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Pax6 variant #2& B RIE B O AL 2 w2 okl &

* XA H A Raw

CHTEEZRMHDAZR, (WK FT 2720672 DMRFEGREER.HM ZM 7300005° LHAEE - AREB. M 730000)

W E HM 42t % % (Bufo raddei Strauch) ¥ X B F Pax6 variant W R g A KK LML E &
His-Pax6 variant # U X AR BE A ZE XKL M AL H W H R EF Pax6 variant $ K H k. ik RT-PCRY
WAL HGERERALR Y Paxb variant EH , F U F R EE B KL LK pET-Bac HE WATH XA TR
pET-Pax6 variant 3 # 1. X H 4T & Rosetta(DE3)# 4% . $ M 4 & & His-Pax6 variant R & ; ik A T AR X
BB EMEHGA.SDSPAGER K ERE AR K& S A Him#,4 5 kA ELISA Western blot £ # 14k &
e, G MNENKERERAL Y EE T Paxb variant X B, F AW R T R E B %k % K #,SDS
PAGE# R I XLHAB Mr 433008 HisPaxb BMA R A BN THARF A, S Hs FRENMARAEA U IR
AROEABERXAVNE BN DL NS Westernblot RBMELESEHFORLEB R UL S, ELISARK AR
M, B RATHERBRYE RKE T Pax6 variant R A RBFH S X E R &, 3t — 5 5 K3 ¥ W 5 Paxb va-
riamt EXEHEP AL LA,

XiiR YR ;Pax6 variant; BB E X S TR K
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Prokaryotic expression, affinity protein purification and polyclonal
antibody preparation of a Novel Gene Pax6 variant

LI Jie .GAO Lan ,SONG De-xiao
(School of mental health, Jining Medical University, Jining 272067, China)

Abstract:Objective To construct the prokaryotic plasmid expressing the transcription factor Pax6 variant of
Bufo raddei Strauch, purify His-Pax6 variant fusion protein produced by the expression system, and prepare its an-
tiserum. Methods The transcription factor Pax6 variant was amplified by RT-PCR from the embryo of Bufo raddei
Strauch and cloned into prokaryotic expression vector pET-28a-c, and then expressed in E. coli Rosetta(DE3) in
which His-Pax6 fusion protein was induced by IPTG. After the soluble protein was purified by His affinity chroma-
tography and identified by SDS-PAGE., the rabbits were immunized with the fusion protein and the antiserum was
obtained. And the sensitivity and specificity of the antibodies were evaluated by enzymelinked immunosorbent as-
say ( ELISA ) and Western blot analysis. Results The transcription factor Pax6 of Bufo raddei Strauch was cloned
and sequenced. Its recombinant protein was obtained and polyclonal antibody was prepared. Conclusion Pax6 pro-
tein and its specific polyclonal antiboedy have been prepared, which provides a basis for the establishment of immu-
noassays of Bufo raddei Strauch Pax6.
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Pax6, /0 Pax EE X KHH—R, REO3H
Yh—RBENHEREATF. Pax6 GEB W4 M6
B AEEEUREEER EREBENLRT
dRFEXBEAH. BRRRANREFASH
Pax6 # 7] S B HR A9 5171 , AR Pax6 {4 R%F
MEH—RINRAERE MRS F Paxb i R
3K BT R 5 7 HR (ectopic eyes) , K it Pax6 g5 iA
HRBEE R TN ES EE (master gene). AP

BEAEDALEEZHHAYN Pax6 EEHCHBR IR
RE. suBIpy Pax6 BHBE & 2 % DNA 4 A K.
paired domain (PD) f1 paired-like homeodomain
(HD), (6] gy — BX glycine-rich domain #E#., C
¥ 8y proline-, serine-and threonine-rich (PST) do-
main BEEFTENHEY. PD M HD F5 & E
RF . B DNA £ 5 71E. Pax6 H 4 M#EF
JB3hF PO.Pl.a fl CEl, WIS,/ 5
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EBFX MR EEPFERNTELRENYD
L, AE B £ # Pax6 A LA, ik 4> PD #9458
Pax6 HH (Pax6APD) R PD i A 14 M EHEM
) Pax6(5a) , M AR T HRERAFRN R E T
. Pax6 1 Pax6 (5a) ER N M RERINET K
BE . XTFHMTEERMENY ™4 Pax6 TRHEH
MEREEM NELREEERD, ZHFREIH
# pET-Pax6 variant R # £ X B 1K, %18 His-
Pax6 variant A E R HIT4Ak, AHBIHLY
¥ 4% Pax6 variant R B RREREK, It —%
PR PIHI2E Pax6 variant AL IIRE R K 5 &K Kk
HSRAKERITT T REFHER,

1 B®MFE

1.1 ##

fi % pET-28a-c, K i #F B DHb5a. Rosetta
(DEDNAXLBEZRF. ke EABHFTHZK
HRWEB ZMEWH AT, RNA #£BUXH| Trizol
¥ B Invitrogen 2 &), pMD18-T & . BR |t 1]
M. M. TADNA %58 .DNA RaMMW A
TaKaRa 23 7 ; /N & bz 42 BUIA 77 & . DNA 44k [
BRI BRI ERARRAE =R HRAEREN
& E Whatman 22 % 7™ & SR 3 ALY B (HRP)
BICHED R 1gG R TP ALY 8™ s His
Bind Column g B Novagen 2 &) ; H At % #LiX 7 4
B 7= 4t ik
1.2 Fk
1.2.1 3YMEHEESHR MBIE GenBank
(FJ175151) fh 7E 75 4 4% Pax6 variant E£[H cDNA
F5l, e ORF 3. Bt & R— X519 (L
3| ¥ 5 ~-TGTCCATGGATGCAGAACAGTCA-
CAGTG-3°, F i 8l ¥ 5 ~-TGTAAGCTTA-
AAATACTGCTGAACATCC-3, L F #3414 %
I A Ncol I f1 Hind [l ZBBSERAL 2.5 W
EEETABREK.
1.2.2 135S Pax6 variant [ 75 K& F1 5 5
£ OBIERHERERE 10 R ARE. #K
HHAE RNAD, AL B RNA JHR#FT RT-
PCR. »t PCR 7=4¥yi# 17 38 g ¥% i 3k 2 47, 3F
DNA 7 & Bk,
1.2.3 HE4 FA¥ pET-Pax6 variant & ¥
Pax6 variant 2 B B W & 3| pMDI18-T &,
IR E M TR pMD-Pax6 variant, REH S R
TaKaRa 24 @] #) pMDI8-T #R 4k f# i, 3 1 &
M4 TAR N EA KA pMD-Pax6 variant #47#

H]EF) 5.

i Ncol 1 # Hind [ % % 4 &% pMD-Pax6

variant fl 8 RiX B Ak pET-28a-c 2+ 5! #47 X B
Y, 0 B ek 4t 4k (61 W S U0 B, E R, W B pET-
Pax6 variant 58 &, ¥4 KB #E DHb5«, il ik
Pt RREFRBAN, FTNEY 2. R
pET-Pax6 variant H¥E B B, I KB H &
Rosetta(DE3) B Z A MM, KB ELAREIEHKR K
B ¥F 8 Rosetta(DE3)/ pET-Pax6 variant,
1.2.4 fEE4E Pax6 EEAEKBITEFTH KR
BRREAMAL B8 EYHFEK pET-Pax6 vari-
ant [ E. coli Restta(DE3)#:##F 500 ml TB ¥ {&
BHFECY 50pg/L FIRBEREM 34pg /L AER)
H, R E WK A600 35 1 B A 1 mmol/L
IPTG,20C12h S RE,. B.LWELE, A SDS-
PAGE $%E&EH.

#i%FRXM 500 ml FiAHEFRI 4°C,10000

8,10 min BL.OWEHE K, 3 1§, 0 His Buffer A
KITRE. ZESERNAEBHE  WBEEE LK
£ EFE#HTHL, RASRES R His Bind Col-
umn(Novagen) B $i# 7. B aifbm & E
—80CHHFEH. '
1.2.5 ZREBEHRANHE BEATEREX
B, BRAE. X8R 1 mg AR, Ha44E7
B His-Pax6 variant(Z&REFE RN 1 g/LYP . MAE
GEMBERTEEN  EHIIEERE T IERK
WESRES:BRA<<100p] 2LALDRE. MRER,
HERBRMKEE, MHFERATL2EN, FARIK
REEH 2 A#ST. )5 1 KR LS 10d
R, EABmEF —200CHFER.
1.2.6 ZHRBRHAKLE Western blot .
Rosetta(DE3) R ik =¥ %4 SDS-PAGE & ¥k 5, %
FAEEHCOOMA,2 DB EALXFEBIMRS
#EBE L, TBST ek 1 K, AR J5 H 50g/L B AEYS
¥r#t6 1 h, TBST $E ik 3 W, A KR Pax6 va-
riant Z S & 4 CE &, TBST ek 3 K. RE
MARBRSEAYBIFICHENR_NERREF
1h, TBST %% 3 K, ECL £, ELISA 3. H
ELRERFIAGANAETER Pax RS ERE
|, —HH 1000.2000,4000 SE4E b, 5 8 ) 4 I 74
ZH A HRPARICHW L EH R gGHER 1 /10
000), BEEY N E K (OPD), BEZERA
BEAR A B K 490 nm AbHFTHIE .

2 &R
2.1 HH¥HBxPaxb X B ALK









402

J Jining Med Univ, December 2011, Vol. 34,No. 6

KorF GH, W pg 43 34 S AR B2 3K 2478 79 1 af L 3R
e WA, HREARARTME ATER . &
TR WM FERE RS &S0 KA IR
B Az R R E AR RIS, 5] BB
7 T8 2 1R 40 ) 7R 4 D R L B B R A KR R
WEOED BEBHANRERD UETRE
20 Al AR A T B 1 (o 45 R A .

HEANREHSABFIRREFBRRBZ
AR RPHET 2R FRUIBREKRE N
REESELHBERA, WEAHEMEFR
ERRIMT AT LAABMRE . M XEFH
TFANELESFARABR. 5 MRIFMFHEA
MES EX—FREREmMTE.

B2 BRAEXEEEERBIRARLEF
ARutEE QD FRIED GER G ERE R
WEE AT RARERNS, EEMSNEENES
BFARARK,
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(L#% 384 HBEHNERERTF FHENER
RUIKEEREEEE. HEEER%EREF Paxb
variant MIAE R Z R EREKE, A5G #—
PHRZEATHYIERBETEINITRME
BE,

£ W&} Pax6 variant FHXFRED>. R
IR T T 76 % W4k 5% F B F Pax6 variant,
SEHEEGHEZHET Paxb b ZH, —HHE
$EEHEPSTR., PST K Z Pax6 EHFEWRTE
HRMERENXE., TOERAEAYE gEA
HHJLF C % PST R & /H 49 Pax6 ZEE B,
XFREER Pax6 BEMENIER Pax6 EAKNEH
HPRENMHEFEETSFEDNA G AN,
4 PSTREEHEER Pax6 " LU T PD #
HD BR800 H B A &Y Pax6 M5 %
EiETE. X FRWAE P Pax6 variant I Pax6 )2

B st s it +

REFEETERANTR.
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