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AC-PCR Z#ENFE=E B N2 HAV

RXH# #HaE £25E EEX REF
(EZHT DEPRY @ 222003)
FEEY T

(PETHESHEERESHRM, LE  100052)

X@E W% U RRE, B ALY

AT BEZEGR I LB FRREHAV) SR RE AEEHEF M P IFEEPHE

S, {10 A PLE T R &M EE R M (AC/PCR)BM & D280 HAV, & RBEWT :
R i

1 NEES TUNEE.F_FREFFR. EZEABRMASHA=ZTHEMENER . ABNERS
V1265 31 4y, P A A i,
2 MEHSHERORE HEEERARMREEY . £9IE R0 NA(LEHLENARARE
H4), 0F, AASEFSTERIE, WA EEKE 100 mL, RFHEHAES min, WEMFRE(pH?. 5), K
$E 75 (4710 Series ultrasonic homogenizer, USA, 3L {2 2.5 mm. 50 WK 20 s, 3 3 ) EiB 2000 < g, B L
20min, FRFHA. ARABFWKERE O ml, BWEHN, B4, &HFKLEHE A0 1md/LHCMpH £
4, FEAEEHE 10 min, FE 5 min, FTE—KIE 1000 % g B.Lo 15 min, F_Li#, F0RA 50 mL BHABREN
HEL0. 05 mmol/L glycine — 0. 14 mol/L NaCl, pH9.0)EERE, A 0.1 mol/L. NaOH 1§ pH ¥ 7.5, & L- 2000
g BL.C 20 min, FIE: H B _ L EBER A 0.1 mol/L HC i pH i# {7 8 & T, 1000 x g B4 15 run, TR A
HAER(EHFEE 100 pg/mL, HFEE 100 pg/ml), REEFMA 0.1 mol/L. NaOH 8 pH E 7.5, BEER K
1.5~2.0mL T%.F - 20 CHEEFIE. BLE 2000 - g B4 20 min, lF{ ELHEAT AC/PCR.
3 34MiEE HAV MEEANSAE RNA ZHEEBREEREREA VP BT EMNFERRTES
S8, ERES | His it A ST VP B 2389~ 2414, 5’ -GGAAATGTCTCAGGTACTTTCTTIG -3, IE#35]
WA e S TR VP BESETEN 2167~2193, 5-GTTTTGCTOCTCTTTATCATGCTATG -3
4 AC/PCR PLiEIBHRZE 0.5 mL BB Pt 17, A 100 Ll BHME OB W (pH 5.6)1:200 HAAH-HAV BT
BH ik, 37 CEE 2 hak 4 Tit#, 2 PBS0.05% Tween20 58 6 %5, A 200 ul. 1% BSA #H,37C 1h,
WESHEBRA 00 L ERRELHRHTHARAR L CIhR 40l #R.CEPEREME, A PBS
0.05% Toeen 20 ¥EH 6 ¥, DA 37.5 uL O, 5 ol B9 10 {548 30 B (100 mmal/ 1. Tris-HCL pHE.3, 500 mmel/L
KC!, 15 mmol/L MgCl, 0.1 % Gelatin), 5 pl dNTP(2 mmal/ |, dATP, 2 mmal/L dCTP, 2 mmal/L. dGTP, 2 mmo/L
dTTPY#T 0.5 pL. fREEF (100 ng/pl). B T 3 min EFERNERE TR A K. SN 0.5 8%
BOB#(RNasin, Boehninger Marmheim)#01 0.5 . 0 5¢ B ( AMV, Promega, 2.5 w/ul.), T 42 TR 30 min, 95T
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5 min K i WFREHG SLE ok, BRI A 0.5 ul IE8E3 49100 ng/ ul.) 1 0.5yl Taq 5 R (3 u/pl, E3), ]
G 50 ul. GREHE S, W T REY M8 30 - Y 8094 T 405,55 T K EH 1 min, 72T 318
HE L min), 51 AHEF i — TR E 3 min, BIE— A E 7 min,

5 PCR FRIFHSRFOERAMT 15,0 — R PCRY 7S, 2 1 S% BIRERIE( & 0.5 g ML Z G/ mL) ik
B 1 - TRE, MK BT EMT TRMBE, v Bk 248 bp MHRAE DNA 358 B0 MEHE, R T DNA £
HRELL PCR — iRy =4 1 oL A8, 3 {T 2 IR W EBHEEH.

FHREI®

M HFE L2 B — Ik B MRS, 2 29 AC/PCR A, Hb 11 (PR 1 HAV, TE32

EAE Bk I, HAr P oy R, - FE K/, 25 DNA 5 F BIRHE(Dx-174RF

DNA-Haelll {4 {t,7™#, Pharmacia) 82, PCR P8 7E 271 $1 234 bp 2 8], X 5% 1+3 1 B0 i i 5

BYF=5)0CAs 248 bp —B, HAV FHYEEE R 4 g, AT BT e) s frn s, K4

B AENE A FER R (R . AR FERE R HAV, N B AFEK SRS HAV &

BHRE, EE I OHRGHEE HAV, TR ES RGP HE 4 HRE HAV, K HER, %
FE BT HAV 53,

FRATHIVEAR-VTIEM: 82 11 BYC 35 408 P HAV, #RIE FIH-HAV B iRtk S
HEY HAV, B BA B RNA S, 2 HF & i DNA, B#{T PCR I ¥R N HAV, 2R ¥
E—TERAEE, EME. 2LH, RAEEREOEWEN 26%,30 g T AFHRE RS
EUWEE 1.0~1.5ml D, BHE—9 PCR MY HAV FRESH 1071254, & RT
HR 107110 By A, fikE( BRI 13 B4 —K PCR YW e HSME, £
WH M g h.i F1 o 4 {58 .

M AC/PCRUZ IR PCR M) 1 Mk 2 Mg D1 3548, HAV 155
a. 5rF BARAEST B0 Ox174/ Haelll ¥; b. FAHE W AR { H, 0} e FAHE W BICHAV Yid-p. 13 (B D 2B RAGTME R
(d—~h Eiff;i— A% ikomon EH TR Y0 - o HE)
Fig  Detection of HAY contaminalion in shellfish from Lianyungang sea walers
by AC/PCR (after second amplificalion)
2. DNA marker {@x174/ Haelll ¥ b. MNegateve conerd (HpO) 5 o, Pesitive control {HAV 35 d = p. 13 shellfish samples {d - h.

Scaphoroa suberenata i i ). Macema incongrrwt, kom.n. Bulitapes philippenarum; o~ y. Sinenovacuda constricat) .
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#£410 B S AC-PCR BER: I3 Z 48840 1 2 Pay a7

* EEEE N HNEES ACPCRER HAV 52
Tahle Detection of HAV concamination in shellfish from Lianvungang sea waters by AC/RCR
e *3
2% Spring Auturnn

Shellfish ¥ Y e R
Mumber of sample  Positive No, Number of sample ~ Positive No.

=Ll
Seapharra Subcrenata

JE e mand)
Buditapes phileppenarum

HE
Macoma enqungrun 3 1 7 1

T
Sinoncvacada constricat

M
Chiamw farrer

it Towl 9 4 22 7

3 3 g 4

2 0 5 1

B MBS HAV B2 BB EIRIT, EM SR — M Em A TEME, S
HEH K ARRAT, DI IR R R ORI EE AR, KRR EEERRE, 2588
B NEERRBEF R HAV, (BB HHTH: HAV & HE, 75T B A @mE K hws
LA L 0.5 h BRI FAEISHACT, 24 h 85 K HAV He4s 29 512, HigbE
MR MR EEEROEEZEN. BRI EEANBES, B2 Ee BB E,
FEH S E, (EMHFREN HAV &4 &,

RUIBEHSRNERE, EEREHNTH 100% FF] HAV 55, X S X IFRTER
WG, IEEETHE. MHETRMREPFERSE= KT HAV SREEE X, UL
MMTEZRBEERE , VLSS H HAV BE FA0A, 5 IR Bl o, 07 hsa v 3= 5 HAV 75
R E, DLW D126 (538 HAV R 2, RIS E R FEREER.

g F X B

1 TR FEE,BFEZE FRAMKHBIEE SEEE W (AC/PCR) S M3 B4 R s HESH, 1996,12(2) 123
2 EHEN AR GERY BRI FIRENL N, PHEER R R #1992, 602):115
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Detection of HAV Contamination in Shellfish from Lianyungang
Sea Water by Antibedy Capture-PCR

Zhao Wenbing Lin Hongyu Li Jiafu Wang Lixing Gong Haipin
{ Lignyungang City Senitary and Anti-epidemic Station, Lienyungang 222003)
Fang Zhaoyin Wang Qiuhong
{ Institute of Virology, CAPM, Beiring 100052)

Abstract A method of antibody capture palymerase chain reaction {AC-PCR) is developed for the detec-
tion of hurnan hepatitis A virus (HAV ) in shellfish { Scapharca subcrenata, Buditapes philippinarum,
Macoma incongrua, Sinonovacula comstricta. Chlamys faorrer). Initial virus extraction is based on a
modified elution-precipitation technique. Eleven cut of 31 shellfish sarmples from Lianyungang (in Jiangsu
Province} sea water are HAV positive. This experiment proves that the consumption of shellfish growing
in contamination waters is associated with the risk of transmission of HAV .
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