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TIEU CHUAN CO SO

XET NGHIEM PHAT HIEN VI RUT GAY BENH POM TRANG (WSSV)
O TOM BANG KY THUAT REAL-TIME PCR

I. MUC PiCH
Phat hién vi rat gdy bénh dém tring (WSSV) & tom bang k¥ thuat Real-
time PCR.

II. PHAM VI AP DUNG

Quy trinh nay duoc ap dung cho xét nghiém phat hién vi rat gy bénh dém
trang (WSSV) ¢ tom bang ki thuat Real-time PCR. Pdi tugng ap dung 14 cac loai
giap xac nhu: tom sG (Penaeus monodon), tom thé chan trang (Penaeus
vanamei). ...

Mau dugc dung dé xét nghiém la: mang, chan boi, dudi, giap dau nguc,
mau, co bung, au trung, hau 4u trung cua cac loai néu trén.
III. TRACH NHIEM

Xét nghiém vién, k¥ thuat vién, chan doan vién phai thyc hién theo ding
quy trinh. Phu trach phong thi nghiém c6 trach nhiém kiém tra va dam bao quy
trinh dugc tuan thu dang, du va chinh xac.
IV. NOI DUNG
4.1. Nguyén tic

Vi rat gay bénh dém tring ¢ tom 1a mot vi rat giébng Whispovirus thudc ho
Nimaviridae, dugc phat hién bang ky thuit Real-time PCR v&i mdi xudi
WSSV1011F, mdi ngugc WSSV1079R va doan do Tagman Probe WSSV-p.

4.2. Nguyén liéu hoa hoc va sinh hoc
4.2.1. Nguyén li¢u héa hoc
- Dung dich Phosphate Buffered Saline (PBS):

Thanh phin 50 lugng
(gram)
NaCl 8.0
KC1 0.2
Na,HPO, 1,15
KH,PO, 0.2




Luong hoa chét trén dugc cho vao binh thuy tinh, cho nudc cat 2 1an vao
vira dung 1 lit, khudy tan hoan toan, diéu chinh pH 7,2 + 0,2 va dem hép vo tring
(Autoclave) 121°C, 15 phat.

- Con (Ethanol) 90% va 70%

- Kit chiét tach InviMAG®™ Virus DNA/RNA Mini Kit/ KF96, Cat. No:
7441050100 hodc kit tuong duong.

- Kit Platinum® Quantitative PCR superMix-UDG, Cat. No: 11730-017

hoac kit tuong duong.
4.2.2. Nguyén li¢u sinh hoc

- Poan mdi (primers) va doan do (probe)

Tén moi va doan do Trinh tu
WSSVI1011F 5°- Tgg TCC CgT CCT CAT CTC Ag -3’
WSSV1079R 5’- gCT gCC TTg CCg gAA ATT A -3’

5’- 6FAM- AgC CAT gAA gAA TgC CgT CTA TCA
CAC A -BHQ1-3’

WSSV-p

- Hé thdng ddi ching:

+ Pdi chtmg 4m 13 miu nudc khong c6 RNA/DNA dung dé pha lodng cac
chat phan ng.

+ Mau d6i chimg dwong 1a mau c6 chira DNA cua vi rat gy bénh dém
tring (WSSV) duoc chiét tach tir miu duong chuin, chira trong cac ng co dan
nhan 13 rang, 1ap danh sach quan 1y va luu giit -75°C. Mdi 6ng khong rd dong qua
03 lan.

4.3. Thiét bi va dung cu

- M4y tron mau (Vortex)

- May ly tdm nh¢ (Centrifuge Spin)

- May lac va @ nhiét HLC-MHR23 hoic tuong duong.

- May chiét tich RNA/DNA ty dong Thermo Scientific™ KingFisher™
Flex; Thermo Scientific™ KingFisher™ mL hodc tuong duong.

- May ly tdm lanh cho 6ng eppendorf 1,5 ml MIKRO 200R hoic twong

duong.
- May hép khir tring Autoclave
- May Real-time PCR Stratagene Mx3005P hodc tuong duong.



- T an toan sinh hoc cép II
- Tu lanh luu trit & cac nhiét do: + 4°C; —20°C va -80°C

- Micropipettes va dau tip co loc twong tmg iy duogc céac thé tich: 0,5 - 10
ul; 10 -100 pl va 100 - 1000pl.

- Céc dia nhua 96 giéng hoic 6ng nhua chira dung dich tach chiét, phu hop
v6i may chiét tich RNA/DNA ty dong & trén.

- Ong PCR 200 pl hoic dia PCR 200 ul 96 giéng.
- Ong eppendorf thé tich 0,5 ml va 1,5 ml

- Ong ly tAm nhua thé tich 5 ml, 10 ml va 50 ml

- Chai thay tinh 500-1000 ml

- But viét, d6ng ho chuyén dung trong phong thi nghiém va cac dung cu

can thiét khéc.
4.4. Céch tién hanh
4.4.1. So d6 thuc hién

[ M4u bénh pham ]

l

[ DPdng nhat mau trong dung dich PBS ]

(tao huyén dich 10%)

Chiét tich DNA

Real-time PCR

l

Poc két qua

4.4.2. Chuan bi mau
Loai mau dugc st dung dé xét nghiém véi quy trinh nay c6 thé 1a mau tuoi
hoac mau duogc ¢6 dinh trong con 90%, bao gdm: mang, chan boi, dudi, gidp dau
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nguc, mau, co bung hoac Au trung, hau u trung cua céc loai gidp xac nhu: tom su
(Penaeus monodon), tom thé chan trang (Penaeus vanamei). ..

Dung pank, kéo vo trung dé thuc hién céc thao tac: tach, cat 1y mau. Mau
dugc chia thanh 2 phan: 1 phan cho thuc hién xét nghiém va 1 phan luu tri.

Mau dugc nghién nhuyén véi ty 16 1 thé tich mau trong 9 thé tich dung dich
mudi dém PBS (Phosphate Buffered Saline), dé tao thanh huyén dich 10% (st
dung can phén tich can trong lwong miu dugc nghién dé diéu chinh luong dung
dich PBS nham dam bao tao dugc huyén dich 10%). Thu hoi huyén dich 10% vao
6ng nap vin vo tring, réi chuyén vao ta 4m sau (-80°C) trong thoi gian tdi thiéu 1
gid trude khi tién hanh chiét tich DNA.

4.4.3. Chiét tich DNA

- Quy trinh chiét tich DNA dugc thuc hién theo hudng dan ciia Cong ty
san xudt kit chiét tach InviMAG® Virus DNA/RNA Mini Kit/ KF96 (Phu luc A).

- Hodc c6 thé sir dung céc loai kit chiét tach khac twong duong, phu hop
cho viéc chiét tach DNA.

4.4.4. Thuc hién phan ing Real-time PCR

- Pbat 6ng PCR hoic dia PCR 96 giéng chira thanh phan phan tng Real-
time PCR (Master Mix) va mau DNA vao may Real-time PCR. Van hanh may

theo hudng dan va chon chuong trinh luan nhiét da dugc cai dat.
- Chuén bi Master Mix va chu ky luan nhiét dugc thuc hién theo Bang 1 va
Bang 2.

Bang 1: Chuin bi Master Mix theo kit Platinum® Quantitative PCR SuperMix-
UDG, Cat.No: 11730-017.

STT Thanh phan Nong d6 goc The tich 01(131; phan (mg
1 | Nudc khong co RNA/DNA 6,0
2 | Dung dich SuperMix 12,5
3 | Mo6i WSSV1011F 20 uM 0,5
4 | Mdi WSSV1079R 20 uM 0,5
5 | Poan do WSSV-p 6 UM 0,5
Téng thé tich dung dich dém thuc hién phan Umg 20
6 | Mau DNA 5
Téng thé tich dung dich thyuc hién phan tng 25




* Tuy theo kit sir dung ma thanh phan Master Mix c6 thé khac nhau, viéc
thuc hién chuin bi Master Mix nén tuan thu theo huéng dan cua kit duoc su

dung.
Bang 2: Chu ky luan nhiét doi v6i may Real-time PCR Stratagene Mx3005P

Nhiét d6 Thoi gian S6 chu ky
50°C 02 phut (*) 01
95°C 02 phut (*) 01
94°C 20 giay

60 gidy 40
60°C (Ghi nhan tin hiéu
quang ¢ budc nay)

(*) Nhiét d6 va thoi gian nay chi phu hop voi kit Platinum® Quantitative
PCR SuperMix-UDG, Cat.No: 11730-017. Viéc thyc hi¢n cai dit nhiét do va thoi

gian nén tuan thi theo hudng dan cia timg bo kit duge sir dung.
4.4.5. Poc két qua

Két qua cua phan tng Real-time PCR dugc xdc dinh dua vao chu ky
ngudng (Cycle threshold: Ct).

Kiém tra hé théng mau d6i chimg duong va ddi chung am. Néu hé théng
mau d6i chimg duong va d6i chimg am 1a dung thi diéu chinh baseline theo 5%

ctia tin hiéu huynh quang va doc két qua xét nghiém theo baseline nay.
+ Mau d6i chimg am phai cho két qua 4m tinh.

+ Mau ddi chimg duong phai cho két qua duong tinh va cé gia tri Ct tring

khép voit gia tri Ct ciia mau d3 duoc chuén do trude do.

Néu hé théng miu d6i ching duong va d6i ching 4m la khong ding thi

phai thyc hién lai xét nghi¢m.
Giai thich két qua
+ Mau ¢ gia tri Ct <35 duogc xem la duong tinh
+ Mau khong c6 gia trj Ct 13 4m tinh
+ Mau c6 gia tri Ct trong khoang 35 < Ct < 40 duoc xem la nghi ngd

Nhitng mau nghi ngo nay, can dugc thuc hién lai xét nghiém hodc st dung

phuong phéap xét nghiém twong dwong khac dé khang dinh két qua.
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PHU LUC A: CHIET TACH DNA

a. Chuan bi héa chat

Céc héa chat can dugc chuin bj va bao quan theo diing huéng din cia bd
kit InviMAG® Virus DNA/RNA Mini Kit/ KF96, Cat. No: 7441050100, véi thé

tich vira ¢t cho s6 luong mau chiét tach, bao gom:

(1) Dung dich dém Lysis Buffer RV

(2) Dung dich rira 1 (Wash 1)

(3) Dung dich rtra 2 (Wash 2)

(4) Hon hop hat tir tinh (Bead Mix)

(5) Dung dich thu h6i DNA/RNA Elution Buffer (EB)

Néu chiét tich DNA bang may chiét tach tu dong Thermo Scientific™
KingFisher™ Flex, can phai chudn bi trudc cac dia chira dung dich chiét tach
theo hé théng ctia may nhu sau:

+ Pia Washing 1: 800ul dung dich Wash 1/giéng;

+ Pia Washing Wash 2 va Washing Wash 3: 800ul dung dich Wash
2/giéng;

+ Pia Elution Buffer: 100ul dung dich EB/giéng.

b. Tién hanh

- Huyén dich 10% cta mau bénh pham duoc rd dong, tron déu bang may
vortex. Ly tim mau trong may ly tam lanh véi luc ly tm 2500 g/15 phut.

- Hat 200ul dich trong bén trén sau khi ly tim vao éng eppendorf 1,5ml vo
tring c6 chira sdn 200 pl dung dich dém Lysis. Tron déu mau bang may vortex va
spin dé kéo cac phan bam trén nip ng xudng.

- Chuyén toan bd dung dich trong 6ng eppendorf vao dia chira mau 96
giéng (mdi giéng twong tng véi mot mau chiét tach). Dung gidy dan dia chuyén
dung déan kin mat dia.

- Pit dia 1én may lic, @ nhiét. Lic dia voi gia tbc 750rpm/10 phat va &
nhiét do 65°C.
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- Lay dia ra khoi may lac, dé ngudi trong 5 phit, thao bo gidy dan dia. Bo
sung 420 ul dung dich Bead Mix (gdm c6 400 pl Binding solution va 20 ul
MAP) vao mdi giéng.

- Chuyén tat ca cac dia bao gdbm: dia Tip Combs, dia Elution Buffer, dia
Washing Wash 3, dia Washing Wash 2, dia Washing Wash 1 va dia chira mau

vao ting khay ctia may chiét tach ty dong theo huéng dan ctia may.

- Chon chuong trinh chiét tach DNA da dugc cai dat trude dé theo huodng
dan cua hing san xudt kit InviMAG® Virus DNA/RNA Mini Kit/ KF96.

- Sau 34 phit, qua trinh chiét tach hoan tat. Thu hdi DNA cia timg giéng
vao ong eppendorf 0.5 ml twong tmg da ghi rd ky hiéu miu.

- Bdo quan mau DNA & 4°C trong vai gid va -70°C trong thoi gian 1au hon.
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PHU LUC B: VAT TU CHO MOT MAU XET NGHIEM

S6
lwong
TT Tén Vat Tu Don | binh Dién giai
: vitinh | quan
cho 01
mau
I cai: chira mau
2 cai: chuan bi mau doi chung.
Cryotube 1,8ml free 1 cals:oilllgzrfrotemase K working
! RNA/DNA (ndp van ngoal, Cai / 1 céi: chira Carrier RNA working
tu dung) :
solution
1 cai : chira primer & probes
1 cai : chuan bi master mix
Cryotube 5ml free 1 céi: chira Elution Buffer
2 | RNA/DNA (ndp van ngoai, Ca 2 1 céi: chira Binding Solution va
tu ding) MAP solution
3 | PCR tube 0,5 ml Cai 3 Luu giit mdu RNA/DNA
4 | Trip PCR c6 nip 0,2ml Cai 1 Nhan gene rRT-PCR
InviMag® Virus ’
5 | DNA/RNA Mini Kit/ Kit 0,0069 | Chiét tich RNA hodac DNA
KF96(480 test/ kit)
6 | Ethanol Absolute ml 7,15 2BO sung vao dung dich rira 1, ria
KF ml tube Cai 3 Chiét tich RNA hogc DNA
KF ml Tip Combs Cai 1 Chiét taich RNA hoic DNA
1 cai: chtra dung dich Lysis
9 | Tube ly tam nhya 50 ml Ca 3 1 céi: chira dung dich rtra 1
1 cai: chtra dung dich rura 2
1 cai: cho dung dich rtra 1
2 cai: cho dung dich rtra 2
Finntip Multistepper 1500ul .. 1 céi: cho Lysis Solution vao
10 ) Cai 5
sterile eppendorf

1 cai: cho Elution Buffer vao dia
chiét xuat
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So

lwong
TT Tén Vat Tur Don | binh Dién gidi
‘ vi tinh | quan
cho 01
miu
2 cai: Mix Proteinase K va
Carrier RNA
3 c4i: chuyén mau + Lysis
Solution vao dia chiét xuat
1 céi: cho Binding Solution vao
11 | Micropipet filter tip 1000ul Ca 8 éng cryotube 5ml
1 cai: cho MAP Solution vao 6ng
cryotube 5 ml
1 céi: cho Binding Solution va
MAP solution vao dia chiét
xuat
3 cai: cho mau va d6i chimg vao
eppendorf chira Lysis
Solution
12 | Micropipet filter tip 200ul Ca 8 3 cai: cho thu hoach RNA/DNA
1 céi: chuan bj master mix
1 cai: phan phdi Master mix vao
dia PCR
13 | Micropipet filter tip 20ul Cai 3 Chuén bi master mix
1 céi: chuan bj master mix
1 c4i: dua miu RNA/DNA vao
: : : . dia PCR chira master mix
14 | Micropipet filter tip 10ul Cai 6 4 céi: dua miu RNA/DNA déi
chirng vao dia PCR chtra
master mix
15 | Quan 40 bao ho dung 1 lan Bo 2 Xir Iy mau
4 d6i: xir Iy mau
16 | Gang tay Poi 8 2 dbi: chiét xudt RNA/DNA
2 d6i: chuan bi master mix
17 | Khau trang N95 Cai 2 Xt Iy mau
18 fzrgggrtse;j‘b%g"be WSSV Bo | 0,0028 |Nhan gene rPCR
Invitrogen'" Platinum®Qua
19 ntitative PCR SuperMix- Kit 0.0275 Nhan gene rRT-PCR: 25 pl/

UDG (100 react with 50ul/
reaction)

reaction
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TIEU CHUAN CO SO

TCCS 02: 2014/TY-TS

TIEU CHUAN CO SO

XET NGHIEM PHAT HIEN VI KHUAN
VIBRIO PARAHAEMOLYTICUS CO GIEN GAY
BENH HOAI TU GAN TUY CAP TiINH O TOM

BANG KY THUAT PCR

HA NOI NGAY 12/12/2014




Loi no6i dau:

Cuc Thil y ban hanh Tiéu chuin co s& xét nghiém phat hién vi khuan
Vibrio parahaemolyticus c6 gien gy bénh hoai ttr gan tuy cdp tinh ¢ tom. Tiéu
chuan nay dugc ap dung tai tat ca cac phong thir nghiém cua cac don vi truc
thudc Cuc Thu y. Cac phong thir nghiém khac trong hé thong thd y thily san can
ctr diéu kién phong thir nghiém cua don vi minh c6 thé tham khao, ap dung cho
phu hop, hi¢u qua.

Co quan bién soan: Cuc Thu y
Tiéu chuan co sé: Pugc ban hanh theo Quyét dinh ban hanh s6 934/QD-TY-TS
ngay 12/12/2014 cua Cyc truéng Cuc Thu y.
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TIEU CHUAN CO SO
QUY TRINH PHAT HIEN VI KHUAN
VIBRIO PARAHAEMOLYTICUS CO GIEN GAY BENH HOAI TU GAN
TUY CAP TiNH O TOM BANG KY THUAT PCR

I. MUC PiCH

Phat hién vi khuan Vibrio parahaemolyticus c6 gien gy bénh hoai tir gan
tuy cap tinh ¢ tdm (Acute Hepatopancreatic Necrosis Disease — AHPND) bang
k¥ thuat PCR voi cip moi sit dung 1a AP3 (AHPND primer set 3), nham gop
phan dap ing nhu ciu chan doan, phong chong dich bénh.

II. PHAM VI AP DUNG

Tiéu chuin co s& ndy duoc ap dung dé xét nghiém phat hién vi khuan
Vibrio parahaemolyticus c6 gien gy bénh hoai tir gan tuy cap tinh & tom.

III. TRACH NHIEM

Xét nghiém vién, k¥ thuat vién, chan doan vién phai thyc hién theo ding
quy trinh. Phu trach phong thi nghiém c6 trach nhiém kiém tra va dam bao quy

trinh duoc tuan thu dang, du va chinh xac.
IV.NOI DUNG
4.1. Nguyén tic

Vi khuan Vibrio parahaemolyticus c6 gien gay bénh hoai tir gan tuy cip
tinh ¢ tom duoc phat hién bang ki thuat PCR. DNA cua vi khuan duoc chiét
tach tir mau tom bénh cé triéu ching, bénh tich dién hinh cua bénh hoai tir gan
tuy cap tinh hodc tlr canh ting sinh vi khuan (nuéi cdy vi khuan), nhung khong
nhat thiét phai doi két qua phan 1ap, dinh danh vi khuan.
4.2. Mbi trudmg nudi cdy va thude thir

Chi tiét dugc trinh bay tai Phu luc A.
4.3. Thiét bi va dung cu

- T cdy an toan sinh hoc cap 2.

- Tt 4m c6 thé diéu chinh duge ¢ 37°C £ 1 °C

- Ong nghiém c6 ndp vin: 20 mm x 160 mm.

- Bia petri nhya c6 duong kinh 90 — 100 mm.



- Micropipette, dau tip 0,5 - 10 pl, 10 - 100 pl, 20 - 200 ul, 100 - 1000 pl.

- Microtube 1,5 ml.

- May lic nhiét diéu chinh dwoc nhiét d6 (37 °C, 65 °C, va 95 °C, 200
rpm).

- May ly tam tube c6 thé tich 1,5 ml.

- Khay nudc da.
4.4. Lay mau

Céc mau can léy dé xét nghiém, bao gém: Mau tom tuoi, mau nudc, mau
bun. Mau can duoc thu thap, bao quan trong thung lanh 2-8 °C va dua dén phong
xét nghiém cang nhanh cang tot dé dam bao do chinh x4c cia két qua xét
nghiém (tot nhat 13 khong qua 24 gid, ké tir khi hoan thanh viéc 1dy miu).
4.5. Xir Iy miu va ting sinh

Xtr Iy mau c6 thé duoc tién hanh tuy theo ting loai miu:

4.5.1. Déi véi méau tom:

- Can duoc van chuyén dén phong thi nghiém trong diéu kién bao quan c6
da lanh.

- Trwong hop khong ting sinh (nudi cdy vi khudn): Chiét tich DNA cuia
vi khuan truc tiép tr mau tom bénh c6 triéu chirg, bénh tich dién hinh ctia bénh
hoai tir gan tuy cap tinh.

- Trwong hop ting sinh (dwoc tom tit tai Hinh 1):

+ Néu 1a tom post (tir 1 dén 25 ngay tudi), can tién hanh cit nhuyén it nhat
khoang 1g tom, tron déu, tao thanh mau déng nhat. Sau d6, cho toan bd phén
mau dong nhat nay vao 6ng nghiém cé chtra san 9 ml peptone kiém, 1 ting sinh
(nudi cay vi khuan) ¢ 37 °C trong khoang 8 gio hodc qua dém.

+ Néu 14 tom 16n hon 25 ngay tudi, lay khoi gan tuy va da day caa 5 - 10
con tom dugc cit nho va ting sinh trong 9 ml canh peptone kiém, U ting sinh &
37°C trong khoang 8 git hodc qua dém.

+ Sau khi tang sinh, 1y 0,2 ml dich canh ting sinh dé chiét tich DNA cua

vi khuan.



[ Mau tém ]
/ \

Tom post (>= 1g) Toém 16n (5-10 con /mau)
Nguyén con Khdi gan tuy, da day

v

Cit nhuyén, dong nhit (1g)

vV
Ting sinh peptone kiém & 37 °C/6-24 gidy
(lg mau + 9 ml peptone kiem’

Chiét tach DNA vi khuin (0,2 ml)

PCR (cip méi AP3)

[ Dién di, doc két qua ]

Hinh 1: So' d6 xir Iy, ting sinh va xét nghi¢ém miu tom.

4.5.2. Doi voi mau nwoc, mau bun

Mau nude hodc mau bun,
(10g bun hoac 10ml nuéc)

Tang sinh peptone kiém & 37 °C/6-24 gid
(10g/10ml + 90ml peptone kiem)

Ly trich DNA (0,2ml)

J

PCR (AP3)

Dién di, doc két qua

Hinh 2: So' d6 xir ly, ting sinh va xét nghiém miu nwéc, miu bun.



Poi vé6i mau nuwée, mau bun: Miu can dugce pha lodng va dong nhit
trong peptone kiém theo ty 1& 1:10 (nén st dung 10 ml nuée hodc 10g bun trong
90 ml peptone kiém), 0 ting sinh & 37 °C trong khoang 8 gid hodc qua dém. Sau
khi tang sinh, 1y 0,2 ml dich canh ting sinh dé chiét tich DNA vi khuan (Hinh
2).

4.6. Chiét tach DNA cua vi khuin

Qua trinh chiét tach DNA cua vi khuan duoc thuc hién theo huéng dan
ctia kit chiét tach InviMag Bacteria DNA Mini Kit/ KFmL (code: 2433150200).

Hoic c6 thé str dung cac loai kit chiét tach khac twong duong, phu hop
cho viéc chiét tich DNA (Phuy luc B).
4.7. Thue hién phan ing PCR

Pé phat hién vi khuan Vibrio parahaemolyticus co gien gy bénh hoai tir
gan tuy cap tinh & tom, can thuc hién quy trinh PCR, véi cip moi 1a AP3-F va
AP3-R (cho chiéu dai san pham 1a 336 bp). Trong d6, cac thanh phan phan ing
PCR trong tong thé tich 25ul duoc chudn bi theo Bang 1 véi chu trinh nhiét theo
Bang 2.

Bang 1: Thanh phan phan img PCR
(theo kit Tag PCR Master Mix kit, Cat.No: 201443 ctua hang Qiagen).

STT Thanh phin Nong d§ gbc  Thé tich (pl)
1 Water 8.5
2 Reaction mix 2X 12.5
3 Primer AP3-F 10uM 0.5
4 Primer AP3-R 10uM 0.5
5 Template DNA or Control DNA 3

* PHi vai kit co thanh ph?m Master Mix khéc, viéc chuan bi Master Mix
nén tuan tha theo hudéng dan cia clia nha san xuit.

* Nhi¢t do va thoi gian nay chi phu hop vai kit Tag PCR Master Mix kit,
(Cat.No: 201443). Viéc thuc hién cai dat nhiét d§ va thoi gian nén tuan thua theo
huéng dan cua ting bo kit duge sir dung.



Bang 2: Chu trinh nhiét.

Nhiét d6 (°C) Thoi gian S6 chu ky
94 5 phit (*) 1
94 30 gidy
53 30 gidy 30
72 40 giay
72 5 phit 1

4.8. Pién di va doc két qua

Pién di: Pién di san pham PCR bang gel agarose 1,5%, co bd sung

1/10.000 chit nhudém DNA 1a Gel Red hodc Gel Green déu duoc.

Poc két qua dién di:

- MAu duong tinh 1a miu duogc phat hién déng thdi voi dbi chimg duong,

c6 cung doan bang sang co6 chiéu dai 336 bp so vai thang chuan (d61 voi cap moi

AP3) va dbi ching 4m khong xuét hién bat ky doan bang sang nio.

- Mau am tinh 1a mau khong c6 biang sang AP3.

Luwu y: Déi chirng dwong va doéi chirng dm luén dwoc thie hién cung lic
trong sudt qud trinh xét nghiém (tir khdu chiét tdch DNA, thuc hién phan vmg
PCR, dén dién di va doc két qua), dé dam bdo két qua xét nghiém dwoc kiém

soat chat che, chinh xac.
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PHU LUC A: MOI TRUONG TANG SINH VA THUOC THU

- M6i trudng tang sinh: canh peptone kiém.

- Hoa chat chiét tich DNA vi khuan: bd kit chiét tach tu dong InyiMag
Bacteria DNA Mini Kit/KFmL (code: 2433150200), hodc cac kit chiét tach
DNA vi khuan c6 chat lugng tuong duong khac.

- Mdi st dupg 1a AP3, cho chiéu dai cta san phém khuéch dai 1a 336 bp,
vO1 trinh tu cu thé nhu sau:

- Mdi xudi AP3-F: 5~ ATGAGTAACAATATAAAACATGAAAC-3'

- Mdi ngwge AP3-R: 5'-GTGGTAATAGATTGTACAGAA-3'

- Nguyén li€éu dung cho phan tmg PCR 1a Taqg PCR Master Mix kit (code:
201443) cua hang Qiagen. Thang DNA 100bp (DNA ladder, code: 15628-019)

cta Invitrogen. Ngoai ra, cdn c6 cac hoa chat co ban khac nhu agarose 1,5%,
dung dich dién di TBE 1X, loading dye 6X, gel red, va ethanol 100%.

-Pbi chimg dwong Vibrio parahaemolyticus (RAHO6-AHPND-ST) cua
Co quan Thu y ving VI 13 vi khuan dugc phéan 1ap tr mau tom thyc dia. Mau
t6m dugc thu thap tir ao tdm bi hoai tir gan tuy, va cho két qua mé hoc duong
tinh v6i AHPND. Pong thoi, trinh ty gen ctia san pham PCR (AP1, AP2) tring
kh&p hoan toan (100%) véi trinh tu ciia Timothy William Flegel da cong bo.

- bbi chirng am c6 thé 1a mot loai vi khuan Gram 4m (vi du E. coli, hoac
bat ky dong Vibrio spp. nao d6 véi diéu kién vi khuan d6 khong cho két qua
PCR duong tinh vi mdi AP3). Trong vai truong hop, nude (khong DNA, khong
RNA) ciing c6 thé duogc st dung nhu 1a déi chimg am.
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PHU LUC B: CHIET TACH DNA VI KHUAN

B1. Phwong phap thir nhat: Chiét tich DNA ciia vi khuian bang may
tach chiét tw dong King Fisher

Qua trinh chiét tich DNA theo kit InviMag Bacteria DNA Mini Kit/
KFmL (code:2433150200) trai qua 3 giai doan cha yéu sau:

1/ Ly trich bang mdy lic nhiét & 65°C/10 phat: Cho thém 200ul
Resuspension buffer R vao eppendorf chira san 200 ul miu. Sau d6, chuyén hdn
hop miu vira ¢6 dugc vao extraction tube L va vortex déu trong 5 gidy, r6i dem
1l bang may lac nhiét & 65 °C/10 phut.

2/ Ly trich bang may lic nhiét & 95°C/10 phut: Pit cac extraction tube L
vao may lac nhiét & 95°C/10 phut dé ting hiéu qua ly trich.

Luu y: Trong sudt qua trinh ly trich bang may lac nhiét & 65 °C/10 phut va
& 95 °C/10 phit, xét nghiém vién can chuan bi trude cac dung dich thudc hé
théng King Fisher dé thuc hién cac budc chiét tach trong may tu dong. Cu thé
bao gom:

Tube A: 400ul Binding Buffer B6 va 20ul Map Solution A

Tube B: 800ul Wash Buffer I

Tube C: 800ul Wash Buffer I1

Tube D: 800ul Wash Buffer 11

Tube E: 200ul Elution Buffer

3/ Gan DNA: Sau buéc ly trich, chuyén khoang 450 pl mau vira duoc ly
trich sang tube A ctia hé théng King Fisher. Gan cac diy tube King Fisher co
dau loc vao bén phai ctia may chiét tach ty dong, gan cac tip comb vao may. Sau
d6, nhin nut start dé chay chuong trinh chiét tach bang may chiét tach ty dong.
Sau khi két thuc chuong trinh chay trén may, tube E 1a tube c6 chira DNA chiét
tach. DNA vira chiét tach nay duoc chuyén vao 1 eppendorf khac, va bao quan &
- 20°C. Trong trudng hop DNA con 1an cac hat tir, nén chuyén toan b DNA d6
vao tube 1,5 ml, roi ly tdm véi téc d6 tdi da trong 1 phut, hut phan ndi dé lam
DNA template.

Péi véi nhitng phong thi nghiém khong trang bi may chiét tach tu dong
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King Fisher, xét nghiém vién co thé sir dung cac loai kit chiét tach DNA vi
khuan khac, sao cho chat luong DNA khudén mau dugce dam bao 13 duoc. Ngoai
ra, dich vi khuan sau khi ting sinh ciing c6 thé duoc chiét tich bang phuong
phép nhiét.

B2. Phuong phap thir 2: Chiét taich DNA vi khuan bing phwong phap
soc nhiét

Cu thé, gé)m cac budc nhu sau:

+ Buoc 1: hat 0,5 ml dich tang sinh cho vao eppendorf 1,5ml; ly tdm
13000 RCF trong 5 phit; bo ndi, 1dy cin.

+ Budc 2: Tiép tuc cho thém 500 pl nudc (khéng RNA, DNA); vortex
cho tan déu; ly tam 13000 RCF trong 5 phut; bo noi, léy can. Budc 2 duoc thuc
hién téi thiéu 2 lan.

+ Budc 3: Thém 300 pl nudc (khong RNA, DNA); vortex tan déu; cho
vao may U nhiét nudc (water bath) ¢ 95 °C trong 10 phut.

+ Budc 4: Tiép tuc ly tdm trong 13000 RCF trong 5 phut; hut phan noi
bén trén lam DNA khudén mau (DNA template). C6 thé bao quan DNA khudn
mau & ngin mat ti lanh (2 - 8 °C), hoic ¢ -20 °C.

Mac du, phuong phap s6¢ nhiét don gian, d& thuc hién va it tén chi phi.
Tuy nhién, phuong phép nay it khi dugc khuyén cdo ap dung trong truong hop
c6 lién quan dén giai trinh tu gen, hodc cac nghién ctru khiac & mutc do sau hon

vé sinh hoc phan tu.
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PHU LUC C: VAT TU CHO MQT MAU XET NGHIEM

1. Vit tu dé ting sinh vi khuan

STT | Nguyén li¢u sir dung cho tang Don vi S(f) lwong can cho 1
sinh vi khuan tinh mau da tinh hao hut
1 Alkaline peptone water (peptone g 1,98 (m?ug bun / nudc);
kiém) 0,198 (mau tom)
2. Vit tu dé chiét tich DNA ciia vi khuan
STT | Nguyén li¢u sir dung dé chiet tich | Ponvi | S0 lweng can cho 1
DNA ciia vi khuan tinh mau da tinh hao hut
1 InViMag Bacteria DNA kit/KFml kit 0,015
(75 test/kit)
2 Micropipet filter tip 1000 pl cai 3,15
3 Micropipet filter tip 200 pl cai 1,26
4 Graduated Microtubes 0,65ml cai 1,05
5 Khau trang Surgical face mask cai 0,42
6 Gang tay size S (TNT Blue) doi 0,42
7 Que céy nhua cai 1,05
8 | Con ml 0,44
3. Vit tu dé thuc hién xét nghiém PCR
STT | Nguyén liéu sir dung cho thuc Pon vi S(:S lwong cén cho 1
hién PCR tinh mau da tinh hao hut
1 Micropipet filter tip 100-1000 pl cai 0,66
2 Micropipet filter tip 5-200 pl cai 1,65
3 | Pautip 0,2-20ul ci 1,65
4 Tube 1,8ml cai 0,33
5 Tube PCR 0,2ml cai 1,65
6 Khau trang Surgical face mask cai 0,33
7 Gang tay size M (TNT Blue) do1 0,33
8 Sequence AP3F (100 nmoles/ong) nmoles 0,01
9 Sequence AP3R (100 nmoles/6ng) nmoles 0,01
10 | Tag PCR Master Mix (250 test/kit) kit 0,0068
11 10x TBE FElectrophoresis Buffer ml 0,31
12 | Ultra Pure Agarose gr 0,05
13 Ladder ul 0,06
14 | 6x DNA Loading Dye ul 3,40
15 Gel Red Nucleic acid ul 0,32
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STT | Nguyén li¢u sir dung cho thuc Pon vi S6 lwong can cho 1
hién PCR tinh mAu da tinh hao hut

16 | Con ml 0,68

17 | Distilled water DNAase, RNAse ml 0,51

Free

Ghi chii: Trong 1 lit méi trwong Alkaline peptone water (peptone kiém)
gom cé 10g peptone, va 10g sodium chloride. Tuy nhién, théng thwong Alkaline
peptone water dwoc cung cdp dudi dang tong hop (dwoc bdan san trén thi
trieong), nén chi can hoa tan 20g méi truong trong 1 lit nuéc cdt tiét tring va
hdp autoclave ¢ 121 °C/15 phit, pH: 8,5. Bdo qudn & nhiét dg phong (25 °C).
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