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i EoESSNmED ps3 EARKR AT AL ELISA RA SN ETEREHE 053 BH. &
MRELHWEAB LR p53 ZHRMEBRETA pET-322p53, A XBHIHFETIEIEEXBE po3 GREER,. 246
Wi EMl EHARINE ps3 EA. RAMA M REM QEREFITEEER SR ENALBRSE
Bt BUHERES. HAEWENE FREEME LB I M FESHIX ps3 BHERH#TENE. SREHER
EHNEERERER . XNEZRERS p53 BT —MSH. APy ELISA B/l ¥+ ps3 & A R HFE LK
I AE IR S B R 2w T H A

KW 53 MG BRES BB LR

HE S HES Q816 XEIREB: A

pS3 FEBYW S TR URREREFHWMBER. 78 ARBEMBE S, 500U EHBT ps3 %
RN A2 p53 A THRAK 17p13. 1, 58 11 MR FR 10 MASTF. XY REE 393 MEE
MBRENEZYEEA. pS3 BERMKERRBMAEPE S~ S BT LHEMAMHT, HAER p53 @A
EHMEM S 51347 DNA B Z A S 40 E %, Z3FE MEER 0 DNA SR 4R 50 40 M 2 5 A KA
UM BB S AL R SR T E T B AR T R A R Ak MR, SRR R p53 IR R BN s Th Bk , T 4R R B0
KA RS EFAER p53 BH Y EMRE, RIBG MR M AR ps3 BOHEFHEK, TEMEA
L MmBEHRRFH A — S FRYIERERG A4 p53 fuik. ATED ELISA Al ME+ pS3 EA K
HYUA 2T R A1 2 Wi ™ ELISA il M ERE TRIATRENEAREA AWM &858
FW RO MTUE. S L, AR pS3 BE N RRM CRRBBED FRE, PR Kb BN EFAT
B B F BT R — R B B 106 M, 5 T A S AR DO BT S B 53 o gk X 45 g R A LT BE
KB R R p53 RA S LR AWK, 2B T 3 Fh R R i 5 M 07 v xR 40 MU KAk 9 p53 (LI ik it
TR, DR B BN X @ REH & p53 EREA I,

1 MPERE

1.1 KIEHE

AN AER p53 BRE B EBRA A SR, B FEBERAE pET-32a. KB ITHRZ S MM TG-1.BL21
(DE3) fy A B 52 2 il 5 PR 7. BURLIRBUR N & , B BE W BE IR DNA BRI & BUBT A p53 Hidk, HRP #7ici
BT B B4 T, T4 DNA %38, %8 N Y B BamH 1.Xho I , & 3 .DNA Marker I B H 4 Takara
AT B OR RS M B £ H GE, HaiRXF 1 B 40 diR R,
1.2 XBHZE
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1.2.1 p53 FRERABEMNE

RIE AN AR p53 BEFHRIT LTS 9, B 4508 EiF514¥ F.5’ GATATCGGAATTAATTC
GGATCCGATGGAAAATCTG TATTTTCAGGG 3°, F# 8 # R: 5’ GCTGGCTAGCCCGTTTGAT
CTCGAGGTCTGAATCCGGACCTTCC3’, 5| ¥ F RIL 5 B4 . PCR 3™ 3% p53 2 K )5 8 i3 3K
WESERE [ PCR 7241 il BamH [} Xho [ XUE§Y) PCR 741 1 BUB: # 35 8 ik pET-32a, ¢ [ W B 41 7= 11
BE/E @ T4 DNA 885 16 CR M=y i, #i% B g s TG-1 BZAYH,37 CHREEFF.
B 7% PCR PRI PR T RE , TR U 4 58 /5 S A I P AL I8 pS3 Elﬁ)?ﬁﬂ?ﬁﬁﬁ .
1.2.2  pS3 ERBGHEP R

5 B FROBL 3% L R 1A ¥ %k BL21(DE3) 1, ] IPTG 37 Ci%% 4 h 50K E V. PBS R/
TS BB, B0 4R b 78 \ULYE , SDS-PAGE # il p53 i3k , Bt B 1t Western Blotting %5 p53.
1.2.3 p53 WREAEEER :

B OB FXE I, PBS BB S M R, RS B LW VTR, & 2% TritonX-100 B9 Tris-Cl 28 nf
# (50 mM, pH 8.0,100 mM NaCD %R IEFHIK . RERAS 8 M REM Tris-Cl B 4 CHBEBRBIT
TE. B W4 B, SDS-PAGE &l -
1.2.4 SRMZHrak ps3

S RAE R AR SAL p53. RS AT IR G HEAT RABET BA BB A Tris-Cl 2 vl , Ve B
FA& 5%.10%.15% .20 % Bk 30 Y% BRIk ) Tris-Cl 28 Wyl 4> 51 %5 5% 9 W S5 ¥ 5444 , SDS-PAGE #31.
1.2.5 GWEEH%E
1.2.5.1 BFEH

BENEHN  EAFRRARAREREMARLY pHEXMEHHE M. RIREKE S 2 M.pH 7 8~9
ZEe, R EME HE 2 MREW Tris-Cl 2R (pH 8.5) BN EMHWHEEHEZEHN,Z 0 h.6 h,
12 h.18 h.24 h BUR E AR B R B R BB BN R LR Z A0k, FRAEFENT 12 h.24 h BB E AWK
BE 3% B 4 &, SDS-PAGE #:l.
1.2.5.2 ®mBEEH

WEBEENRABKEEEBRHHE BENSGLENEAEHZERE 2 EEEANE 2 M REK
Tris-Cl Z Wy 4 CHEHE 6 h 5 BURIIZR S BE , RS BAT R 22 IR FORME , HF7E AT 12 h BRI B ok
B, 45 SDS-PAGE .
1.2.5.3 HESEH

BEEEN, ABS4ASBAER, ARZ TREUERS R RERRRTIEEBBMEEENT4TC
BEIR . BOREREENEBERSENRE . AEER 2 h ERARRAKRERE W E BT, HIR
RWEH 8 MBH AR 2 M. /EHEA Tris-Cl ZMRBRXRIEFFHESEA, BB A S KWK Tris-Cl
R BB 3 WK, B ERE 10 min 4 CHE, WV, BE)S E T PBS WK P& B Rk R K, W
FEHWE, SDS-PAGE #.

2 #R

2.1 ApS3 EHRERANRSSR
M NCBI $35 & BI A p53 HEFFI, REB AT 4R KR (4 1300 bp). #—2381¢ PCR ¥~
1 p53 I , =Y S FUE BB B IKE B A/N K 1300 bp, 5 HBIEAISF (B 1). BB PCR =4 R &R
th pET-32a 2 BIHT . T4 7 8 M5% 825 49 8 pET-32a-p53 B4 TR, B 41 FORLAS LR 2 B4R TG-1, 5 3%
JE DRI L e B 5 e RORE AT AT B L P M 0K, 45 R B R B PR K/ S U LR A (R 1. SR ER P44 3R
e 2247 00 P S 5 YU 46 SR 55 NCBI 303 B2 o B PP 91— B0, B 5 41 Rk 34K pET-32a-p53 R E .
2.2 ApS3MABANBSRERYER
$8 R pET-32a-p53 ${L E R 35 % BL21(DE3) o, 221X 76 F [FR BE . K R B IPTG &4 T A S EA
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Expression, Purification and Renaturation of Human P53

LIU Hui, ZHANG Shoutao, GUO Yanan

(School of Life Science, Zhengzhou University, Zhengzhou 450001, China)

Abstract: The preparation of p53 protein was foundation of the development of ELISA kit to diagnose tumor by detec-
tion of serum p53 protein and its antibody. Through construction of p53 prokaryotic expression vectors pET-32a-p53, induced
the expression, denaturation of inclusion bodies, purification, and renaturation, soluble recombinant protein of p53 was pro-
duced. Results showed denatured protein of p53 more than 95% purity was got through the denaturation of the inclusion bodies
with 8M urea, purified by Ni-affinity chromatography. To renature it, Ni-NTA affinity renaturation, dilution renaturation,
and dialysis renaturation were used, in which dialysis renaturation came to the best result. The study provides a reference which
p53 was prepared by the expression of prokaryotic organism and lays foundation of the development of ELISA kit to diagnose
tumor by detection of serum p53 protein and its antibody.
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