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HCMV =R E# MM S 55

o BER K K Kgd

GEHREE¥R HmH 225001)

W R OAAWLEERBARE (HEP-2) 8 DNA 35 A BEMZIR (HEL), B8 T S &R
HRMM (GTC), W& 4 AS.B3.G8, D3 1 H3. X GTC M3 k¥ 7 HEL i 8 @tk b
P~ 40 R (HEP-2#1 HEL) B G k@ I ], B A B MMAHE ADI69 # 55 44, D3 o
AS.B3.GB MTH3 FE B FL MU AMMERMBERE. & D3+ HCMV & i B 53 7
BHEATHE, AEAKEK D3 3 HOMV B4 4 6l 8 B4k, HOMV 345 % 100 1o/
D3, B EIESE AT R IE D3 EH AR HCMV. A4 DI TR M4 #7 83 HCMV &
T FMEA T, BIERE HCMV M T A,

XEa ANEMMAE, DNA B3, AFRIeE, AW b 5 o0 i i

%S Q939[.93]

ABEMKHE (HCMV)RASKENPHEERET. A HCMV %8 5%, B B
ARE T HCMV RERREEHR. —R2 M E BT 306 LB £ 45k
TH MEEMBRGTE MERERN LR A E R E R EREEMN HOMV B2,
ARTE RN EW HCMV BIRFFT. =% 52 40 B o 40 B 0 HOMV B R BRI, 5B 2 X
Lo A R B R T OHCMV ST, SRE. B 5 Bl 2 I 4 BR 1 B 4 T a3t e
AT 4 H ot HOMV &Y., — B A" HEL &3 HOMV BREUBRM MM, R, B4
ARMBEHIE. A THELAEXRER, XAHAEFERIBRAE, A THEM
HEP-2 M DNA B R HEL B T S B GTC. KB DI CAAE 10018, e e AR ETE
90~ 100, FWI E kA4, T H HCMV REZE I 40 M N R 1G5 .

1 Mk

1.1 GTC f%&"

1.1.1  DNA (% BB AL HEP2 (R ZEBAGEF) R AILTHE PBS ¥ 3 k. 104 MR
B&# T 2ml pH7.9 TE &M # (0.1mol/ L Tris,0.1mol/ L NaCl,0.05mol/ L EDTA)#. B
48 3 B 4 0.02% Triton-X, 0.5%SDS. A B H i 100pg & 5 B K(E. Merck) 37C 1 3%
2h, A1/ 2GRBLEZAEMA 1/ 2 AREN - SRR R Ry 24 ) HR, 5 ASARNE
V5w REERHE 1K, 01/ 10 48 Smol/ L NaCl #1 2.5 f5 B Z. 8, i i DNA &

» IHREDPEFT. HAEEFEALFREE,
W B A8 19970901
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476 m o ¥ ¥ i 3%

F iml 1:10 HEEN TE &, HxHZB BN S A, INEEERE CEXEYTRAR), EFK
W W SOpg/ ml, 37C45min, IR AR K39 60min, K LEBEME 1K BT TEP. ¥
SAF Y EEHNIE DNA S BHEO R/ MM HE. HRTZBIE DNA RE&FT
& A(19ml IC B 7K 5ml 3R % . 1.37mol / L NaCl, 0.05mol / L KCl, 0.007mol / L
Na, HPO,, 0.06mol/ L # % #¥; ImIHEPES & M# pH7.0) .
1.1.2 DNALIE® M F] % 20ugDNAI 75078 A, 18515 NSBB8 B (Iml 2mol
/ L CaCl,, 3mi &M AK), BER 60min, LA BILE.
1.1.3 DNASLE ¥MBEMELEERISKHWHELEERATEH &) A LHH#
PBS ¥ 3 K, B R F LM M MEM #3518+ (2.5 x 107/ ml), i 20pg DNASLTLED,
37CHFE 20 BLE L HB.MEREET 0.5ml 35%PEG # 2min, I Sml & 10% /M
L7 9 MEM #5750, B0, WINEHARER T 20ml ERFEFBF . ME 2 Be 96 fLI%
FHA.
1.1.4 GICHEE: GTC BB /GHEA RMEEF A @MW T,
1.2 GTC BB S

GTC E& 10% /MMM MEM 35 & #. KRB EMKIE, FEX®REN
0.4pg/ ml, #E3% Lh, 5 235 55 W, BE RGPS L AR, 350, U0 0 4 /1T 0.075mol / L KC1 4
37CABREALR 12min, AEEE, B2 R A,
1.3 fEFERiLR"

L4 0.2ml (10PFU/ m) HCMV BB 3 24 L MR EMA, 33T 5%CO, 35 5+ 4d. 8
F AW, APBSHE 3, MM E E 10min, 3R, B MR H A EAE (AR
0.5ml, 37°C 1h GBI 2, ¥ 3 0 B LA L Bl 1gG K Hi ik (Sigma 2 7/ 7= & 1220 1)
0.2ml. ¥t 3 3, BUE 24 FLAE A M E B A, I H SR,
14 THRRY

¥ 0.2ml (10PFU/ ml) HCMV B 24 FLR R AR MM (37C KM 2h), FERE
B, Bl BRI 2 I A 1.2% FRAEE MEM HEH,33C S%CO 44, &
METHESEEROHR, $THANSEHFHER, B PBS 5288 3 I, i i
Smin, PBS ¥ 5 A5 T i Bk BT R A4 (PFU).
1.5 HCMV RIR%. sifb i Fn &

HCMV R % 100 /08 D3, FHH +++ ~++++ BAMBRTET IR L FE, R
Z. B (MW6 000), {8 23 B2 K 8%, 4T iE 8L, 10 000r/ min 60min, JLiE ¥ LA STE E
BE. ¥ EREHN HOMV BESEMTEH 20%~60% BEREEEEHER L,
50 000g B30 2h (Beckman LT-55 B4 8RB .04, SW28 ¥ T ), 7£ 50% R HE H i P it B
B RN, WEE, A 1% WRaRalk, EFEERR.

2 #R
2.1 GTC#%EB

HEL % iE % A K40 B, Yo 2R 8k 46 &, HEP- 2R (k¥ h 72~74 %, GTC Rk
¥R 90~ 100 & (A 1. E 2 F1K 1).
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| HEP-24E B 48 (1 000 X ) 2 D3 KR EHER (640 x)

Fig. | Chromosomes of HEP-2 cells Fig. 2 Chromosomes of D3 cells

%1 HEL. HEP-2#15GTCHIfHIE
Table 1 Characterisitics of HEL, HEP-2 and 5 GTC

Bk H HCMV It 4R PR

E ) Chromosome number Positive cell to HCMV Virus titer
Cell 3 ny (%) (PFU/ml)x 10’

Vanation Modle
HEL 44~46 46 78 9.88+1.01
HEP-2 72~74 73 0 0

A5 90~99 96 21 2.01+0.05

B3 94~99 97 42 3.80+0.11

D3 98~ 100 96 58 6.11+0.60

G8 92~100 97 51 5.02+0.51

H3 97~ 100 97 48 4.20+0.20

22 GTC MkEd

SEYL S S 3 A ZE MR BT A RN GTC, IMBCRBE M . 8 HEL CR#4L
) R BURS K, A R A, L BN R —, (iR A A TR A (B 3 TR AR ERAY).
HEL 5 GTC(D3) i {548, HEL A 25 35 RA N EF R, AR AR, BEKT.
D3 A6 45 100 ALK BBAR BIF, B BB ETE 90~100 K. RIS KELA.
2.3 GTC 3 HCMV fIf Mit

HEP-2%t HCMV A, HEL Al GTC R3x T HCMV jr ¥ AR5 20 I 40 B 22 41
AREEI 4R, H7CHER , A ELIRIR 2, B 3 o0 D3 B T HCMV /5% 4 X461 F BT R B a 4
S, REREIAK. SRR AL R XN, 1 HOMV MEURE HELE D3 & (R 1). EER
100 4849 D3 5555 1. 10. 504289 D3 ¥t HOMV MR T B E#£ R, %9 D3 xf HOMV 8B
5 D3 B KT E A X R, HCMV 7E D3 MBS 5B Y R E T X (R 3).
24 BHFESET HCMV BES

S o 4 B8 5 (B 4) R B HOMV BURLIG 5 A B — B s B8 E A BB, RS
WEAE MT AR THBEARERE.
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3 HCMV # D3 5| rM MR (240 x) 4 HCMV BT HES (1 000000 x )
Fig. 3 CPE of HCMV on D3 cells Fig. 4 Form of electron microscopic HCMV

F2 TRRBADIMHCMVE S B
Table 2 Susceptibility of different passage D3 to HCMV

D3R HCMVZE N RE MR (%) RN
D3 Passage Positive cell to HCMV Virus titer (PFU/mi)» 10’
i First 58 6.11%0.60
104t 10th 58 8.01+1.02
S0t 50th 56 5.55+0.42
#1001t 100th 59 6.23%0.58

3 TEFBEHCMVERERDINE R
Table 3 Effect of infected passage D3 with different dose of HCMV

mER REWE
Infection dose Virus titer (PFU/ml)x 10’
(PFU/ml) 3d 4d 5d
0.1 0.02+0.01 0.50:+0.88 1.05+0.23
1 0.11+0.02 1.88£0.75 2.01+0.30
10 2.90+0.50 30.22+3.87 28.03+0.80
100 36.0422.21 360.21%28.02 180.05£1.08

¢ AW, B0 2mINE B,
4well/ dilution, 0.2ml/ well,

3 it

B 73 4T B9 45 R AUE 3K GTC B A P 3 40 40 i (HEP-2. HEL) 9 45 & %5 4> B £ 4k,
HEP-25 HEL Ry Rt 6 4R 305 5120 73 440 46 4%, BB0H 119 &, GTC #%x (2 4 80 % 90~
100 4%, A2 119 &, X R AN ER O B4 A Do Ea i, X ESLTHMbBE &

REOENE —H, HEREHEILRRTRE FTXY, £RRBTH GTCHEE 100
RERBANRRELE 90~ 100 %, RS k4 1k,
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HEP-23f HCMV BRI &AM, FHE L %M RM B 5 REHAMEE T8 T
HCMV & #Y, S EMHESI HEL A YR WERPBXEMEE 7, # HEL ¥
HCMV B MMM, 68 HCMV BRI T4 T MM E -, MK E - X M E 1T
8, 3 HCMV B #1003 & /e B A aMss. B, GTCEEAR HEP-23 HCMV A&, X
A% HEL xf HCMV & B8R, Ei T GTC 8 LR &40, B HEL i B A a4, o1
BEs #rE HOMV BB EMMEA . 9% HCMV., # & HCMV HLEH TH,

A RIS H 20 S Bk GTC Z M3 HOMV B BHER 2R, HEAHBERE, TEEX
HGTCHERER. REBEEREX. B -SRakaMil HCMV EH 7 mE X @FEm?
EMEEHTRE GTC 3 HCMV FIURTE? GTC o Hfih i 8, Ju L 2 A0 & 8 % 894448
AR, A AR M L AR (IR R 5% . EB A&, A B AKRRES)
BEEER X®REEHEE—FPR.
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STUDY ON HCMV REPLICATION IN GENE
TRANSTECFED CELLS

Yan Hua Shen Houfeng Zhang Yue Geng Jianping
( School of Medicine, University of Yangzhou, Yangzhou 225001)

Abstract Five gene transfected cells (GTC:AS5,B3,D3,G8 and H3) were genecrated by
DNA (from HEP-2) transfer (into HEL). Chromosome number of the transfectants fell
between that of HEL and the combined chromosome number of the two cell lines. D3
showed more positive fluorescence cells than AS, B3, G8 and H3 by 4d after
infection of HCMV. As HCMYV infection dose was increased from 0.1 to 100 PFU/ ml,
significant increase of viral production was observed. The similar susceptibility to
HCMV was shown in different passages of D3. The immortal D3 may provide a tool
to analyze host cell factors controlling the transcription and replication of HCMV.
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