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Sequencing and Expression of PP71 Gene of Human Cytomegalor Virus

ZHANG Yu-ping. CHEXN Sheng-liang, CHEN Li-qu, .1 Tian-xjan "™
( Wuhan Institute of Vieology, Chinese Academy of Sciences. Wihan 430071, Chira )

Abstract: PP71 gene of the Human cytomegalor virur( HCMV AD — 169) strain was amplified by PCR.
After digestion by BamH | and Hind {ll. the fragment was cloned o the high level expression vec-
tor pET28a. Recombinant plasmid pET28a-PP71 was transformed into E. coli BL2I(DE3) and In-
duced by IPTG, high level protein was produced, and the target protein was 40 % of all proteins. Purifi-

cation recovery rate was high and up 10 92. 4% of the target protein before purification. which provides

scientific basis on research of HCMV pathogenesis and diagnosis.
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} E 41 B %5 2 ( Human cytomegalo virus) 7E A
HPTFEFREEE, KEHBER T2 a8 R
e, Z2EHCMV 2 BB Fa Ry s & 5T
IUE M iR, SEEILEIE B AR A
FiREE, N HCMV MHE—TF 3. /8 vl A
5 Neli B R s R et (5 5. 29 k3 HoMv
BT ENTTRCABREA E A ST RIEE,
HCMV-PP7I(ULSZ Y BEHBRERIEZ —. g
IR L, HCMV-PP71 JE( ULS2 YR =4, 1T {2
R EEMER TS, ESAEN TS, +
TR PP7I(ULS2 VER#T T wE. FA4th S
Tk CRE AR PP7I(ULS2)Y#H 5 HOMYV #
R A E O R E AR MR 2Rk
-

1 #M85EFRE
1.1 ©§

HCHG T A 2000 -ng-24, (Z[F @ HA. 200 t1-14
Y REEH HEHEREENTRREER TN 2

AEWHES, 1003-5125¢2002102-0189-03

1.1.1 HBEEFE AEARKBE(HCMY -
ADyeo ), NIEI A B AR E R
1.1.2 FMRRMBER RahFk pET28a . KIGHFE
BL2U(DE3) i R FréfA sl if st R W,
1.1.3 EEkAEdiEm BRAERTTE. PTG ¥ N
£ E LA 5, Taqg DNA polymerase, dNTPs %
TAKARA 2 5] 7 i, BRREHE {645 S W BE 8 % Gib-
col 227 ™= &k, SDS. FEBERE N, N IF B Wi 45 8
B2 \TEMED . i Wi BEFE 1 Amresco 25 8] P55, B4 11
& Sephadex G-75.ADNA/Hind I + EcoR I, Mark-
ers. (R FREATHE N Sigma 27 H .
1.2 H&E
1.2.1 SHECEIDER AL R R A%, 2m
SR [ HERGHR & DNA.
1.2.2 gl e 3l dit B Primer 4
4R IEIHE, Fgdy CRAR & M.

LRl $1 B 5 - GGGGGGATCCTAAGTG-
GAAGCGGTGCTGAT-3'
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THa h 5 - GGGAAGUTTAACAACACG-
GTCTCGGTACT -3

TR 5 B4 BamH | # Hind P8R
e
1.2.3 BMERTHE PCRIFWEIE & {FHF
94C T 1min, 55C B X 1min, 72T & f{ 2min, 3t
35 155, £S 720 E 4 10mintTL,
1.2.4 PCR =¥ [E1M, Bk @47 4 32 HL. PCR
DNA RS i sems b 2. ik EE R
firlel.
1.2.5 HEAREHHE N HEFEEEHN
IB#EFE b -, I EFHEEREMN
LB WARIS R B 37O 18, R E S Mok, AU
YIRS RS U170 PCR 2.
1.2.6 PP7l EEHFRME HFiILLEEYPTE
NEIFIB 2B F .
1.2.7 PP EXRBHEDEFEE® &%
pET28a #1 pET28a-PP71 #4 BL21({ DE3) M £, 37C
RIGIERZEBRIEE AweR0.5, HEE 0. Smmol/mL
B IPTG £iE S 4h IWEEE, 12 % SDS-PAGE
Wik, 8 SRR A, R W R
FREONER,
1.2.83 REFHTEESITAERAASL RIS
UHEGERAAE MR NR SREE 2h H.
12 0001/ min® L 10min, 2 b ¥ 0 0 7T & SDS -
PPAGE mik, #0F B B0 AT i B 008 F 6 1 3
RHRMRV A RE, EiE 2h, B T H B K 5 v gk
WEENK, BURIEREE smlLEh, #MEE
MEE PR R & 2E 1k, SDS—PAGE # B il 4
B, e HHERERRE A ERARRE,

2 #5

2.1 HCMV PP71 2 PCR ¥

GRNIB L3N EEERRUERE
T2 RT3 R B 1303bp, SEEREEE PP71I E[HBK
h—E, HEHENRE.
2.2 BARNMFEERLEN

FIRRGK T VI8 Bam H 1 H Hind MBSETE
EHM-TpET28a-PP71 , 45 8018 2, & 41 iver (11

HFBESEmEEFR -2, HEFRANE
AR GI%
i [ B IR M R P R ¢ R, R B
i yEiE i HOMY PP7] EE S EHESRE HOMY
PP71 DNA FFRIMENREER 99.69% ,
2 1

M1 pCR ™yl
Hi# I, PCR P42, A DNA/ Hin d T + Ere R ] Markers,
Fig. 1l Agrose analysis of PCR product
Lane 1, PCR product; 2, ADNA/ Hin d [ + Eco R [ Marker.

M2 pET28a-FP71 B§tTeask[q
8 1, Double digestion by Bam HI and Hinr d11 32, ADNAS Hend 0
+ EceR 1 Marker
Fig 2 Ihgestion analvsis of pET28a-PFP71
Lanel . Double digestion by BamH | and Hind [1:2, ADNA/ Hiad [
+ EcoR | Marker

2.3 BMEA Pr7 EUNESEE

EREREEFEH TN pET28a-PP71 B X
¥r1# BL21{DE3), SDS-PAGE M ik &M — 5 T8
2 D MEA R (E ), MAESEPEEER
R, MERFEARSEHFLECEY 40%.
2.4 FEEOMEML

MG E Y SDSPAGE ik R WIY 4,
BEREN -fL £ NEEA. SERESARIK
A, LA R Y 9% . 2EBEANTNERS
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fr ek EATRAELAHEO ) 92.4%.

kD
97 4 s

ir =
66.2 ‘ ’
43.0 s
it o it

43 FkmHf SDS-PAGE HUkE
Wil 1, B S TR 223, pET28..PP7] B R EE M4,
pET28a i FHEER.
Fig.3 The SDS-PAGE pattern of expression product
Lenel, Marker;2-3, Induce expression protem ol pET28a-PP7I: 3, In-

dnce expression protem of pET28a.

kD
¥4 =

M4 Fehhrifh{b SDS-PASE H[Y
Wil |, AT R BERER.
Fig 4 The SDS-PAGE parttern of punficanon from expression prorem

Lanel., Marker; 2, P'rotein after purtficayon.

3 Tt

it FHMEAME AR EA /W
S0%LLE MRER P HHKEHEXAE R
50% EMMER LT RERF. FHEMNE 39% 55,
RHEERE, MREAZEEEEZINHNENEQL EmE
EXAFE HNEARRBRTREMERELEAN
gREI. FREZEHT TR Y 0D, LIELE
38.8kD T, iR RIAHE & pET28: W5 Hiy &
HEHG, 7E A TR EE S| &R L, &
8 BHrH/ 6 1 His-tag BFIFE, B T MR
HH NS C S EREL, 200 Bt 0 R g e A
SRS FRUE, FE
AT S Ea L2, FHRELCBANE
ASEik e Zag, & 92 4%, Hui i M E s, ik

BE S (B0, RN EAS EIS .

HEHE 2 0 HOMV-ADI6Y bR5ER 1 E 4
He My C{E(EMBL 2N EMWEFZALS H
X17403). HCMV-PP7! Jj= ULS2 £ H =, i+ 1

TET LEET, W HCMV 89 IE1 M IE2 £ R FikH |

PEIER, (MR pT 8 15 B 0%, IR S 3 & ol fig
3. I3 e B A0 B — A KT () 15 R S RE B SRR,
¥ HCMV-PP71 (ULS2 ) RBP4 th) S ThRE, wF 1T
firEH HCMV SR MM T X ERMERM A
HEES Y., L% PP7I(ULSDYHEHM G
B 4 A (EE 49, Al A% ABFE HCMV /Y
FUR AL R Rl 2 ) 1 0 4K 4 -
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