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Abstract : In arder to provide effective tool for further studying of the function of HCMY genome, developing of molecular
vaceine andd dingnostic reagents. Extraction of HCMV mRNA from HF cell infected by HCMV ADI69 strain for 96h was
reverse transcripted into cDNA, then was cloned into EcoR I-digested lambda gt11. HCMV AD169 sirain cDNA express-
ing library has been constructed afier packaging. Thevdumemx{lherewnbimﬁmmtedtheptirmcmﬁexprmsingli-
braries was 3.6 x 10 and 96% , 168 positive clones of HCMV were screened by immune blotting with anti-HCMY mouse
ooavalescent sea, 34 pasitive clones were obtainel by dot nucleic acid hybridization with DIG-lablod HCMV pp6s gene
probe. 2 posilive clones were amplified by HOMV pp65 all length primer. The PCR product has been tested by southemn-
blmﬁng.%ePCRpmdudwzssequmcedmdwasmkmashamlogycmdsmby DNASIS softwarz, and the homology
is 98% T lay the foundation of furher cloning, expressing the pp6S genc, further studying of the function of the pp6S
prodet.
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At —E#AT HOMY G R HA MBI, A FREEHREHBREAN, A7
T HCMV ADI69 BRAIZARY DNA CHE; 3B A SO 4 ppos FR4E ke, %
Ph— B 5k, FIAHEE B E AR,

1 #E5FRE

1.1 BFSHE

HOMV £5BHMEEEE HH, OB | BETIRcAREEMNaR
B Boehringer Mannheim 7% &3 QuickPrep™ Micro mRNA Purification Kit, TimeSaver™ cDNA
Synthesis Kit #9 B Amersham Pharmacia Biotech 73 & ; Packagene Lambda DNA packing system
W1 H Promega /37],

1.2 4R

AR RS (HF) W&, S8 CER2],
1.3 %%

AR itk , SRER(3].

1.4 HCMV ADI69 # cDNA 3 FEigg:

MOI = 10 #ifL ) HCMV B HF 4088, S CPE “+ + ~ + + +7 A, WESR
M, MAEZRGEFERIERZEME, TRTIRELTHE,; Olig (dT) LFHEE LB
W mBNA, BISMEHET RIE ODyg fll 0D, ; LAREU mRNA HEHA K cDNA 58
—BERE 8, I LREA, Ead T4 DNA RS a1 SRR 22CE% 3h.
1.5 HCMV AD169 &k cDNA L ES T
1.5.1 WG XCERERNSFRITE . FWEES B 1uL FSFERIE 1:10. 1:100,
1:1,000 . 1:10,000 # B, 4 FIAA 100pL Y1090 3 EHZR T, T 37CHE 30min,
MITZSRERERES, BT B PR L, 37CREEE 6~ 18h, BE FALAR K
B, BOHFIgE, B (pfwml) = BEBEE x W BEAS 30 x 107 /5 AR (98 BRI B K oL
B, HHEEFRMLSN . UENA R = W < &5,

1.5.2 MHENEEAFRNMEREAFREMR. 1.5 FEHSEEERmy
A Y1000 WMEHREY, HILRAYINA Xga # PTG, HMATRZEIERERHE
FiR, IICHEBEALE, ROTBEARMLH, TECEMNEHE, HREREE
MR, RIS SHERTEER,

1.6 ®EFH®

B CEAEMAEEBRE T 20% /M FHE®; n—H (2id HoMV
RETL); M0 (HRP $RiCHEHIER 1gG); DAB B,

1.7 BREERTHE

RO R AR S SRR e . HOMV ppes BT B BE4F H B 51 R 4r
BEE MR 4113, KK St cct gga gat aca age cat acg cga3’, fL K 1318 ~ 1348 B
TR
1.8 PHE X R DNA AR ELE HCMV pp65 21 PCR 1§

B AR PHAE A WRBEIE, 0 100ul Y1090 418 (Ae = 0.6), KEV ¥, 10% PEG6000
v, 16,000 /minx 2h, F LiE; ME AR K AWEH S0ug/mL, S6CIEH 1h; %
ARy AT FRRAE (25:24:1) RN BUEILAY DNA SuL. LA HCMV ppss &K
A HMTIY ( LUF 5'geg aat cea teg agt cge gog gie gee git g3°, T U 5°gga age th caa cet ceg
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tge tit tig gge g3°) & 2pl, LA MCHAEH 10min, 94°C Imin, 55C Imin, 72°C 2min 7£
PCR X _EAEA 35 TMEFF .
1.9 Southern blotting

pp65 21 PCR P41 5 HSV-1 DNA EcoR 1 B84 H B HE 6% B BLIE-IR B VER
(Tmol/L) 100V Hidk 2h, 7E Tris-H &M I 200mA HEEDEMMATRRBE L, He S
BRI &R
1.10 pp65 BHIEREERY 3’ 3% DNA FRINER B EE S

pp65 PCR ¥ 37 ¥14: DNA H 34T 3° MF, HHFH % GenBank, A
DNASIS ¥ 41615 51 Irl ¢ b 3

2 5 R

2.1 HCMV mRNA &EMNE

Axo/ Ao =1.94, mRNA HIE BN Ay =0.64 x 40pg/mL = 25 .6pg,
2.2 HCMV ERRMNEMNEARNHN

RILL1:10, 1:100 FAFRREE VAR LM REH R XEN AR N 3.6x100 &
HY, RBEAERFEITERAEY %%,
2.3 REFRNSERATHIELER

SRR 168 AT RER HCMV PHEEEE (B 1), TEMERE b pp6S BIRRIRET 2+
BEHRisE tH 34 4 ppos FRTETIRE (H 2),

B 1 HCMV £ SRS M 75 kst R 2 HCMV pp6S B4 ks 1
2.4 pp65 FHIEEHE PCR 145 R B Southern blotting 45 R

M 1 1 2

2,000bp

3 HCMV pp6S cDNA FA¥ETERE PCR 31974 4 Southem blotting %
M RS FREE, 1 HSV-1 DNA EcoRI BEHIH B,
| EAIRETIR DNA TP B (201, 7kb) 2 pbS 2K PCRH
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PIHETEREAST PCR Y73, Wil 2 MR EEBOIENANRRERT, FEADHN
1.7kb, (E3). WBAHREE I H—BHEMNE LALLM (FA4), M HSV-1 DNA EwR 1
B F B RO At o
2.5 MF4ER

3 mBIFF4E, H GenBank LUEL, [RIRHER 98% . pp6S T 486aa bR 4 SR, H
FREMA o H EM (P486A), GenBank 325 (accession mumber) 4 AY301013.,

3 itig

Martinez %1 7E 1986 iF 7 T HCMV AD169 #% ¢DNA 3CFE, WIS, Ao E1E L4t
i b T RKEMN L. BERMARLRE. mEaT HOMV GREAEMAHEEES
& «DNA CFEMHE,

HCMV DNA 4 R DTS- TikE, KA AER YT 18 ~ 24h A1 60 ~ 80h, FTLARRAIE
FHEMEBTA{LAY HCMV (MOI = 10) /&3 1 x 10°HF 41 96h $2HLAY 5 RNA, SEH Quick-
Prep™ Micro mRNA Purification Kit 4823 4+ % mRNA B % 4fifk 5 RNA ) E[ 438, mRNA
MITBEN 25 6pg. XEMNAER ., BEALRE T DNA XERBHEE IR, £UENSE
BH36x 10 EAT, BARMENSRAEHRN 6%, \IHENXEPHERA
HEANTEE, ,

TEMEER R, FATRIRA W4 /DR, KEFENGBIMNER, KX
TATIER, HESRMTTENR ., B AR EMmE I 168 1~ HOMV i RRE,
R RRALZR3E, LIRTS 34 4 ppoS PHIE 5l FENLERL 1, KB SIEMEREA,
BRELDNA, #E17 HCMV pp6s A=K h Bty 1, ik d 2 MHHE R, #id Southem
blotting 2 M FFpXi =it T 46, FRETHHER.

HCMV BB W BLE pp6s B THBEEATBIEMN—F, EERELEAY,
EHdRPREEENNA. TTREP. ppos B4 2 MHEMES, SHRBEEmS,
pp6S W LIPS ARG, ZELEAMMEE. EHit, ENZE A
MILS 2 SHRREIRMES, EWS R e E TSRS AR REs . B,
EF HOMV SURME A4, 5 ppos HEERMNRSHALMARE ARRELS, Hik,
FATM cDNA SCFEGRZE ppos FHHE e, M MR ERE, #ITREEEERTY
hEERITST .

EMTFE ERIMTLIGEE £MER, AT HeMV £ EERHFY 515 F 41
HWEER, ERERMNER R EE NS ERLG; LU 5 RIS R 5 24 i Bt
il B (9 S Ry ek O R B T R BB TR F B

B F XM
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