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, Hh ,
Glil G2 (Ruiz 1999),
GIR2 PKA (Wangetal, 2000),
Glil  Gl2 (Ruiz 1999 Daietal. 1999 W ang ef al.,
2000). Gl2 G13 ) G2
Hh (Aza Blanc et al., 2000) .
: 0 GIQ
(Lewisetal, 1999 Duetal. 2001) . Gli2
Gl2 . G2
s G2
) CiG 12
G2 .
G2 ; /
) Gl2 N- ) )
1.
pfit (Stratagene USA ) (Qiagen USA ) B PER"
(Piea USA), NiNTA ( Clontech USA), 15% SDS PAGE, SDS PAGE
, SDS . B , LB , PTG , Mni8* 10
(Life Technobgies USA ) Pranega
pBliescript [T SK( +) (Statagena USA ), His A B
C(HisA. B C) (Clontech USA).
BI:21.
2 PCR DNA
PCR DNA s ) PCR pfit

. G 12N2 5(5-GGATCCC GCAGCCACTGGAGAATCCCCCTTCAAG
CCT3) GI2N2 3(5-GGATCCCTACGAG TCTCCATAAGGGCTACGGTG GCT-3 ),
5’ BamH 1 . PCR 94°C 3min 35
94°C 30s 55C 30s 72C 60 s 72°C

10 min

PCR , pBluescript K (.4 ) Sma [
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BamH I ( ABI373 ).
BamH 1 BamH I His
s Gl2N2 HisB EcoR I  Sca I ,
4
/ htip //bionbmatics.weimann. ac. il /hydroph pbt_ hy
dwoph. hin I;
(C ustalv) http  /Aww. ebi ac. uk /clusialv.
5

(QHUGEN® Plas id Purification H andbook ( Q iagen, USA ) ) ;
(GST Gene Recanbinant Systam Third Edition Revision 2. 18 1123- 20( Am ershan Phar
macia Biotech USA ) ) BI=-21 ; €Q iagen Q A expres

sionist" fifth editior— a handbook for high- kvel expression and purification of 6 XH is tagged
poteins (Qiagen 2001) )
; ((QiagenQIAexpressbnisiIM fifth edition ( (Qiagen ) )

{ Istruction
B-PER® Bacterial Protein Extraction Reagent (Pierca USA) )

NiNTA
1. Gl Ci
Gli2 Ci .
. Ci
(A zaBlanc et al., 1997).
Clustalw Gli2 Ci
Ci .
( 1) 402 532 ., GI2N
402 ; 604 655
2 /
/ .
Gl

, /
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D anio Ne oo oo - — - = AFGHTPP - — — — — — — — — — LIQPSPALSSRQQTIVAAAAL 320
D rosoph ila LNPMTRQQVAASGFSIGHM PTSASLRVNDVHPNLSDSHI ITTSPTVTKD VSQVPAA A FS 349
D anio NN - - - — — — — = — — — - - TTSSSTSSSTA DTSTESSQNAGGD PAV SSTVN PM IFK RSKV 363
D rosoph ila LKNIDDA REKKGPFKDVV PEQ PSSTSGG VAQV EADSASSQLSDRCYNNVV NN IKG IPGD V 409
D anio KTEAEGPHPBRGSQ - - - DHLELREEIDKDECKQ EPEAVYE TNCHW EGCAKEYDTQDQLV 420
D rosoph ila KVNSRLDEY NCGSISIPSNEYDCANADTTD KDERGDF ETNCHWR SCRIEFITQDELYV 469
D anio HH ISNDH IHGEKKEFVCRW VEC SREQKP FKAQYMLVVHMRRHTGEKPHKCTFEGC SKAY S 480
D mwsophila KH NNDH IQTNKKA FVCRW ED CTRGEKP FKA QYM LVVHM RRHTGEKPHKC TFEGCFKAYS 529
D anio RLENILK THLRSHTGEKPY VCEHEGCN KA FSNA SDRAKHQNRTH SNEKPYV CK PGCTK RY 540
D mwsophila RLENLK THLRSHTGEKPY TCEYPGC SKA FSNA SD RAKHQNRTH SNEK PYICK APGCTK RY 589
D anio TDPSSLRKH VKTVHG PEAHVTKK QRGDA PPK PHPPKGNGENEAH TKHV RG RTDG SGEAN S 600
D mwsophila TDPSSLRKHVKTVHGA EFYANKKHKG - - LPLNDANSRIQQNNSRHNIQEHN DSSPCSED 647
D anio TTR  GVEDCOQHVKTKTENTVM YQSSRGGQSSCSSEPSPIGSATNNDSGVIMAMHS  GGSLG 660
D wsophila SHL GKM IGTSSPSIKSESDISSSNHH IVNG VRASDS - - LLTYSPDDIAENLNIDD GW NCD 705
D anio DLSALDDTPVVDSTGSPGTSAGVG LQ LRKN RAG LLQ LEH KKEKIK TV RD SCSWA NA P PQ 720
D wsophila DDVDVADLPN LRAM VN IGNGNASASTIGGSVLARQRFRGRIQTK G INSSTIM LCN IPE S 765
D anio VRNTK LPPIPS IDSLLDAPNMGTQM SVPPTQH IGD LSSYEM TM LNQ IH E RRD SSTSTM S 779
D wsophila NRTFG ISELNQR ITELKMEPGTDA EIK IPK LPNT TIGGYTED PLONQTSFRNTV SNKQG 824
1 Ci G2
2 G2 / .
. . \ G I2N
’ o
G2 Ci / .
Gli2 N . (GI2 N , GIi2N2)
86 180 95 \
3
BL:21 .
BL- 21 , PTG
PTG . PTG
(1)
o 0D600 O 7
0.8 , .
b
\ 15% SDS-PAGE . (
3A). . 3h ,
4 h ( 3A) 3h
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3 IPIG
a IPIG 0.6mM G li2N2
Un ; : I 1k 2 2k 3 3h 4 4% 5 5h
b. 3k IPTG GI2N2
Un ;5 17°0.2mmogl 2 0. 4mmod 3°0. 6mmosl 4 1 mmog 5 ‘. 5mmol 6:3mmol
( )
(2) PTG
s PTG . PTG
PTG . , PTG 0.2 mm ol
3 mm ol . 15% SDS-PAGE ,
( 3B). , 0.6 ~1.0 mmol PTG
4.
y B-Per
(6XH is) , ,
(NiNTA) ;
’ ’ ° B‘PEI‘
1-3
G li2N 2 ( 4), N +NTA

21994-2015 China Academic Journal EEEfhic Publishing House. All rigl“sﬂgrs@fved. http://w
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. B-Per NiNTA s

HiEN
4 B per N-iNTA
A 171 ; B 12 ; G 1°3 ;oub ;s T ;
P B In ’ Unl’l ’ M
5
.
NiNTA ,
o . ( 1mL) ’
SDS-PAGE ( 5) ,
\ ( 6) .
’ b ’
° b o
E5 E4 E3 E2 El W3 w2 Wi F In
~— HWEHA
5 G2
In Gli2 ; B ;s Wl W2 ; El E2 E3 E4 E3;

?1994-2015 China Academic Journal Electronic Publishing House. All rights reserved. http://w
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E xpression and Purification of N-Termm malPartial
Protein of Recanb ination Z édrafish G I

TAN Xungang]' > ZHANG Peijm1 DU Shaojun3

(12 hstitie of O cainology Chinese Acadany o fSciences Qingdao 266071)
(2Gradua te Schoo | of C hinese Acadany o fS ciences B eijing  100039)
(3Center ofMarine B io techno ogys U niversity of Mayland B iotechnobgy Institie Balkinore MD. USA  21202)

ABSTRACT

Based on the potein canparison bew een zebrafish G1i2 and fruit fly C; and the analysis of
hydroph ilicity hydrophobicity of G2 proten by canpuer pogranmesr the recanbination
N- teminal partial proten of G 12 proein w as designed. A fter the DNA fragment encoding the N-
tem inal partw as cloned out by PCR, itwas lgated w ih an expressbn vecior contaning H is tag
and transformed into BI-21 a bacterial expression strain  to express his proten.A fer the ex
pession condition was optin ized the proten can be expressed at high level after having been
nduced for3 hourswhen the inducer— PTG was at0.6 mmol A. The proten is soluble n solr
tion a bacterial proten extraction soluton. A fier he pwotein sobitonwas dilited in B-per solr
tion the recanbination pwtein can bind to the NtNTA colmn and be purified highly.



