc hién theo phuong tién, hoa chat vi du sir dung sinh
pham SERION ELISA Toxoplasma gondii 1gG (VD hoac tuong duong)
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1. LAy bénh pham

Theo ding quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k§ thuat
Bo sinh pham SERION ELISA Toxoplasma gondii IgG (VD)

3. Qui trinh chay miu SERION ELISA Toxoplasma gondii 1gG:

Cac budce Noi dung

3.1 - Chuan bi du s6 giéng can st dung.

3.2 - Pha dung dich rira:Pha loang chat rira dém c6 dic (V1)
01:30 vé6i nude cat cho ra dung tich cudi cing cua V2.

3.3 - Pha lodng mau véi 10ul bénh pham+1000ul dung dich
pha loéng

3.4 - Cho 100 ul miu chirmg va mau pha lodng vao cac giéng theo
thir tu:
Al: Giéng tréng
B1: Chimg am
C1: Huyét thanh chuan
D1: Huyét thanh chuan
Tir E1: Bénh pham d4 pha lodng

3.5 -U6¢37°C (+/-1°C) trong 60 phdt (+/ - 5 phat)

3.6 - Rira 4 lan bang dung dich rira. Tham kho

3.7 - Qho 100 pl dung dich cong hop vao cac giéng thich hop (trur
giéng trong)

3.8 - U & 37°C (+/- 1°C) trong may u hoi trong 30 phut (+/- 1 phut)

3.9 - Rira 4 lan bang dung dich rira. Tham kho.

3.10 - Thém 100pl dung dich co chat cho vao mdi giéng (bao gom
giéng trong)

3.11 |- U &37°C (+/- 1°C) trong may u hoi trong 30 phut (+/- 1 ph(t)

3.12 - Thém 100ul dung dich dimg phan rng vao mdi giéng, lac cac
giéng mot cach nhe nhang dé tron déu dung dich

3.13 - Doc két qua trén may doc ELISA ¢ budc song 405/620 nm.
Doc két qua OD trong 60 phut

IV. NHAN PINH KET QUA

1. Tinh gia tri ngwéng:
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- Két qua dugc doc trén may doc ELISA VE‘l‘ ddi voi viée danh gia ty dong cua
tin hiéu do luong quang hoc, cac phan mém SERION easyANALYZE, cac
phan mém SERION danh gia cling nhu phan mém Microsoft® Excel® -dua
trén cong cu phan mém SERION activity c6 san theo yéu cau.

Thir nghiém c6 gia tri khi thoa man diéu kién:

- Giéng trfmg khong chét nén phai 1a <0,25 OD.

- Viéc chat chirng &m tinh phai tao ra két qua xét nghiém am tinh. w

- Bang cach stir dung cac xét nghiém dinh lugng SERION ELISA classic kiém
tra gia tri OD- trung binh (sau khi trur gleng tréng co chét) ciia huyet thanh

chuan phai nam trong pham vi hiéu chuan, duoc dua ra trén gidy ching nhan
kiém soét chit luong theo 16 cu thé.

- Br?lng cach st dung cac xét nghi¢m dinh lugng SERION ELISA Classjc kiém
tra gia tri OD cua chung duong va gia tri OD trung binh tai ngudng huyet thanh
phai nam trong pham vi hiéu chudn, dugc dua ra trén glay ching nhéan kiém
soat chat luong 16 cu thé (sau  khi tro giéng trong co  chat).
- Bién th[en c4c gia tri OD cuia huyét thanh chuan hodc huyét thanh tai ngudng
khong thé cao hon 20%.
- Néu céc tiéu chi nay khong dugc dap Gmg, xét nghiém khong co gia tri phai
duoc lap lai.
2. Dién giai két qua
- Céc khoang ranh gi6i cua xét nghiém SERION ELISA classic Toxoplasma
gondii IgG duoc quy dinh trong gidy chimg nhan kiém tra chat lugng va cho
biét ranh gidi cua két qua xet nghiém. Cac gia tri dudi khoang nay dugc hiéu la
cho 1 két qua xet nghiém am tinh; cac gia tri trén pham vi nay dugc hiéu 1a cho
1 két qua xét nghiém duong tinh.
- SERION ELISA Toxoplasma IgG cé thé duoc sir dung nhu 1a mét xét nghiém
sang loc. Két qua am tinh véi SERION ELISA Toxoplasma IgG (<10 LU / ml)
V. NHUNG SAI SOT VA XU TRi
1. Sai sot
C6 thé xay ra hién tuong am tinh gia hodc duong tinh gia hodc phan ung khong
xay ra thong thuong do:
- Thuyc hién sai cac buéc trong quy trinh huéng dan.
- Chung am va nhitng mau bénh pham am tinh bi nhiem chéo boi huyeét
thanh/ huyét tuong c6 nong do khang thé cao.
2. Xur tri
- Tuén thu dung cac bude qui trinh huong dan cua nha san xuat va huéng din
v€ do On dinh hoa chat xét nghiém trong bo sinh pham st dung.
- Kiém tra va vé sinh may rira thuong xuyén trudc va sau khi 1am xét nghiém.
- Khéng str dung thudc thir d3 qué han st dung.
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- Khong nén dung mau da thay r6 bi nhiém khuan bang mat thuong
73. Trichinella spiralis (Giun xoin)

Ab mién dich ban tu dong

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Phét hién khang thé IgG khang véi Trichinella spiralis co trong mau huyét
thanh.

2. Nguyén ly

Phat hién khéang thé IgG khéng véi Trichinella spiralis ¢ trong mau huyét
thanh bang k¥ thuat mién dich gan men (ELISA).

II. CHUAN BI
1.Nguwoi thue hién

- Nguoi thuc hién: Ky thuat vién/Cir nhan, nhan vién da dugc dao tao va
c6 chung chi hoac chang nhan vé chuyén nganh Vi sinh/ Ky sinh trung.

- Nguoi nhan dinh va phé duyét két qua: Can bo co trinh d6 dai hoc hoac
sau dai hoc ve chuyén nganh Vi sinh / Ky sinh trung, c6 chuang chi hodc ching
nhan vé chuyén nganh Vi sinh/ Ky sinh tring

2.Phwong tién, héa chat
Phuong tién, hoa chat nhu vi du duéi ddy hodc twong duong.
2.1. Trang thiét bi
- May doc ELISA.
- May ly tdm
- Tu lanh 2°C -8°C
- Micropipette va Dau c6n10 pl, 200 pl, 1000 pl.

- Gia dung ong mau

- Ong nghiém.
- Ong dong chia vach.
- Gidy tham.
2.2. Dung cu, héa chit va vit tw tiéu hao (bao gém ndi kiém, ngoai kiém)
STT Chi phi héa chit, vat tw tiéu hao Pon vi S6 lwong
1 | Giay xét nghiém TS 2,000
2 | Tube lay bénh pham Cai 1,000
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3 | Mi Cai 0,100
4 | Khau trang Cai 0,100
5 | Gang tay boi 2,000
6 | Gang tay xt ly dung cu boi 0,020
7 | Quan 4o bao ho Bo 0,001
8 | But viét kinh Cai 0,020
9 | BUtbi Cai 0,010
10 | S6 luu két qua xét nghiém Quyén 0,001
11 | Dung dich rua tay ml 8,000
12 | Khan lau tay Cai 0,010
13 | Panh Cai 0,0001
14 | Khay dyng bénh pham Cai 0,0001
15 | Hop van chuyén bénh pham Cai 0,0001
16 | Pau con 10 ml Cai 1,000
17 | Pau con 200 ml Cai 4,000
18 | Pau con 1000 ml Cai 1,000
19 | Pipet nhya Cai 1,000
20 Sinh pham cho chay chtng va kiém tra chat

lugng Test 0,400
21 | Sinh phém chan doan Test 1,000
22 | Ngoai kiém (EQAS) (néu thyc hién) * 0,005

* Ghi chu:

- Chi phi ngoqi kiém cho quy trinh ky thudt dwoc tinh cu thé theo Chwong trinh
ngoqi kiém (EQAS) la 1/200 tong chi phi dung cu, héa chat, vt tie tiéu hao (véi
s6 lan ngoai kiém trung binh 2 lan/1 nam).

3.Bénh pham
Huyét thanh
4.Phiéu xét nghiém
Dién day du thong tin theo mau phiéu yéu cau
III. Céc buérc tién hanh
1. LAy bénh pham
Theo ding quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).
2. Tién hanh k§ thuat
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B6 sinh pham chan doan ctia Scimedx (USA)

2.1. Lay bo kit ra khoi ta lanh, 14y du s giéng can lam.

2.2. Nho chung duong, ching am va mAau huyét thanh di pha lodng 1/64 vao
moi giéng.

2.3. U ¢ nhiét do 15-25°C trong 10 pht

2.4. Rira v6i dung dich rira d3 pha lodng, lic sach nudc.

2.5. Thém Conjugate vao mdi giéng, 0 & nhiét d6 phong trong 5 phut.

2.6. Rura véi dung dich rira da pha loang, lic sach nuée.

2.7. Nho TMB vao mdi giéng u ¢ nhiét d6 phong trong 5 phut.

2.8. Nho Stop Solution.

IV. NHAN PINH KET QUA

1. Poc két qua

Cai dat budce song may doc la 450nm/650nm-620nm.

Poc két qua theo hudng dan cua bo kit.

2. Kiém tra chat lwgng

- Kiém tra chat lugng cho phép danh gia sy on dinh cuia bo kit. Bo kit
khong duoc st dung néu bat ky chirng duong hoac chiing am vuot ra khoi
nguong quy dinh.

V. NHUNG SAI SOT VA XU TRi

1. Sai sot

C6 thé xay ra hién twong am tinh gia hodc duwong tinh gia, thong thuong do:

- Thyc hién sai cac budce trong quy trinh huéng dan. X ’
- Chung @m va nhiing mau bénh pham am tinh bi nhiém chéo boi huyet
thanh/ huyet twong c6 nong do khang thé cao. o

- Dung dich co chat bi nhiém béi cac tac nhéan oxid ho (thuoc tay, ion kim
loaiv.v...) o

- Dung dich dung phan tng bi nhiém ban.

2. Xur tri

- Tuén thu ding cac bude qui trinh hudng dan cua nha san xuat va hudng
dan veé do on dinh hoa chat xét nghiém trong bd sinh pham sir dung.

- Kiém tra va vé sinh may rira thudng xuyén trudc va sau khi lam xét
nghiém.
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74. Pinh danh vi sinh vat bang k¥ thuiat PCR long

da tac nhan
I. MUC PiCH VA NGUYEN LY
1. Muc dich

Xac dinh sy c6 mat cua mot s6 can nguyén vi sinh vat thuong gap truc ti€p tu
cac bénh pham lam sang.

2. Nguyén ly

Duya trén nguyén 1y caa ki thuat PCR 1ong da moi.
II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thue hién: Nhéan vién xét nghiém da duoc dao tao va cé chirg chi
hodc chiing nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh do dai
hoc hoac sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phan tu/ sinh
hoc/céng nghé sinh hoc).

2. Phuwong tién, hoa chit (Vi du hoiic twong dwong)
Phuong tién, hoa chat nhu vi du duéi day hodc twong duong.
2.1. Trang thiét bi

- Tu an toan sinh hoc cap 2

- Hé théng FilmArray phan mém

- FilmArray Pouch Loading Station

- Talanh 2°C-8°C

- Tu 4m sdu (-20°C hoic -70°C)

- Micropipette

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom néi kiém, ngoai kiém)

STT Chi phi héa chat, vt tu tiéu hao Pon vi
1 |Bong kg
2 | Con ml
3 | Bomkim tiém Cai
4 | Panh Cai
5 | Khay dung bénh pham Cai
6 | Hop van chuyén bénh pham Test
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7 | Tube dyng bénh pham Cai
8 | Gang khong co6 bot Cai
Sinh pham chan doan Test
10 ﬁ’hoiug hao sinh phdm cho chay chtng va kiém tra chét Test
11 | Méi trudng van chuyén mau Ong
12 | Paucon 10 pl co loc Cai
13 | Pau c6n 30 pl Cai
14 | Pau con 200 pl co loc Cai
15 | Pau con 1 ml co loc Cai
16 | Giay tham Cudn
17 | Gidy xét nghiém TS
18 | S6 luu két qua xét nghiém TS
19 | Bt viét kinh Cai
20 | Buthi Cai
21 | M Cai
22 | Khau trang Cai
23 | Gang tay boi
24 | Gang tay xu ly dung cu boi
25 | Quan 40 bao ho Bo
26 | Dung dich xa phong rua tay ml
27 | Con sat trung tay nhanh ml
28 | Dung dich khtr trung nl!
29 | Khan lau tay cai
30 | Ngoai kiém (EQAS) (néu co)*
* Ghi chu:

Chi phi ngoai kiém cho quy trinh kj thudr dieoc tinh cu thé theo Chirong trinh
ngogi kiém (EQAS) 1a 1/50 tong chi phi dung cu, hoa chdt, vdt tw tiéu hao (v6i
sé lan ngogi kiém trung binh 3 ldn/I ndm).

3. Bénh pham

Phan, dich ty hau, dich ndo tuy.

4. Phiéu xét nghiém

Pién day du thong tin theo mau phiéu yéu cau
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III. CAC BUOC TIEN HANH

Céac budce tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.
1. LAy bénh pham

2. Tién hanh k§y thuit

2.1.  Bwéc 1: Chudn bj tai hoa chat

- Cho tui hda chét vao trong tram chuan bi mau
- bat lo dé tiém mau bénh pham (mau do) vao giéng mau do
- bat lo chira dung dich hoa tan hoa chat (mau xanh) vao giéng mau xanh

2.2.  Bwéc 2: Hoa tan hoa chat

- Xoay dé mo lo chira dung dich hoa tan hoa chat
- Tiém vao ong chira dich hoa tan cua tli héa chat

Poi ti khi hda chat hoa tan trong tat ca cac ong thi rat kim ra tra vé lo
du’ng dung dich ban dau.

2 3. Bwoéc 3: Trgn mdu bénh pham vao thi hoa chat

- Thém toan bo 6ng dung dich dém vao lo dé tiém mau

- Dung pipet chuyén mau bénh pham vao trong lo nay

- Nap chat, bo ra khoi giéng va tron bang cach lic 18n 3 lan
- Dit lai vi tri giéng mau do

2.4.  Bwoéc 4: Ngp mdu bénh pham

- Xoay vong mé nap kim cua lo tiém mau
- Tiém toan bo lo vao giéng chuan dau tién
- bay manh toan b6 dung dich vao trong tdi héa chat

2.5.  Bwdc 5: Bt ddu chay FilmArray
IV. NHAN PINH KET QUA

Phan mém tu dong ma ban béo cao két qua khi xét nghiém hoan tat.
V.NHUNG SAI SOT VA XU TRi

- Trong trudng hop khong c6 san pham PCR, can phai kiém tra lai qua
trinh tach chiét RNA tong so0, chat lugng primers va master mix, va thuc hién
lai toan b xét nghiém.
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75. Vi sinh vat nhiém khuan nde-mang n3o
Real-time PCR da tac nhan

I. MUC PICH VA NGUYEN LY
1. Muc dich

Xac dinh DNA/RNA dac trung cia cac vi sinh vat gay bénh trong dich
nao tuy cua nguoi.
2. Nguyén ly

Dua trén nguyén ly k¥ thuat Real-time PCR.
I1. CHUAN BI
1. Nguwoi thuc hién
- Nguoi thye hign: Nhan vién xét nghiém da duoc dao tao va c6 ching chi
hodc ching nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phan ti/ sinh
hoc/cong nghé sinh hoc).
- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh d6 dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phéan tu/ sinh
hoc/cong nghé sinh hoc).
2. Phuong tién, hoa chit (Vi du hoiic twong dwong)
2.1. Trang thiét bi
- May real-time PCR da mau va hé théng may vi tinh.
- Bo luu dién
- May U nhiét
- May ly tam > 12000 gpm/phut
- May ly tam lanh
- Tulanh 2°C -8°C ,
- Tua &m sau (-20° C) hoic (-70°C) (néu cd)
- May vortex
- T an toan sinh hoc
- Micropipettes cac thé tich tir 5 ul - 1000 pl.
- Pau con ¢d phin loc c4c thé tich tir 5 pl - 1000 pl.

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ndi kiém, ngoai kiém)

STT Chi phi héa chat, vat tu tiéu hao DPon vi
1 | Lo dung bénh pham vé tring Cai
2 | Gang khong c6 bot tal ( DNase-RNase free) boi
3 | Khay dung bénh pham Cai
4 | Hop van chuyén bénh pham Cai
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5 | Sinh pham chan doan Test
6 Khau hao sinh pham cho chay chimng, kiém tra chat Test
luong
7 | Hoa chét va vat tu tiéu hao cho tach acid nucleic Test
8 | Tube eppendorff 1,5 ml Cai
Strip 8 tubes 0,1 ml Cai
10 | Nap day strip 8 tubes Cai
11 | Pau con c6 phin loc 1 ml Cai
12 | Pau con co phin loc 200 pl Cai
13 | Pau con c6 phin loc 30 pl Cai
14 | Pau con c6 phin loc 10 pl Cai
15 | Gidy tham khong bui Cudn
16 | Giay xét nghiém TS
17 | S6 luu két qua xét nghiém To
18 | But viét kinh Cai
19 | But bi Cai
20 | Mu Cai
21 | Khau trang Cai
22 | Gang tay xu ly dung cu boi
23 | Quan 4o bao ho Bo
24 | Dung dich xa phong rua tay ml
25 | Con sat trung tay nhanh ml
26 | Dung dich khtr trung ml
27 | Khan lau tay Cai
28 | Ngoai kiém (EQAS) (néu thyuc hién)*
* Ghi chu:

- Chi phi ngoqi kiém cho quy trinh ky thudt dwoc tinh cu thé theo Chwong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chat, vat ti tiéu hao (véi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh phim
Dich nao tuy.
4. Phiéu xét nghiém
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Dién day du thong tin theo mau yéu cau

II1. CAC BUGC TIEN HANH

Céc bude tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.

1. Lay bénh pham

Theo ding quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh ky thuat

2.1. Thu nhén va xir li mdu

Phai dong nhat va xir Iy mau trude khi tach chiét DNA/RNA (néu can).

2.2. Tach chiét DNA/RNA

2.3. Thwc hién phdn veng real-time PCR

IV. NHAN PINH KET QUA

1. Piéu kién ciia phan vng

- Chtng duong co duong bié~u dién tin hiéu huynh quangqtuyér} tinh vuot
qua tin hi¢u nén (duong bi€u dién duong tinh) va duong biu dién tin hiéu

huynh quang cho chiing ndi duong tinh hoac thang va khong vugt qua tin hi¢u
nén (duong bi€u dién am tinh).

- Chtng 4m c6 dudng biéu dién tin hiéu huynh quang am tinh va duong
biéu dién tin hi€u huynh quang chirng nd1 duong tinh

2. Phan tich mau

- Mau dwong tinh: Mau ¢6 duong biéu dién duong tinh 16 rang tuong ung
véi mau caa tirng tac nhan va bat dau tir chu ky 45 trg vé truéc. Mot mau ¢ the
duong tinh véi 1 hodc nhiéu tac nhan.

- Mau nghi ngo: Mau c6 duong biéu dién duong tinh va 16n hon chu ky 45
—> thuc hién lai xét nghiém. Néu két qua van Iap lai thi tra 1oi két qua duong
tinh. Néu két qua khac véi lan dau thi yéu cau lay lai mau bénh pham khac dé
kiém tra lai.

- Mau am tinh: Mau c¢6 duong biéu dién &m tinh, ching noi phai duong
tinh.

V. NHUNG SAI SOT VA XU TRi

1. Sw cd: C6 mau va chang noi ciing déu am tinh. Chtng binh thuong, c6 mau
duong, mau &m that su.
2. Nguyén nhan: Cé thé mau am thuc su, co6 thé phan tng PCR bi ¢ che.

3. Khic phuc: Pha lodng mau tir 10-100 1an, thyuc hién lai toan bo thi nghiém
tur bude tach chlet Sau khi co két L qua phai nhan thém vdi hé sO pha loang mau.
Néu van gip su cb trén, ldy lai mau theo diing yéu cau
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76. Vi sinh vat nhiém khuin ho hap
Real-time PCR da tac nhan

I. MUC PiCH VA NGUYEN LY
1. Muc dich

~ Xac dinh DNA/RNA déc trung cua cac vi sinh vat gay bénh trong bénh
pham dudng hé hap cta nguoi.

2. Nguyén ly

Dua trén nguyén Iy k¥ thuat Real-time PCR.
II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thue hién: Nhéan vién xét nghiém da dugc dao tao va co6 ching chi
hodc chiing nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh do dai
hoc hoac sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phan tu/ sinh
hoc/cong nghé sinh hoc).

2. Phuwong tién, hoa chit (Vi du hoiic twong dwong)
2.1. Trang thiét bj

- May real-time PCR da mau va hé théng may vi tinh.
- B6 luu dién
- May u nhiét
May ly tdm > 12000 gpm/phat
May ly tdm lanh
Tt lanh 2°C -8°C
Ta &m sau (-20° C) hoic (-70°C) (néu cd)
- May vortex
Tu an toan sinh hoc
Micropipettes cac thé tich tir 5 pl - 1000 pl.

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom noi kiém, ngoai kiém)

STT Chi phi héa chit, vat tw tiéu hao Pon vi
1 | Tam bong vo trung hodc lo dung bénh pham Cai
2 | Gang khong c6 bot tal ( DNase-RNase free) boi
3 | Khay dung bénh pham Cai
4 | Hop van chuyén bénh pham Cai
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Sinh pham chan doan Test

Khau hao sinh pham cho chay chimg, kiém tra chat luong Test
7 | Hoa chét va vat tu tiéu hao cho tach acid nucleic Test
8 | Tube eppendorff 1,5 ml Cai

Strip 8 tubes 0,1 ml Cai
10 | Nap day strip 8 tubes Cai
11 | Pau con c6 phin loc 1 ml Cai
12 | Pau con c6 phin loc 200 pl Cai
13 | Pau con co phin loc 30 pl Cai
14 | Pau con co phin loc 10 pl Cai
15 | Gidy tham khong bui Cudn
16 | Gidy xét nghiém To
17 | S6 luu két qua xét nghiém To
18 | But viét kinh Cai
19 | Buathbi Cai
20 | Mu Cai
21 | Khau trang Cai
22 | Gang tay xu ly dung cu boi
23 | Quan 4o bao ho Bo
24 | Dung dich xa phong rua tay ml
25 | Con sat trung tay nhanh ml
26 | Dung dich khtr trung nl!
27 | Khan lau tay Cai
28 | Ngoai kiém (EQAS) (néu thyc hién)*

* Ghi chu:

- Chi phi ngoqi kiém cho quy trinh ky thudt dwoc tinh cu thé theo Chuwrong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chat, vt ti tiéu hao (véi
$6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh pham

Dich mili hau, dich ngody hong, dich ty hau, dich hut phé quan, dich rira phé
quan.

4. Phiéu xét nghiém
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Pién day du thong tin theo mau yéu cau

ITl. CAC BUGC TIEN HANH

Céac budce tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.

1. Lay bénh pham

Theo dung quy dinh cia chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh Ky thuat

2.1. Thu nhdn va xir li médu

Phai dong nhat va xtr Iy mau trude khi tach chiét DNA/RNA (néu can)

2.2. Tach chiét DNA/ RNA

2.3. Thuc hién phdn vng real-time PCR

IV. NHAN PINH KET QUA

1. Piéu kién ciia phan g

- Ching duong c6 duong biéNu dién tin hiéu huynh quangvtuyé’r} tinh vuot
qua tin hi¢u nén (dudng bi€u dién duong tinh) va duong biu dién tin hiéu

huynh quang cho chig ndi duong tinh hoac thang va khong vuot qua tin hi¢u
nén (duong bi€u dién am tinh).

- Chting am c6 dudng biéu dién tin hiéu huynh quang 4m tinh va duong
bicu dién tin hi¢u huynh quang chirng ni duong tinh

2. Phan tich mau

- M3au duong tinh: Mau c¢6 duong biéu dién duong tinh rd rang tuong (ng
véi mau cia ting tac nhan va bat dau tir chu ky 42 trg vé trude. Mot mau co thé
duong tinh véi 1 hodc nhiéu tac nhan.

- Mau nghi ngo: Mau c6 duong biéu dién duong tinh va 16n hon chu ky 42
—> thuc hién lai xét nghiém. Néu két qua van lap lai thi tra loi két qua duong
tinh. Néu két qua khac vai lan dau thi yéu cau lay lai mau bénh pham khac dé
kiém tra lai.

- Mau am tinh: Mau c¢6 duong biéu dién &m tinh, ching noi phai duong
tinh.

V. NHUNG SAI SOT VA XU TRi

1. Sw c6: C6 mau va ching noi ciing déu am tinh. Chtng binh thuong, ¢ mau
duong, mau @m that su.
2. Nguyén nhan: Cé thé mau am thuc sy, co6 thé phan tng PCR bi ¢ che.

3. Khic phuc: Pha loang mau tir 10-100 1an, thuc hién lai toan b thi nghiém tur
budc tach chiét. Sau khi ¢6 két qua phai nhan thém voi hé s6 pha loang mau.
Néu van gip su cb trén, ldy lai miu theo ding yéu cau.
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77. Vi sinh vat nhiém khuan dwong rudt
Real-time PCR da tac nhan

I. MUC PiCH VA NGUYEN LY
1. Muc dich
Xac dinh DNA/RNA déac trung cua cac loai vi sinh vat trong phan cia
nguoi.
2. Nguyén ly
Dua trén nguyén ly k¥ thuat Real-time PCR.
II. CHUAN BI
1. Nguwoi thuc hién

- Nguoi thye hign: Nhan vién xét nghiém da dugc dao tao va c6 ching chi
hodc chiing nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phan ti/ sinh
hoc/cong nghé sinh hoc).

- Ngudi nhan dinh‘ va phé duyét két qua: Nguoi thuc hién cé trinh d6 dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh (va/hoac sinh hoc phan ti/ sinh
hoc/cdng nghé sinh hoc).

2. Phwong tién, hoa chit (Vi du hoic twong dwong)
2.1. Trang thiét b

- May real-time PCR da mau va hé théng may vi tinh.
- Bo luu dién

- May 1 nhiét

May ly tdm > 12000 gpm/phut

May ly tdm lanh

T lanh 2°C -8°C

- Ta &m sau (-20° C) hoic (-70°C) (néu cd)

- May vortex

- T an toan sinh hoc

- Micropipettes cac thé tich tir 5 pl - 1000 pl.

- Pau con ¢d phin loc c4c thé tich tir 5 pl - 1000 pl.

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ndi kiém, ngoai kiém)

STT Chi phi héa chit, vat tu tiéu hao Pon vi
1 Lo dung bénh pham v tring Cai
Tam bong vo tring Cai
Gang khong c6 bot tal ( DNase-RNase free) boi
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4 | Khay dung bénh pham Cai
5 | Hop van chuyén bénh pham Cai
6 Sinh pham chan doan Test
7 | Khau hao sinh pham cho chay chung, kiém tra chat luong Test
8 Hoa chat va vat tu tiéu hao cho tach acid nucleic Test
9 | Tube eppendorff 1,5 mi Cai
10 | Strip 8 tubes 0,1 ml Cai
11 | Nap day strip 8 tubes Cai
12 | Pau con co phin loc 1 ml Cai
13 | Pau con co phin loc 200 pl Cai
14 | Pau con c6 phin loc 30 pl Cai
15 | Pau con ¢ phin loc 10 pl Cai
16 | Giay tham khong bui Cudn
17 | Gidy xét nghiém To
18 | So luu két qua xét nghiém TS
19 | But viet kinh Cai
20 | Butbi Cai
21 | Mu Cai
22 | Khau trang Cai
23 | Gang tay xu 1y dung cu boi
24 | Quan 40 bao hod B
25 | Dung dich xa phong rtra tay ml
26 | Con st tring tay nhanh ml
27 | Dung dich khur trung ml
28 | Khan lau tay Cai
29 | Ngoai kiém (EQAS) (néu thyc hién)*
* Ghi cha:

- Chi phi ngoqi kiém cho quy trinh ky thudt duoc tinh cu thé theo Chwong trinh
ngoqi kiém (EQAS) la 1/50 tong chi phi dung cu, héa chat, vit tw tiéu hao (voi
s6 lan ngoai kiém trung binh 3 lan/1 nam).

3. Bénh phim

Phan.
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4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau

II1. CAC BUGC TIEN HANH

Céac bude tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.

1. Lay bénh pham

Theo dung quy dinh ctia chuyén nganh Vi sinh (Xem Phu luc 3).

2. Tién hanh ky thuat

2.1. Thu nhan va xi li mdu

Phai dong nhat va xtr Iy mau trude khi tach chiét DNA/RNA (néu can)

2.2. Tach chiét DNA/RNA

2.3. Thwc hién phdn veng real-time PCR

IV. NHAN PINH KET QUA

1. Piéu kién ciia phan vng

- Ching duong co duong bié~u dién tin hiéu huynh quangvtuyér} tinh vuot
qué tin hi¢u nén (duong biéu dién duong tinh) va dudong biéu dién tin hi¢u

huynh quang cho chimg ndi duong tinh hoic thang va khong vuot qua tin hiéu
nén (duong bi€u dién am tinh).

- Chtng am c6 dudng biéu dién tin hiéu huynh quang 4m tinh va dudng
biéu dién tin hi€u huynh quang chirng nd1 duong tinh

2. Phan tich mau

- Mau duong tinh: Mau c6 duong biéu dién dwong tinh rd rang twong Gng
véi mau caa tirng tac nhan va bat dau tir chu ky 40 trg vé truéc. Mot mau cé the
duong tinh véi 1 hodc nhiéu tac nhan.

- Mau nghi ngd: Mau c6 duong biéu dién duong tinh va 1én hon chu ky 40
—> thuc hién lai xét nghiém. Néu két qua van Iap lai thi tra 1oi két qua duong
tinh. Néu két qua khac véi lan dau thi yéu cau lay lai mau bénh pham khac dé
kiém tra lai.

- Mau am tinh: Mau c¢6 duong biéu dién &m tinh, ching noi phai duong
tinh.

V. NHUNG SAI SOT VA XU TRi

1. Sw cd: C6 mau va chang noi ciing déu am tinh. Chtng binh thuong, c6 mau
duong, mau &m that su. 7 9 ,
2. Nguyén nhan: Co thé mau am thuc su, c6 thé phan tng PCR bi ¢ ché.

3. Khic phuc: Pha lodng mau tir 10-100 1an, thuc hién lai toan bo thi nghiém
tir budce tach chiét. Sau khi c6 két qua phai nhan thém vadi he¢ so pha loang mau.
Néu van gap su co trén, lay lai mau theo ding yéu cau.
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78. MTB (Mycobacterium tuberculosis) dinh danh
TRCReady

I. MUC PiCH VA NGUYEN LY

1. Muc dich

Quy trinh ndy mo ta cac bude ky thuat xét nghiém phat hién Mycobacterium
tuberculosis trén h¢ thong TRCReady-80.

2. Nguyén ly

K§ thuat TRCReady MTB nham khuéch dai va phat hién trinh ty dich dua
trén su két hop cia phan ung phién ma nguoc va phién ma. K§ thuat TRC
khuéch dai va phat hién ARN dich trong cting mot budc thong qua su két hop
phan tng khuéch dai dang nhiét ARN va dau do phat huynh quang hoat dong
theo hinh thuc cai xen (Intercalation activating fluorescence- INAF).
TRCReady MTB khuéch dai va phat hién ARN 16S. Pong thoi, kit ciing chira
chimg noi dé phat hién chat tc ché phan tng khuéch dai ARN. Phan ung
khuéch dai dugc phat hién trong thoi gian thyc biang cach do mat d6 huynh
quang phat ra do sy lién két cua trinh tu ARN dich v6i probe INAF. Cac phan
ung dugc thuc hién & diéu kién déng nhiét 46°C.

II. CHUAN BI
1. Ngwoi thuce hién:

- Nguoi thue hién: Nhan vién xét nghiém da dugc dao tao va c¢6 chung chi
hodc chimg nhan vé chuyén nganh Vi sinh (va/hodc sinh hoc phéan tu/ sinh
hoc/cong nghé sinh hoc).
- Ngudi nhan dinh va phé duyét két qua: Nguoi thuc hién ¢o6 trinh do dai
hoc hoic sau dai hoc vé chuyén nganh Vi sinh (va/hoic sinh hoc phén ti/ sinh
hoc/cong nghé sinh hoc).

2. Phuwong tién, hoa chat (Vi du hoiic twong dwong):
2.1. Trang thiét bi

- Méay TRCReady-80

- May tinh duoc cai sin phan mém TRCReady-80
- B luu dién

- Pong ho bam gio

- May ly tdm tuyp 50 mi

- Tu an toan sinh hoc cap 2

- May vortex

_ M4y a nhiét kho (véi giGi han nhiét do >80°C)
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- May ly tdm tuyp 1,5 ml (véi luc ly tam dat 10000 g)
- May spindown (dé ly tdm nhe, khdng bt budc)
- May in (khéng bt bugc)

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ngi kiém, ngoai kiém)

STT Chi phi hoa chat, vat tu tiéu hao Pon vi
1 |TRCMTB test
2 | TRCR Purification kit test
3 | TRCR MTB-Lysis reagent test
4 | TRCRTIPSET test
5 | KH2PO4 gam
6 | Na2HPO4 gam
7 | Nudc cat ml
8 | NaOH gam
9 | NaCitrat gam
10 | NALC mg
11 | Con 70% ml
12 | Presept Vién
13 | Microshiel ml
14 | Tuyp Falcon 50 mi tuyp
15 | Pau con 200 pl co loc cai
16 | Pau con 1000 pl co loc cai
17 | Tuyp 1,5 ml cé nap xody cai
18 | Gia cam tuyp 1,5 ml cai
19 | Gi4 cam tuyp 50 ml cai
20 | Khay dung bénh pham cai
21 | Khin gidy to
22 | Khan lau tay cai
23 | Gang tay khong bot tan doi
24 | Quan 40 bao ho cai
25 | Quan 4o cong tac bd
26 | Thung van chuyén vat liéu lay nhiém cai
27 | Thung rac c6 nip cai
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28 | Tui rac vang huy vat liéu 1ay nhiém cai

29 | Butda Cai
30 |Buthi céi
31 | S6 luu két qua xét nghiém trang
32 | Gidy tra két qua xét nghiém To

33 | Noi kiém
34 | Ngoai kiém
3. Bénh pham

- Hau hét cac loai bénh pham tir cac ton thuong nghi lao. Ngoai ra, c6 thé
dung chiing nudi cay duong tinh.

4. Phiéu xét nghiém

Pién day du thong tin theo mau yéu cau

II1. CAC BUOC TIEN HANH

Céc budc tién hanh thuc hién theo phwong tién, hoa chat duoc vi du & trén.
1. Xirly bénh pham: Khir nhiém bénh pham (néu can)

2. Tién hanh ky thuat

2.1. Phan giai (lysis)

2.2.  Chudn bi hda chdt cho buréc tach chiét va phat hién

2.3.  Chay phan ung

2.4.  Xem két qud

IV. Dién giai va bao cao két qua

Két qua cta miu va chimg duoc phan mé~m thé hién & ba cot: Judgement,
Assay flag va Judgement flag.Két qua cua mau dugc phién giai nhu sau:

Assay

Judgement flag Két qua Nguyén nhan
MTB (dé trong) | Duong tinh | Tim thiy gien dich trong mau
- (dé trong) | Am tinh Khong tim thay gien dich trong mau
(dé trong) Do két qua cua ching khong phu hop
F (B4o 16i R . Xem muc 11.2
bt ky) Khong xac
: dinh : R
(dé trong) Mat dir li¢u do 161 két nd1
(Dé trong) (béo 16i Xem muc
bat ky)

Két qua cua chimg duoc phién giai nhu sau:
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Judgement Aﬁ;gy Két qua Nguyén nhan
Valid (dé trong) | Phu hop Tuyp duoc khai bao 1a chimg duong c6 két
qua duong tinh
Tuyp duoc khai bao 13 chimg 4m cho két
qua am tinh
Invalid#l | (dé trong) Tuyp duoc khai bao 1a chimg duong c6 két
qua am tinh
Khong phi THyp d}l’()’C khalA bac: la (Ehung am kAl'long phat
h hién thay sy nhan 1én cua ching noi trong
P khi khong thay sy nhéan 1én cia gien dich.
Invalid#2 | (dé tréng) Tuyp du,:c_rc khai bao 1a chirng am c6 két qua
duong tinh
F (bao 16i Xem muc 11.2
bat ky)
(d& tréng) dKig‘l’l”g XaC "Mt dir liéu do 161 két ndi
(be trong) - [(Bao 13 ' Xem muyc 11.2
bat ky)

V. SAI SOT VA XU TRI
* Cac truong hop khéng phu hop cua chirng va cach xur ly

Chung duong co két qua Invalid#1, thuc hién cac budc kiém tra nhu sau:

Budc Cach xir ly
1 | Kiém tra vi tri ching duong c6 dung nhu khai bao khong
2 | Kiém tra diéu kién bao quan cé phu hop khéng

Chtng am c6 két qua Invalid#1, Invalid#2 thuc hién budc kiém tra sau:

Bworc

Cach xir ly

1

Kiém tra vi tri chimg am c6 ding nhu khai bao khong

*Cac thong bao 16i khac: Tham khao huéng dan cua nha san xuat
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79. MTB (Mycobacterium tuberculosis) khang INH

nong do cao moi truong long

I. MUC PiCH VA NGUYEN LY

1. Muc dich

Xac dinh tinh nhay cam va dé khang v6i khang sinh Isoniazid nong do 33,2
ug/ml cua vi khuan lao

2. Nguyén ly

- Mdi truong MGIT cung cap dinh dudng cho sw phat trién cua Mycobacteria.
Hop chat huynh quang géan dudi day tuyp nhay cam véi oxy hoa tan trong moi
treong, khi co vi khuan moc tiéu thu oxy, hgp chat sé phat quang.

- Cho thém khang sinh vao moéi truong dé phat hién tinh khang thudc cua Vi
khuan. Chung vi khuan lao pha theo ty 1¢ qui dinh, cay vao moéi truong long
MGIT c6 va khdng co thuoc chong lao, nhap vao may BACTEC MGIT.

- Hé théng may giam sat lién tuc su phat quang cua tuyp cay dua vao don vi
sinh truong (GU). Két qua KSP duoc may tu dong phan tich va béo tin hiéu
hién thi trén man hinh, dya trén so sanh sy phat trién caa M. tuberculosis trong
tuyp chang va céc tuyp c6 thudc khi tuyp chimng dat GU 400, ngudng khéang
thuéc GU 100

+ Tuyp ¢6 thude GU duci 100 la nhay cam. Tuyp c6 thuoc GU > = 100 la
khang thuoc

II. CHUAN BI
1. Nguoi thuc hién:

- Nguoi thuc‘hién: Nguoi thuc hién da dugc dao tao va co6 chung chi hoac
churng nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co6 trinh do dai hoc
hodc sau dai hoc vé chuyén nganh Vi sinh.

2. Phuwong tién, hoa chit (Vi du hoiic twong dwong)
2.1. Trang thiét bi

Tu ATSH loai 2A

- May vortex

- NOoi hép tiét tring

- Tulanh

- Ddng ho phut

-  May BACTEC MGIT
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2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom noi kiém, ngoai kiém)

STT Chi phi héa chat va vét tu tiéu hao Dt(;’rl:hvi
1 MGIT tuyp loai 7 ml tuyp
2 MGIT supplement ml
3 INH KIT ml
4 | Con70° ml
5 Nudc cat ml
6 Presept 2,5 Vién
7 Microshiel ml
8 | MacFaland 1 ong
9 | MacFaland 0.5 ong
10 | Dung dich rtra dung cu thuy tinh ml
11 | H2S04 ml
12 Potassium Kali dicromate gam
13 | Pipette Paster nhya vo tring cai
14 Pau c6n nhya loai 1ml ¢6 loc cai
15 Pau c6n nhya loai 0,1 ml ¢o loc cai
16 | Tuyp luu chung cai
17 | Hop luu ching cai
18 Tai nilon loai 2 lit chiu nhiét hap cai
19 | Ti rac vang huy vat liéu 1y nhiém cai

20 | Khau trang N95 cai
21 Gang tay cao su doi
22 Dung dich tay rtra dung cu ml
23 | Thung rac c6 nap cai
24 | Thung van chuyén vat liéu lay nhiém CAi
25 | Khay dyung bénh pham cai
26 | Chdi rira tuyp, dung cu cai
27 | Chai thuy tinh trung tinh 1000ml cai
28 | Quan 40 bao ho Cai
29 | Quan 4o cong tac bd
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30 | Khan lau tay cai
31 Gang sach (tiém) doi
32 But chi den HB Cai
33 |Buatda Cai
34 | BUtbi cai
35 | SO luu két qua xét nghiém trang
36 | Gidy tra két qua xét nghiém To
37 | Noikiém

38 | Ngoai kiém

* Chay: - Chi phi noi ki?é?m dwoc tinh bang 1/10 téng chi phi hda chat, dung cu,
VTTH. Chi phi ngoai kiem dwoc tinh tur PXN chuan quoc té 35,000d/XN.

3. Bénh pham

Chiing M.tuberculosis thuan tir ong MGIT duong tinh dudi 5 ngay tudi hodc
chung duong tinh trén méi1 truong dac dudi 14 ngay tuoi.

4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau

III. CAC BUOC TIEN HANH

Céac budc tién hanh thuc hién theo phuong tién, hoa chat duogc vi du & trén.
1. Chuan bi

1.1 Chuén bi chiing lam KSD

1.2.Chudn bi huyén dich vi khudn

1.3.Chudn bj thuéc chéng lao

Chudn bi thuéc chéng lao tir b¢ kit theo bing sau

Tén thuéc | Nong dd | Thé tich | Nong Thé tich Nong do
do sau thém vao trong tuyp
pha tuyp MGIT MGIT

pg/ml pl pg/ml

dong kho | dung moi
Hg ml

INH nong dj cao
INH 66.4 2 33.2 100 0.4

Luu y:
- Néu thudc bao quan lanh, dé nhiét d6 phong 15 phat trude khi pha

- Thubc da pha chia lugng nho bao quan I,E.mh -20° C hodc lanh hon trong 6
thang, nhung khong qué han ghi trén nhan thudc.

2. Thuwc hién ky thuat
277



- Chi dinh INH nong do cao, dan nhdn 2 tuyp MGIT 7 ml theo thir tu: GC,
INH va tuyp PNB (néu can)

- Thém 0,8 ml BACTEC MGIT 960 SIRE Supplement cho mdi tuyp.

- Thém 100ul dung dich thudc vao cac tuyp theo nhin thudc tuong Ung,
khong cho thudce vao tuyp GC.

- Thém 166 ul dung dich PNB (ndng d6 25 mg/ml ) vao tuyp dan nhén
PNB (n€u can)

- Cay 0,5 ml huyén dich vi khuén ti 18 1:100 vao tuyp GC.

- Céy 0,5ml huyén dich vi khpén ti 1¢ 1:5 hodc tuong duong vao mdi tuyp
c6 thudc va tuyp PNB. Van chat ndp va ddo nguoc tuyp 3-4 lan.

- Nhép gia AST vao may BACTEC MGIT
- Tuyp PNB nhap may riéng nhu 1 6ng cy thong thuong.
IV. Nhén dinh két qua

- May tu dong doc két qua. Khi c6 tin hiéu may bao, 1dy bd AST ra khoi may,
quét ma vach, in két qua KSD

- Két qua KSD: Nhay (S); khang (R), va 16i (X).
+ Két qua nhay khi tuyp c6 thudc GU dudi 100
+ Két qua khang khi tuyp ¢ thuéec GU > = 100

+ L6i (X): E 400 va E 200 c6 thé do pha huyén dich vi khuan dic hoic vi khuafm
tao cum, chung ngoai nhiém, chung mix mycobacteria hoac chung khang thuoc
moc cham hoac huyén dich vi khuan loang.

V. Sai sot va xw tri
1. Sai so6t

- Do chung nhjém, vi khuan tao thanh cum trong huyén dich, pha huyén dich
dac; do pha huyén dich loang hodc chung khang thuéc moc cham.

- Ong PNB duong tinh chiing 1am KSP khong phai MTB hoic chiing 1an
- Chat luong khang sinh: pha khong chuén, bao quan sai. ..

- Nhiém chéo trong qua trinh thao tac k¥ thuat.

- Thyc hanh khong an toan.

2. Xu ly

- Chung pha dic hoidc lodng can lam lai KSP

- Chiing nhiém can xtr li cy lai thuan chung

- Chung l4n can phén lap hodc chuyén phuong phap SHPT

- Chiing NTM khong lam KSD véi thude lao.
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80. MTB (Mycobacterium tuberculosis) dinh danh
TB-LAMP

I. MUC PiCH VA NGUYEN LY
1. Muc dich

La quy trinh phat hién Mycobacterium tuberculosis complex tir ADN tach chiét
cua mau dom cuia Nguoi bénh c¢6 triéu chirng nghi lao.

2. Nguyén ly

Quy trinh dya trén phan tng nhan gen dang nhiét, LAMP ( loop- mediated
Isothermal Amplication).

Phuong phap LAMP c6 cac dac tinh sau:
- Chi 1 loai enzyme dugc sir dung va phan tng trong diéu kién dang nhiét

- P9 dic hiéu rat cao do boi sir dung 4 doan moi nhan biét 6 ving riéng biét
trén trinh tu dich

- Hiéu qua khuéch dai cao cho phép thoi gian khuéch dai ngan

- Quy trinh tao ra 1 56 luong I6n san pham nhan gen cho phép phét hién bang
mat thuong

Cac doan moi duoc thiét ké dua trén trinh tu vung gyrB va IS cua vi khuén lao.

Viéc phat hien ADN khuéch dai dva trén d6 duc cua phan ing va dugc quan sat
duai anh sang UV.

II. CHUAN BI
1. Nguoi thuc hién:

- Nguoi thuc hién: Nguoi thuc hién dd dugc dao tao va c6 ching chi xét
nghiém .

- Nguoi nhan dinh va phé duy¢t két qua: Nguoi thuc hién co6 trinh do dai hoc
hodc sau dai hoc vé chuyén nganh Vi sinh.

2. Phuong tién, hoa chat
Phuong tién, hoa chat nhu vi du duéi diy hoidc trong duong.
2.1. Trang thiét bi
Ta an toan sinh hoc cép I (néu co)
Pipét chuyén dung cia Loopamp
May vortex
May tron mau chuyén dung ciua Loopamp
May PCR chuyén dung cua Loopamp (LF160)

Tu lanh 2-8°C
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2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom noi kiém, ngoai kiém)

STT Chi phi hoa chat, vat tu tiéu hao Pon vi
1 | Céc dom day bang céi
2 | Pau tip tiét trung chuyén dung Loopamp ml
3 | Déng hod Cai
4 | Sinh pham chan doan Test
5 Khau hao sinh pham cho chay ching, kiém chat Test

luong
6 | Chimng ngoai kiém duong (néu co) ul
7 | Ngoai kiém (néu co)*
8 | Nudc cat hai lan ml
9 | Giay tham Cudn
10 | Gidy xét nghiém To
11 | S6 luu két qua xét nghiém To
12 | Bt viét kinh Cai
13 | Buthi Cai
14 | Miu Cai
15 | Khau trang Cai
16 | Gang tay latex khong bot, tiét trung Cai
17 | Gang tay xur 1y dung cu bo1
18 | Quan 40 bao ho Bo
19 | Dung dich nudc ria tay ml
20 | Con sat tring tay nhanh ml
21 | Dung dich khir trung ml
22 | Khan lau tay Cai

*Ghi chu: Chi phi ngoai kiém cho quy trinh ky thudt duoc tinh cu {hé theo
Churong trinh ngoai kiém (EQAS) la 1/50 tong chi phi dung cu, héa chat, vat tu
tieu hao (voi so lan ngogi kiém trung binh 3 lan/1 nam).

3. Bénh pham
La mau dom nhay mu, khéng 1an mau, cin thire an
4. Phiéu xét nghiém
Dién day du thong tin theo mau yéu cu
II1. CAC BUOC TIEN HANH
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Céc budc tién hanh thuc hién theo phuong tién, hoa chat duoc vi du & trén.

Chuan bi miu & 0 nhiét
Tach chiet ADN

Phan img LAMP
1. Chuén bi méu
- Péanh sb trén mau bénh pham va tuyp G nhiét, mbi mé kém theo mot chimg
am.
- Dung pipét chuyén dung cua hang cung cap hit 60 pl dom hodc can mau dom
da xur Iy bang NALC-NaOH cho vao tuyp u nhiét.
- Tién hanh u tuyp 0 nhiét & 90°C (+ 5°C), trudce khi @ 16n ngugce tuyp vai lan.
2. Tach chiét ADN
- Pé tuyp & nhiét nguoi 3 phat, 16n nguoc tuyp 3 lan.

- Lay nap tuyp héa chat tach chiét ra khoi than dé thang dung vao gia va thay
thé bang tuyp u nhiét, lac that manh den tan (1).

- Chuan bi 6ng phan ung LAMP (chuan bi di s6 mau va 1 chiing am, 1 chang
duong)

- Lap dau loc tach chiét ADN vao (I), bop manh dé thu ADN vao tuyp phan
ung LAMP (thé tichADN nam trong ngudng danh dau trén tuyp phan tng).

- Sau mdi mau déng nap tuyp, 1ap lai véi cac dng tiép theo.

- Chuyen toan bo cac mau da chuan bi va chimg duong Ién méy lac chuyén
dung trong 2 phut va Spindown mau 10 giay.

3. Phan ing LAMP

- Chuyén miu vao may PCR chuyén dung LAMP, chay phan tng trong 40 phut
tai 67°C (thém 5 phut cudi & 80°C).

- Nhéc tuyp ra khoi may PCR va dit tuyp vao khay doc két qua huynh quang.
- Bat dén va so sanh mirc d6 phat sang ctia mau véi chimg am va ching duong.
- Ghi chép lai két qua xét nghiém.

- V& sinh khu vyc lam vigc bang Hypochlorit sodium 0,5% va Iam sach lai bang
nudc cat hoac con 70%.

IV. DIEN GIAI VA BAO CAO KET QUA

- Kiém tra chat lugng bang chtng 4m va ching duong.

+ Chirng am: Khong phat sang dudi anh sang huynh quang.

+ Chirng duong: Phat sang dudi anh sang huynh quang.
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Tat ca cac mé xét nghiém déu thuc hién ching 4m va ching dwong.Chi trong
truong hop két qua hai chimg nhu mé ta ¢ trén thi két qua xét nghiém cac mau
moi duoc chap nhan.

- Khi quan sat dudi dén huynh quang:

+ Phat quang: Mau dwong tinh: Cé vi khuén lao.

+ Khong phat quang: Mau am tinh: Khong ¢6 vi khuén lao.
V. SAI SOT VA XU TRi

May béo 16i khi bénh pham 1an méau va thirc an: sang loc ki bénh pham trudc
khi lam xét nghiém.
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81. MTB (Mycobacterium tuberculosis) khang thuée MIC
trén moi truwong long

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Xéc dinh ndng do we ché t6i thiéu (MIC) ctia Bedaquiline, va 11 thudc lao bao
gém nhom thude lao hang 1 (Isoniazid, Rifampicin va Ethambutol), cac thuéc
nhém Fluoroquinolones (Ofloxacin, Levofloxacin va Moxifloxacin), nhém
thudc tiém hang 2 (Amikacin, Kanamycin, Capreomycin) va cac thuéc chdng
lao nhdm 5 (Linezolid, Clofazimine) v&i Mycobacterium tuberculosis.

trén moi truong long
2. Nguyén ly

Huyén dich vi khuan duoc cdy vao méi truong khong thude va moi trudng chira
thudc khang sinh theo cac nong do khac nhau. Xac dinh méi truong c6 nong dod
thudc khang sinh thap nhat ma vi khuan khong moc, day chinh 1a néng do tc
ché t6i thiéu (MIC) cua thude v6i vi khuan.

II. CHUAN BI
1. Ngwoi thuce hién:

- Nguoi ghuc hién: Nguoi thuc hién da dugc dao tao va cé chang chi hoac
churng nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién co trinh do dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh.

2. Phuwong tién, hoa chit (Vi du hoiic twong dwong)

2.1. Trang thiét bi

- Tu an toan sinh hoc cap 2A.

i Ta 4m

- Tu lanh.

- Ta am sau.

- May Vortex

- May do do duc.

- Noi hap tiét trung.

- pipet tu dong 200ul, 1000ul.

- Pipet tu dong da kénh (2-200ul),

- Pipet aid (Thiét bi hd tro hat pipet)

- Kinh dao ngugc chiéu anh sang.
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2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom noi kiém, ngoai kiém)

STT Chi phi hoa chat, vat tu tiéu hao thlf’:lthi
1 | B6 Kit chuan panel 96 giéng dia
2 | phoenix ID Brorth tubes
3 | Tubes nudc mudi + tween tubes
4 | MacFaland sb 1, ong
4 | MacFaland s6 0.25 ong
4 | MacFaland so 0.5 ong
4 | MacFaland s6 4.0 ong
6 |Cdn 70 mi
8 | Presept 2,5 vién
9 | Microshiel ml
11 | Dung dich rtra dung cu thuy tinh ml
1 | pipet da kénh cai
2 | Pau con 200 pl cai
2 | Pau con 1000 pl cai
3 | Pipette nhya 20ml cai
4 | Pipette nhua 3ml cai
6 | Tuyp thay tinh trung tinh day tron cai
7 | Bi thay tinh 3 mm Vién
8 | Tuyp luu ching cai
9 | Hop luu chung cai
10 | Tui nilon loai 2 lit chiu nhiét hap cai
11 | Tui rac vang hity vat liu 14y nhiém cai
12 | Thung rac c6 nap cai
13 | Thung véan chuyén vat liéu lay nhiém cai
14 | Gia dung tuyp cai
15 | Chéi rtra tuyp, dung cu cai
16 | Chai thuy tinh trung tinh 1000ml cai
17 | Khan lau tay cai
18 | Gang sach doi
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19 | Gang ho ly doi
20 | Quan 4o bao ho cai
21 | Quan 4o cong tac bo
22 | But chi den HB Cai
23 | Butda Cai
24 | But bi cai
25 | SO luu két qua xét nghiém trang

* Ghi chu: Chi phi ngoai kiém cho quy trinh ky thudt dwoc tinh cu thé theo
Chuwong trinh ngoai kiem (EQAS) 1a 1/10 tong chi phi dung cu, héa chat, vat tw
tiéu hao (voi so lan ngoai kiém 1 lan /nam tir PXN chudn quoc té 35,000d/XN)

3. Bénh pham

Chung M.tuberculosis thuan, tudi chung tir 21 ngay dén 28 ngay.
4. Phiéu xét nghiém

Dién day du thong tin theo mau yéu cau

III. CAC BUOC TIEN HANH

1. Chuan bi dia méi truong

2. Chuén bi huyén dich vi khuan.

3.Cay huyén dich vi khuin vao dia méi trudng.

IV. DIEN GIAI VA BAO CAO KET QUA

- Poc két qua Khang sinh do ngay thir 10. Néu két qua chua 1 rang, doc két
luan ¢ ngay thu 14.

- Budc 1: Dat dia moi truong 1€n kinh dao chiéu. Pau tién kiém tra giéng ching
duong, giéng ching am, (gleng chimg dwong phai c6 vi khuan moc, giéng
chuing am phai khong co vi khuan moc). Sau d6 doc két qua ¢ cac gleng khang
sinh tir trai qua phai, tir trén xudng dudi. Ghi nhan céc giéng c6 vi khuan moc
va tich ddu X vao 6 twong tng trong bang dudi: (Trong qua trinh doc, so sanh
v6i giéng chimg duong va chimg am).

1 2 3 4 5 6 7 8 9 10 11 12
BDQ | BDQ | BDQ | BDQ | BDQ | BDQ | BDQ | BDQ | BDQ | BDQ | RIF | RIF
A 0.008 | 0.015 | 003 | 006 | 012 | 025 | 05 1 2 4 006 | 0.12
RIF | RIF | RIF | RIF | RIF | INH | INH | INH | INH | INH | INH | INH

5 025 | 05 1 2 4 003 | 006 | 012 | 025 | 05 1 2
INH | INH | INH | OFL | OFL | OFL | OFL | OFL | OFL | OFL | LEVO | LEVO

¢ 4 8 16 012 | 025 | 05 1 2 4 8 012 | 0.25
LEVO | LEVO | LEVO | LEVO | MXF | MXF | MXF | MXF | MXF | MXF | MXF | KAN
P 05 1 2 4 006 | 012 | 025 | 05 1 2 4 0.12
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KAN KAN | KAN KAN KAN KAN KAN AMI AMI AMI AMI AMI
: 0.25 0.5 1 2 4 8 16 0.12 0.25 0.5 1 2
AMI AMI AMI CAP CAP CAP CAP CAP CAP CAP CAP LZD
- 4 8 16 0.12 0.25 0.5 1 2 4 8 16 0.12
LZD LZD LZD LZD LZD LZD CFZ CFzZ CFZ CFzZ CFzZ
¢ 0.25 0.5 1 2 4 8 0.015 0.03 0.06 0.12 0.25 Pos
CFz CFz CFz CFz EMB | EMB | EMB | EMB | EMB | EMB | EMB
: 0.5 1 2 4 0.25 0.5 1 2 4 8 16 NEG

So d6 doc két qua khang sinh do trén mdi truwong long

- BuGe 2: Két luan két qua MIC cua mdi loai khang sinh vao file du6i. Ghi
nhan két qua MIC & ndng d6 thap nhat ma vi khuan khong moc duoc. Néu ¢
ndéng do thap nhat ma vi khuan khong moc thi ghi nhan két qua MIC < gi4 tri
d6. Néu & nong d6 cao nhat ma vi khuan van con moc thi ghi nhan MIC > gia
tr1 do.

Chu y: Vi du trong diy néng d6 cua Bedaquiline, vi khuan moc & cac giéng co
ndéng do khang sinh 0.008, 0.015, 0.03ug/ml. Giéng 0.06ug/ml vi khuan khong
moc. Nhung giéng 0.12ug/ml vi khuan lai moc. Va cic giéng tiép theo 0.25,
0.5, 1, 2ug/ml vi khuan khong moc. Hién tuwong nay goi 1a “bo giéng” &
0.06ug/ml. Khi do, ta ghi nhan gia tri MIC 1a 0.25ug/ml.

V SAI SOT VA XU TRi

1. Sai sot

- Pha huyén dich vi khuan loang hoic dic

- Bao quan moi truong khong ding

- Nhiém chéo trong qua trinh thao tac k¥ thuat.
- Thyc hanh khong an toan.

2. X ly: Tuan tha nghiém ngdt quy trinh.
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82. MTB (Mycobacterium tuberculosis) khang thudc
Bedaquiline MIC trén moi trwong thach

I. MUC PiCH VA NGUYEN LY
1. Muc dich

Xéac dinh ndng d6 e ché e ché toi thiéu (MIC) cua Bedaquilinetrén moi
truong thach

2. Nguyén ly

Huyén dich vi khuan duoc cdy vao méi truong khong thude va moi trudng chira
thudc khang sinh theo céc nf)ng d6 khac nhau. Xac dinh moéi trudng c6 noéng do
thuoc khang sinh thap nhat ma vi khuan khong moc, day chinh 1a nong do tc
ché t6i thiéu (MIC) cua thude v6i vi khuan.

II. CHUAN BI
1. Nguwoi thuc hién:

- Nguoi ghuc hién: Nguoi thuc hién da dugc dao tao va cé chang chi hoac
chung nhan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duyét két qua: Nguoi thuc hién c6 trinh do dai
hoc hodc sau dai hoc vé chuyén nganh Vi sinh.

2. Phuwong tién, hoa chit (Vi du hoiic twong dwong)

2.1. Trang thiét bi

- Tu an toan sinh hoc cap 2A

- Ta chuan bi méi trudng (clean bench).

Ta 4m

- May u nhiét.

- Tu lanh.

- Ta am sau.

- May Vortex

- May do d¢ duc.

- NOi hép tiét tring.

- Can dién tu.

- pipet tu dong 200ul, 1000ul.

- Pipet aid (Thiét bi hd tro hit pipet)
287



2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom noi kiém, ngoai kiém)

STT Chi phi héa chit, vat tu tiéu hao Don vi tinh
1 | Bedaquiline gram
2 | 7TH11 agar gram
3 | Glycerol ml
4 | DMSO ml
5 | Con 70° mi
6 | Nudc cat ml
7 | Presept 2,5 vién
8 | Microshiel ml
9 | MacFaland s6 1, 0.25, 0.5, 4.0 éng
10 | Dung dich rua dung cu thuy tinh ml
11 | phoenix ID Brorth tubes
12 | Tubes nudc mudi + tween tubes
13 | Ching chuan qudc té H37 Rv ong
14 | Dia Pertri (90mm), chat liéu nhya Polystyrene. dia
15 | Tuyp 15ml chat liéu nhua Polystyrene. Cai
16 | Pipet 5ml chat liéu nhya Polystyrene. Cai
17 | Pipet 25ml chat liéu nhya Polystyrene. Cai
18 | Tui plastic co khéa Cai
19 | que cy nhwra vo tring Cai

20 | Pau con 200 pl Cai
21 | Pau con 1000 pl Cai
22 | Eppendorf 1,5 ml Cai
23 | Tuyp thuy tinh trung tinh d4y tron Cai
24 | Pipette Paster nhya vo trung Cai
25 | Tuyp luu chung Cai
26 | Hop luu ching Cai
27 | Tuyp thuy tinh trung tinh nat xoay Cai
28 | Bong tham nudc gam
29 | Bi thuy tinh 3 mm Vién

288




30 | Ti nilon loai 2 16p chiu nhiét hép cai
31 | Tui rac vang huy vat liéu 14y nhiém cai
32 | Thung rac c6 nip cai
33 | Thung van chuyén vt liéu 1ay nhiém cai
34 | Pipette nhya 10ml cai
35 | Chai thuy tinh trung tinh 1000ml cai
36 | Khay 0 6ng cay cai
37 | Gia cam tuyp ong ciy cai
38 | Chdi rira tuyp, dung cu cai
39 | Binh cau 2000ml cai
40 | 6ng dong 500 ml cai
41 | 6ng dong 50 ml cai
42 | Coc c6 mo 500ml cai
43 | Coc c6 md 200 ml cai
44 | Khan lau tay cai
45 | Khau trang N95 cai
46 | Gang sach doi
47 | Gang tay ho ly doi
48 | Quan 40 bao ho bo
49 | Quan 40 cong tac bd
50 | Butchi Cai
51 | Butda Cai
52 | But bi cai
53 | S6 luu két qua xét nghiém trang

* Ghi chi: Chi phi ngoai kiém cho quy trinh ky thudt dwoc tinh cu thé theo
Chuong trinh ngoai kiém (EQAS) la 1/10 téng chi phi dung cu, hoa chat, vt tur
tiéu hao (véi sé lan ngoai kiém 1 lan /nam tir PXN chudn quoc té 35,000d/XN)

3. Bénh pham

Chung M.tuberculosis thuan tudi chung tir 21 ngay dén 28 ngay.
4. Phiéu xét nghiém

Pién day du thong tin theo mau yéu cau

III. CAC BUOC TIEN HANH
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1. Chuin bi thudc Bedaquiline (BDQ)

2. Chuén bi méi truomg dic 7H11

3. Chuén bj huyén dich vi khuan.

4. Cay huyén dich vi khuin vao méi trwong dic 7H11 va i 4m

IV. Dién gidi va bao cao két qua

- Boc két qua khang sinh db & ngay thir 21.

- Buoc I Kiém tra két qua KSP cua ching ddi chimg H37Rv. Pau tién, kiém
tra s0 lugng khuan lac trén cac dia moi truong khong chira thuoe khang sinh,
Pat tiéu chuén 1a 50 khuén lac / dfa 10°°, 500 khuén lac / dia 10, 5000 khuan
lac / dia 107°. Sau do, kiém tra cac dia in truong chura thude lghéng sinh. Ghi
nhan két qua MIC ¢ dia moi truong c6 nong do thudc thap nhat ma khong co
khuan lac moc. Gia trj MIC cua ching H37Rv chap nhéan dugc trong khoang

0.015 — 0.12 ug/ml. Néu gia tri MIC ciia H37Rv nam ngoai khoang trén thi can
thuc hién la1 KSD.

- BuGe 2: Kiém tra két qua KSD ctia chung MTB.
Ghi két qua vao bang sau:

(Ghi §6 luong k}luén lac dérp duge vao cot GC1, GC2, GC3. Panh ddu X vao
cOt nong do thudc ma vi khuan moc).

Dax 7142128
Number |Lab Number | Batch of Media | Date of [nmoculation et Leor Leen oo Los oo L oo Lo Lo L s | 1 1 CResult (ugff ~ Comments
HiTR RLOBIY GO el o L s |y Ly |y 0%

V SAI SOT VA XU TRi

1. Sai sot

- Chuan bj méi truong khong dat chat lugng

- Pha thuéc khong ding noéng do

- Pha huyén dich vi khuan lodng hoic dic

- Chat luong khang sinh: pha khong chuén, bao quan sai. ..
- Nhiém chéo trong qué trinh thao tac k¥ thuat.

- Thyc hanh khéng an toan.

2. Xw ly
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- Gi4 tri MIC cua chang H37Rv chap nhan duoc trong khoang 0.015 —
0.12 ug/ml. Néu gia tri MIC cia H37Rv nam ngoai khoang trén thi can thuc
hién lai KSD.

- Chu y: S6 luong khuan lac trong cac dia méi truong khong chia thube
khang sinh dat tiéu chuan la 50 khuan lac / dia 10°, 500 khuan lac / dia 10,
5000 khuan lac / dia 10°. S6 luong khuén lac chdp nhan dugc ¢ cac dia moi
truong nhu sau: 10-100 khuan lac/ dia 10, 100-1000 khuan lac/ dia 10, 1000-
10000 khuan lac/ dia 107, Néu sb lwong khuéan lac nim ngoai khoang trén, két
qua khang sinh d6 khéng du tin twong, can thuc hién lai.
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83. Norovirus test nhanh

I.  MUCPICH VA NGUYEN LY
1. Muc dich

Phat hién dinh tinh nhanh su c6 mat cﬁa~ cac khang nguyén Norovirus
Genogroup I (GI) va Genogroup II (GII) trong mau phan nguoi.

2. Nguyén ly , i
Theo nguyén ly cua ky thuat sac ky mien dich.

Il.  CHUAN BI
1. Nguwoi thwe hién

- Nguoi thuc hién: Nhan vién xét nghiém da dugc dao tao va c¢o6 chung chi
hodc chimg nhéan vé chuyén nganh Vi sinh.

- Nguoi nhan dinh va phé duy(;at két qua: Nguoi thuc hién da dugc dao tao
va c6 chiing chi hoac ching nhan vé chuyén nganh Vi sinh.
2. Phuong tién, hoa chat (Vi du hoac twong duwong):

2.1. Trang thiét bi:
. Ta lanh 4°C — 8°C
- Tua 4m sau (-20°C) hodc (-70°C) (néu co)

- Pong hd do thoi gian

2.2. Dung cu, héa chit va vit tw tiéu hao (bao gom ndi kiém, ngoai kiém):

STT Chi phi héa chit, vat tw tiéu hao Don vi
1 | Lo dung bénh pham Cai
2 | Panh Cai
3 | Khay dung bénh pham Cai
4 | Hop van chuyén bénh phém Test
5 | Sinh pham chan doan Test
6 | Khau hao sinh pham cho kiém tra chat lugng Test
7 | Dung cu xét nghiém Cai
8 | Gidy tham Cudn
9 | Gidy xét nghiém To
10 | S6 luu két qua xét nghiém TS
11 | Batviét kinh Cai
12 | Buthi Cai
13 | Mi Cai

292




14 | Khau trang Cai
15 | Gang tay boi1
16 | Gang tay xu ly dung cu boi1
17 | Quan 40 bao ho Bo
18 | Dung dich xa phong rura tay ml
19 | Con sat trung tay nhanh ml
20 | Dung dich khtr trung ml
21 | Khan lau tay Cai

3. Bénh pham: Phan

4. Phiéu xét nghiém: Dién day du thong tin theo miu yéu cau

III. CAC BUOC TIEN HANH

Cac budc tién hanh thuc hién theo phuong tié€n, hoa chat duogc vi du & trén.

1.  Lay bénh pham:

Theo dung quy dinh ctua chuyén nganh Vi sinh (Xem Phu luc).

2. Tién hanh k§ thuat: Bo sinh pham SD BIOLINE Norovirus (VD).

e  Démau, thudc thir vé nhiét d6 phong trudc khi tién hanh xét nghiém.

o Chuan bi test, danh dau tén Nguoi bénh hoic mi bénh pham trén test, xét
nghiém ngay khi 1ay test ra ngoai.

. Lay dung mdi dén vach va chuyén dung moi sang 6ng dung mau (X 2
lan).

o Lay mot lugng phén khoang 50-100 mg, s dung tam bong ldy mau da
duoc cung cap trong kit thur.

. Pua tim bong lay mau vao 6ng dung mau da chira dung moi.

. Nhung tim bong va xoay it nhat 10 1an cho dén khi mau hoa tan trong
dung moi va trong khi loai bé tdm bong can an tdm bong lén thanh Ong
nghi¢m.

e Lay khay thir ra khoi tGi nhom va dé 1én bé mit phang, kho.

o Poéng nip nho giot vao ong dung miu.

o Nho 4 giot (khoang 100pl) vao giéng mau trén thanh thur.

. Poc két qua trong 15 phut. Khong dugc doc két qua sau qua 15 phut.

I1l. NHAN PINH KET QUA

Mdt vach mau s& xuit hién & phia bén trai ctra s6 doc két qua cho biét thanh thir
hoat dong binh thuong, d6 1a vach ching. Mot vach mau khac hién 1€n & phia
bén phai ctra s6 doc két qua cho biét két qua xét nghi¢m, day 1a vach thu.
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- Két qua am tinh: Chi xuat hién 1 vach ching trén ctra s6 doc két qua cho két
qua am tinh.

- Két qua dwong tinh: Xuét hién vach thir va vach chung trén cira s6 két qua,
khong ké vach nao xuat hién trude, cho két qua duong tinh.

- Két qua khong c6 gia tri: Néu khong nhin thdy vach chung C trén ctra so ké:[
qua sau khi tién hanh xét nghiém, két qua dugc cho la khong c6 gia tri. Co thé
da khong tuan thu ding hudng dan stir dung hodc khay thir dé hét han. Nén lam
lai xét nghiém bang 1 khay thir maoi.

V.NHUNG SAI SOT VA XU TRi

- Phai 1am lai mAu xét nghiém mai khi thanh thir bi hong (thanh thir khéng xuét
hién vach mau tai vach C); o ’

- X¢ét nghiém phai dugc tién hanh ngay sau khi lay mau cang sém cang tot.
Khong duge dé mau pham & nhi¢t do phong trong thoi gian dai.
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