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A» ME REMRFESMSEREFER ABIEEX —BRS8EBAH DNA R EH AR LER

# 16 L (HPV16) E7 XM, 7 pUCIS kP ZE. SR BB A LI 2 T DNA A5

1, WL T 3 HPVI6 E7 RANENE. 7 £ pHPV16 E7 - HB. DNA R4 HEW, HPV I6 ET-

HB RE £ 204 bp( SRENFRERERKEHA). EHETFRMFFEMN4ARET CITE

F ML SAERTFCAATNTAA B 76 I CCTEI TCT: WS S EREERTE YA LT

¥, B X 353 (nousense mutation) , X W% 5 4 75 204 M IRE M DNA msf%z-# FRE
PCREZHGMSE, MRVERMLIK SHEEZANSHNER.

A .
W H.—l—!ﬂﬁﬁflsﬂ BEW, E AR, fmﬁffr v;& gér%

AFLBWE 16 ﬂ(mvw)%‘é‘ﬁﬁﬁ#ﬁm *ﬂﬁi%éﬁﬁﬁﬂz— ‘E:% DNA
BN, HEEALK 7.9 kb, R EHME(E) KX (LYW R EEX(URR). EEZH St
FHEME(ORF), .+ E7.E6 208k i RACHARE L kS0 E R MR K 4L E7 R HEM
B AL S L A OE fE e E7 B . R A M S B R 948 K 121 1991 4 Chen S iE
I HPV16 E7 ¥ 5§ B 8l B XA, 3 AxaXRER AR, R DPEILE
FEETHERENE HEENEA RBERAARFY ., A THEHEM DNAF 0% LR
# HPV16 E7/E6 RIEAFY AIEEEMAXES FEHABMEORBEEETRREY
EHEHLU RS HPV EREUHX A HENR.

2 305l 3 3L b X E A 2 4 B HPV16 E7 2EH M58 .M, Iy Bk S5 R
RR(EEREE7 EEREENER. L TR HPVI6 £ NS, b ERZ LR EHTFRT
TFTER. .

PHEHN T IE

1 #H
1.1 EFSERAARAMTEACTHRA_ERNER. 258N, HHEEZHYE RGN
EO '

RIF 19954 9 7 15 AH, 1996 F 1 H 23 HiFE
« XEEZWLEHE AR RENXAOS NI
v PEFFR L WEWILENEN. L8 200032
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1.2 HPVI6 E7 3[4 MEEk 7 B HRFARHD, b PERSR LS ARE S ZHITKS
Mo HE5I% 580 YR A EcoRI ! Hind AIGr 2. AEBTRABRNT
3 GGGAATTCATGCATGGAGATACACCTAC --3

FcoR |
5. GGCAAGCTTATGGTTTCTGAGAACAGATGG--3

Hind I

1.3 TaqDNARSRBETHE PRV ASEFELAERNT ; ERBEWE AN EoR I .Hind [l #1 T4 DNA %
B BFRE pUCIS DNA. X —gal  IPTC BB FEEREWTEAF., -
1.4 SEWMW E. coli M 109, £ BT, '
A
2.1 DNARAGMHERMN(PCR) AETSSERANTRE DNA, L YE#H, B L& —5/8# 7 HPVIGE?
HEF ., PCR IR BEE YD 100 pl, HP-X 85 DNA 0.5 pg. dANTP(2 mmal/L) 10 pL, 3145 & 25 pmol/1.,
10~ MM 10 uL, £ 95 C 7 min, TH W 15 A EAERF. F—ARMHFR B CInin 45C I min, 72T 1
min; W _RKPHFE 9B C T min, 55T tmin, 72C 1 min30 5, |5 72 C E# 7 min.
2.2 PCR™BHTFRE M-Ei{FHRE PCR™®. A HindW 20 w/pg Hk PCR ™9 5h, #&F A EcoRI 20 o/
pe HLA®. pUCIS B8 DNA A EcoRI #l Hindll & 5 o/pg MBI H . 840795 % A 5-Eimie
shidh, WSEEAIEAYF 3 I(/RIKHE) 7 T4 DNA EEREIL T, 16 THETH. RA 0.1 pp FE
DNAR&HEMA IMI09 EZ SR, EZE5AMNERS LB IR #1T. SLEESY x-gal. IPTG.
Amp 9 LBERRF 37 CHEX 6L BiEAGEHE. ’
2.3 DNA RIS R Sanger W KEEH 1L 33 HPV16 E7-HB DNA B170 1 BF,

% R

1 ERJAL DNA B HPVI6 E7 X EHi

% PCR 30 IK 0§50 )5 . 40 WP 7E 1. 5% SRR SE e L a3k 7 ¥r, 76 0.3 kb 40 B Wi B
RTINS HPVI6e FREHER DNA 5148 4R —/KF: &L pBR322 DNA 4K (M
EX ) A B WA 1),
2 HEXEENER

MBI EEE, MEIERE, RN B LR AR DNA, £ 0. 8% BN KB
W, I 0 4 AT B (pUCI8)DNA #+ TR XM KE. £ EcoRI Hl Hind ll XX B§IH{L.1.5%
EREREAREE. HP1 M3 HA 0.3 kb A EcoRI/Hind I A B, HEE ML N
pHPV16 E7-HB(H 2).
3 HPV16 E7-HB XEHREASH

7 pHPV16 E7-HB TR 2ERE |, il B8R ¥ 7] 4+ #r 3k T HPV16 E7-HB 3B BN
J¥. HPVI6 E7-HB 2F £ K 294 bp, H KX /M S . M EEFRNFHETH
WOEREPERERLET COTRE; F B ABET CAAT N TAA, 76 i CGT R
TGT. W—4RAEHHEBTHR T RHE L FB(Ochre termination codon), B 75 X 2 4F (non-

sense mutation), ILE 4.5,
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H1 EHNMEE DNA PCR Wik ik 27
Fig 1 Electrophoretic analysin of PCR products of CCT DNA
M. pBR322 DNA/Hinfl 1. pHPVL6 DNA { + Jcontrol
2. pBR322 DNA ( - Jcontrol 3 —5.DNA sample of cervical carcinoma tissue{CCT)
H2 WEHAMEANNES

Fig 2 Identification of the recombinant

plasmid by EcoRI and Hind

M. ADNA/Himd [ { marker)}

3. pUC1S DNA/EcoRI + Hind il

1 and 2. No. 4 recombmant plasmid/
Hind @

4 and 5. No. 4 recombinant plasmid/
EcoRI+ Hind I

6. PCR products of pHPV16 E7
DNA { + Joontrol

7.pBR 322 DNA/HmfI (marker)

15 I

HPVI6 ZEFR AN THNEERR. BFR HPVI6 E7 R EHK{HN E7 E04EE
SR EMERPOEH, BYAISIATZEHIE, RITRANSE PCRH#AR, ABdHX—
E S E S DNA 4 i HPV16 E7 £H, IR H#ETH TE. HhERBEHLEM FERE

WSR3 HPV M4 TR E— S W T HEBEWS VR, E7 EEHR KON E7E
AFRAFHMETFER. H—3EEERN BN 377 P EER, RERSHENE—BW
FEIARMSVOTHRNGFFXER, i 5HBERE RBNEETYWE S, SR HAMEEN
A H TR RERR(CHIN 60 MEER, FHH D Cys-X-X-Cys &, B F B M (Zine
finger structure), IEIRIE, ZEAN CHW E7 EAMEYEIRETRENNBIEA. RN
A7, OB AL R A E S, BoRELMEH ML, SIREK E7 i, RITEE
BI#dtsk HPVISE?, HIES MW EERFFIF NR BB, M CHU b TERM T L E
T, A RENE F 2 BRSERTE Ab, ML FT REE IR S5 1 9 T K. i T'4E Taq DNA RGBS
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M3 #its HPVI6 E7 80 BTFE A
Fig 3 Panial nuclectide sequences of HPV16 E7-HBE

B4 #MiL¥ HPVis E7 BEER]
Fig 4 MNucleotide sequences of HPV16 E7 - HB “T” is the nuclectide different from standard strain

TATATGTTAG

55 DNA PCR& B, M RB A HBAVIES 0.25%, N HK 400 TMREFAPT
BEHR— T REER MEXK 29 MREFFIPEE _DHER BAOTERREER
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ERRET RE, RERBTHERRERRH, ERSHZEHFENSHE. EHEREFR
HEBE? WitH E7 ZRARREMRESKSIFERE? EHRIEEFATRE? EEF=ER
WRE? EXEHRET —+EWRHRE.

Wil FHARS TEEPEREZRAEEDHERRKESSEPHEREARESEREH
7 R/ EEH R RN A LRHT TECH ST BTN PP B L@ A=
WRRA. TAZRERBREFZRZ[AESNTHI TE LTRB B8R IEEHE,
T — RO A
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The Isolating, Cloning and Sequencing of HPV16 E7 Gene from
- Cervical Carcinoma Biopsy DNA of Hubei Province

* Wu Xinxing Zhao Wenxian Ding Xiachua &£ al

{ Hubei Medical University, Wuhan 430071)

The technique of add-on PCR. was used for isolating HPV16 E7 gene from cervical carcinoma

biopsy DNA. in Hubei province. The E7 gene was inserted into vector pUC18. By restriction en- .
zyme cleavage and nuclectide sequence detection, 2 new recombinant plasmid was constructed and
named it pHPV16 E7-HB. The result of nucleotide sequencing showed that the overall length of
HPV16 E7-HB gene is 294 bp, it is the same as the standard strain. But there were two COT
mutation in HPV16 E7 — HB. A nonsense mutation was identified at codon 43, a Gln codon
(CAA) was converted into ochre termination codon (TAA). The mutations occurring in 294 bp of
DNA PCR production ‘seemed to be a structure difference between HB strain and standard strain
rather than a mismatch of PCR itself.
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