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Isolation and Adaptation of HAV on MEK Cells and Vero Cells

JING Shen-rong, JIANG Shu-de, YU feng, WANG Yan

{ Chunese Academic of Medical Science , Chunese Union Medicad University , Instite of Medicnd Biology , Kunming 650107, China)

Abstract: HAV strains W and X were isolated and adapted to Rhesus monkey embryo kidney( MEK} cells from
feces of hepalitis A patients, and identified to be HAV with blocking experiment, neutralizing experiment, indi-

rect immunofluorescence { [F) , immune electron microscopy(IEM) and RT-PCR. Antigenic titers of strains W
and X P7 on MEK cells were 1:512, 1: 1024, respectively and infective titers { logTCIDg/mL) of that were
8.17,8.50 respectively. Only the isolate W was adapted to Vero eells. Antigenic titer of adapted strain W P6
on Vero cells on 21th day was 1:256 and infective titer(logTCIDs/mL ) was §.00.
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PE FREMEEE (MEK) I AR FE RSB TEN 7§ R W NG K h W stas . aade
KR Lk REPCR WHHETTHFRELE AP R FIFERE. WEEH X3 7 07 MEK 485 Eryi g i
AAEl 12512, 101004, S8 B (ogTCIDg,/mL) 7+ 924 8.17.8.50, PUA 4 Etk W AT LB METF Vero HAME, 55 6 £ 214

IR A 1:256, B BE ( logICIDs,/mL) 27 8.00,
X FITSHE; MEK #¥; Vero AR 458; IBIY

BESAS R373.21 XEAFIRRDA XESHS:1003-5125(2001 )03 - 0212 - 04

HAV 21EHE Ak BB 5 WA R, 2 T BB
BRI g2 , ASTTHRSME 35 R BF a8 A F ) & I
H. SEXERAFROARS ISR HAV,BEX
ZHR R WHO HEFR{E A AR EL I, 1T Vero #1 K8
WA SEARA REFEAHEEN RIFER, F
B Vero ANEE FREEHE A XMERER, Bk,
H HAV B R F Vero AR AEE, ERRAMEE
PR AR AHE A sh it = R R TS i ) S .

1 #EfFEZE

1.1 fREHEEMLIE
1997 £ 5-6 ARETENE¥RES —HEE

{e% B 37 2000-07-03, 45 [0 A #7 . 2000-12-10

B A% Bl B 1 fE B B H 3B(E o #l, 209 M9 RER
WLEAL EERRH, T EERE, ER-0CRES
H.
1.2 M

{H7 AL { Rhesus monkey embryo kidney, MEK)
B, R U A F 40 K s Vero AMRE AL 135 ~ 159 12,
BEFERE MEM(E 0.16% KFALEEN 2% ~ 5% 1)
ANEMFEE ) o
1.3 AHAELNE

KEARAAR, EfERER, 35 CHR 28d 5
WEE, ELISA K iSRRI BRI EE, W vl
M HRERY 10 ERE. ST HEEREL T

FEH A R H1968 - ), B REE MR E & DER A Ht, TEAIREE TR .
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AV R, B R XT M PIAR , A Read-Muench i1t
BRI logTCIDsp L) o
1.4 HAVERHEEE

FE 0308 | PRI | S R i BB MR R Tt
B2 WocER B, AC-RT-PCR BilR 4 @
FIRY DNA I8 31438 HM-175/wt (956 40 e 3!
I H . 51: forward 5 GTC GAA TIC Ag CT TGA TAC
CTC ACC GC3’;52; reverse 5 GCG GTC GAC Gy CT
AAT CAT GGA GIT GAC 3, i eI F B )£
255bp, FEERICERDY,

2 #8

2.1 HAVHSE

{3 A MEK SHHE M\ 9 FIFRAH 47 55 1 HAV 38k
WX B A OO, TR i (L3R 1),
T A Vero HHIMETH ZFER D45 HAV 55K

iR rifS
1 HAY BHE MEK R F SRR MR
Table I Antigenic titers of HAY strains of different passages in MEK cells

ik R Pusaages
Sirains P1 P | 3 P4 P5 Po BT P

w £ 1332 Lied L0256 1964 164 1:256 1:512

X I:4  1:16 1:32 T1:128 1:64 1:512 1:10241:1024
Note: * result doubted by ELISA,
2.2 ¥FE HAVHIH R
2.2.1 EE#FEE HAV B W R X 258 -HAY
T (A FH 44 1 75 2 B 4 1078 257, ELISA # & oD ff,
SRHE AENES HAV & 57T R B4, T
HE &S HAV SRS HEA B  E it AL IE 4 o
IEBA WX AR HAV,
2,22 FHEE MENESESR W XRS5
MEK #i Bi3%# , ELISA 8 22 PR  BAME M3 54k
W.X ) 387, ELISA 820k PHE, B0 M R e fk
77 T UEBA BT 4 BE A PR R TR HAV,
2.2.3 REEXRGHERENAR HP WItkd
P T AT IR N R EmpDR I e ERL (W
HIEER ). NREEHRANEREENR
T EEHR HAV,

WEHEBETHRAES.LERN, WL HW
(B3 3 BEE 2) , BEHH 270m, ANTEE ¥ HiEH
X EGERIATE O HAV,
2.2.4 HEXTE ACRT-PCR ¥ 33X Btk
B4 S'NCR, SR RE 3 EEE 3. Fiyi¥mE R
S TR, B R AR R R AR FE AR

#HE HAV,
2.3 fRAMER

HAV ##k W X 7€ MEK 81 _E 367 TS
W B TR R 28d, B S A ET R, 5
DR BRI B I N R (LK 1), WS
J3 1:512,XP8 2 1:1024,

4 MEK 40 - iE R 5 4 Rn ik W OX R
T Vero 1M E#EATIE R, H A7 3 0, HF W2 I IERH
W H] LAE LB Vero 4UHE, T HAV ##k X 7R
WA H Vero JIH, F#R W EKM LR ERE
7 Vero 41 M (AL BE i, I B BB A
(RFE2), 512 A8 ma) 1:1024, B MEK S
Fl Vero dHHIEEFE HAV B, HF 3 A 4UHRAE .

$£2 HAV BEEEE Ve B S RMAENE
Tahle 2 Antipemac titers of HAV strains of different passapges in Ve cells

iR ALK Passapes
Smins PL P2 P3 M PS5 P86 P8 PI0 P2
Wooo. - 1T 3132 10128 1256 1:5K2 1h1024 13003

X -
Note:- negative by ELISA

2.4 HAVEHRTE MEK B E Ve 48R0 E o185
;g

A MEK 40HE3% 3560 W P7 214.X P7 28d $iJ5 &
B OD (i (W 4) , HAV S HLA 3 & i, I 2
EFURTGRE 4 9120 1:512,1: 1024, R BE 43 A1 R
8.17.8.50. P6 7E Vero HMUIE VAR UE(T 214, A
BT EE EER 1: 256, R E R 8.00,
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Fig.4 Time-coumse of growth of HAY sirains in MEK snd Vern cells

2.5 Ve YIF@ER % W A BER

4 Vero ZHHE FE SRR W BUEE 10 {CEfTHEERE
1%, $HFERFEIAECRE 21d 455 % 144.10d, S0
FETGEIRIFLE 121024, K535 4 88, ok L2 mpa 45
TIA,
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HFXESSEA RFNEREFME . €4
¥AH AR EMNAfENT SR, BEHEF
HRERERE T EREUBEN HHERENT
R, B SR AE = pO 3R (38 e BOAR B LA
HeiX— A, Vero HIM S E FRE A IE
B AREENRTER.

I PR (i — Vero MG H IR RN E ET
E £ Hr B BT BEARST 038 R 3] Vero AMEHY , SR 3C
PR BB R B 7E Vero SR B & B
RGO E ST, 2 IR AT I
FirA A MEK M43 HAV B8, i — %58
KB Vero EREHT , 72 BLIERE B2 AR E AT 3F Vero
a5 T R RIS R,

Binn 251 A S IR X0 A A DG LA AR 22 S v
HAV %, T AL M 2 B HAV B0xE; BIfE 4 B3
BRI Zh, B A&, I Ve 40 J8. BS-C-1 4
Fao T 0 2) SR I A AT B T R — AL BB
A Vero 41T 3 MEK HIRIM ZEME 5B HAV, BT &
BHAESRMALSE HAV,. IEENE 1 REtEN
THAN, 2 R3NFHHECAKRBER(RLE 1),
i, i F MEK 4000 530 HAV R HBTrHE, 4
T RRIEE HAV F¥k, MEK IME W7 ¥R 4 4 14
PRGN Vero 1R, 5Bk W EF — 8
R, E=N BHE, EREER 14, 5P
ERFAKERE, LFEH E £ W8N
Gregersen -~ ¥R 22 2 B8 ¥ ( Pre-adaption) , #1 F
MEK $1 M5 Vero HHHIEEIE THR25 F 400, HAV
23T 1 T X W R RS R A 5

W HRFT LA —#5E M B Vero HIM L, T X #kH
A8, VLB HAV 23Rtk B AR EMEAR N, (HAE 4
Mg FMBEREENRENEIFEEZE
splt2410.2] 4 W 7E MEK ERF0 Vero HHATAIY
TENA BRI ZE R, MEK #8 B s JBR B 43 55 mef (6] 77
FLRHENN, Vero H1AE HAV FLEBFERT 14d X5
1k, 17d A A BT, 21d X PIE R E 8, S 35d
B34 FIE. flLF ¥ HAV FF ¥k W 7E MEK 40 i o
RER BT Vero IR R AEE, BR R 5
HIL AR E KSR ER, IEBREERR
MUTAKAE. HE HAV B ER R HRMIE
FEHRRET S, s FRABRE i gH, 8

HA Ktk A [F](2BS 5 SL7) , ot [El—EE vk i A oA
A E =L A

T HAV S & 30 A 2R 41 b B CPE, K
S ] AT I 7 4 A R 9 R PR R (persistent in-
fection), {15 EHIM K HIHF A HAV AN HL{Z(K,
RESEET#EX BT, A TR E B REE
HFERHATH. ARINMERERET, AER
B Wk, B REWEMS Wk, Bk A EEL F)
1:1024, B E R H WTen B35 50, BRI ER
P FR A 7E 11004, (B BEA SREEER I M4 L (0L F
A Vero 1M HAV FIFEIAR] T HIFDRS.
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