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Prokaryotic cloning and expression of HPV16 E7 gene
JIANG Hai-rong,et al

(School of Chemistry and Bioengineering, Chongqing University of Technology)

[ Abstract } Objective: To explore the cloning and expression of HPV16 E7 protein from laryngeal carcinoma. Methods: HPV16 E7 gene
was amplified by PCR. The amplified fragment was inserted into the plasmid pET28a (+) digested with BamH 1 and Hind 1. The
recombinant plasmid pET28/E7 was transformed into E.coli J]M109 which was selected with ampicillin. HPV16 E7 recombinant protein
expression in the E.coli BL21 (DE3) was identified by SDS-PAGE and Western blot. Results: The prokaryotic recombinant plasmid
pET28/E7 was successfully constructed. The BL21 (DE3) transformed recombinant plasmid pET28/E7 had expressed HPV16 E7
recombinant protein effectively. Conclusion:The construction of the prokaryotic recombinant plasmid pET28/E7 and the successful
expression of the recombinant protein HPV16 E7 pave way for the profound research of the biological properties and the transformational
mechanism of the HPV16 E7 protein on the specific cells.
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MRIEELH AU AR DNA (OSRIGE & ML #81T CRIETE
KA RER PRI R,
1.2 XA

B FR gk pET28a(+), KIAFF B IM109, KB #T 1
BL21(DE3) WA 77, T4 DNA % 355 FIBR 1 14 9 I B
BamH 1 HindW , Xho 1 ¥R Promega 22 5 P25 o 51 E B
AL AR FEA A B 56 A BSERET 4B | FRUBPEDL HPVI16 E7
HAMNE W RHLA LR HAR T AL BB IC 19 £ 5 B 1gC
PR H Santa Cruz 2V 7],
1.3 318k B AR
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14 Z¥riik
1.4.1 HPVI6E7 ZEEY 1 Frf PCR ¥RHA] 25 wl itk
%:10 x PCR buffer (2.5 w1);25 mmol/l. Mg®(1.5 @ 1); 10 mmol/L
dANTP(0.5 w1);5 wmol/L Primer! (1.0 p1);5 p moV/LPrimer2
(1.0 1);TaqDNA polymerase (0.3 1) ; TemplateDNA (2.0 1);
ddH0(162 1), FRPEXTREA & HPV-16 K ATTRL, BITERT
BEARIEAR ., 5 LRI 0.5 ml PCR IV, B 10

AV 2 min, 94°CEYE 30'5,52°CE M 405, 72°CHEM 45 5, 3
39 MEISE , 72CHLEM 5 min, 20 wlPCR YT 2.0%35508
VERERCEIK, 75 V, L h JGTESEAMT I GE IR

142 HPVI6 E7 FRAFERAIHESLEE X PCR 7~
Y11 pET28a(+) Bk DNA 7055 Al Bam# 1 1, Hind I 147
XU AN B R W R el Dk IRT B B9 B, HPV 6 BT A
A pET28a(+) [FhL , EHEF= Y5k IM109 B2 24057, b
A Amp 05 358 &4 BH A ST BE TE R Bami 1 F Xho 1 #6547 WU Bl
VI E, BRI E IER R BORa% EigAE T F, 7
7 5 R R BN PP 37 28 R R L TR 4R B9 IE B 1 . B S LAY
pET28/E7 [F 4L # 1k BL21 ( DE3 )&% 3% 25 K Mo #T W 9 it 47
Bam 1 F1 Xho 1 XEHVIAE € , 45 315 pET28/E7 FRALIKBL2I
(DE3) HPVI6 E7 il 5 B A FEIA T HEHE T 50% H il .~70°C %

TEH.

143 HPVI6 BT BAE AR &aift BB % E E
BIPEMETEREE 20 w1, FIEIE SO g/ml Amp # 2 ml LB 7,
37°CAREIR . K H L 1:50 BR%, 77 100 ml Amp+ LB 53¢
Hp 37CHFE 2~4 b, 2 ODg=0.6 ZEAE, A IPTG B
WRBE R 1 mmol/L, #ELELEFE 4~6 h, 5 000 t/min, 4CE.L, 15
min; 3 17 FEHREABTETENER ., N2 ml MERE
B, 1ES), VK EAE 30 min, AILA Triton X-100,20 .1,
KT 1% , vKIB 10 min, VK_E[ATERAE 75 240 , ERIAHK .
15 000 v/min,4°C &0 25 min, Y& & ¥ L35 G-
tathione SepharoseTM 4B & AIZATAE , #ZI7 & #R 4 TRtk
i SR TR . B AL R A EE L 10 1 28 109%SDS-PAGE
Ik ERT I EREIER.,
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HilA,37°CHE 60 min, L S BB (DAB) .4,
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ZN RV R T 2 SR e Y PR 2 P TR R K R AN A 58
B HPVIGET J¥5, T H RSt IEM TR, FrsiER
HPVI6E7 2 M54 L1 5] ¥ it Bt F i HPVI6ET BEF
HlsE AR, A BIR,
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BREN, SEHMEFIAN TRX BAAEEL A . DAB BAFRTE
FEXF 3 F IR K 3.6 x 10°Da (B A FWIR Bindes (B 4).
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£ 1 HPVIGET B B-actin SIMFFIRFT K E

EIkZE ElkZ2] PHRRKE
HPVI6E7[6) U:GATGAAATAGATGGTCCAGC 100 hp
D:GCTTTGTACGCACAACCGAAGC
B -actin[7] U:GAAGAGCCAAGGACAGGTAC 268 hp

D:CAACTTCATCCACGTTCACC
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