H31E Hoell
20124 12 4

K &R 2 Vol.31 No.6
SOYBEAN SCIENCE Dec. 2012

XE 6mGBP1 EEWEZRIEZREAFTD AL
KE B, NWE, B M, &8, 7 &R, R, F0E
R 5 08 T 49605 AR AR K A% S R T 49605 BT, W3R 150030)

 EKE P C BN —NH1 SKIP LR (GmGBPL ) ¥ # 3 A% 2 ik 8k pGEX-6p-1 |, 5 A KM H & BL21
(DE3) W, S Htt A7 IPTG %S, Z58FE M .46 IPTG ¥R/ 0.1 mmol-L™" i S 8 h, i I K 37°C R, B4
EEBBIEIL, T KN 95 kDa,SDS-PAGE i yk 45 R B4 H 1 T E LML RAFTE, H 8 mol- L™ JRE XS

H AT ARG 22 GST A:4lifl , 15 B At ay 4lifb 50—
K$BIF : K5 SKIP; [ 2k s tl i Ak ; 4lifk
P E 5SS :8565. 1 SHRFRIZAD : A

N EHRS:1000-9841(2012)06-0874-04
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Abstract: A new SKIP homolog in soybean was constructed into prokaryotic expression vector pGEX-6p-1 and then trans-

formed into E. coli BL21(DE3)to get the expression protein for further study. The result indicated that an 95 kDa recombinant

protein was expressed with the treatment of 0. 1 mmol+L ™' IPTG for 8 h at 37°C , the recombinant protein was confirmed to

mainly existed in inclusion body form by SDS-PAGE. The high-quality recombinant protein was obtained through GST column

purification after the inclusion body was dissolved with 8 mol+L ™" urea.
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Fig.3 SDS-PAGE analysis of the expression of GmGBP1 recombinant protein

kDa M ik 2 3 4 kDa

97. 4
66. 2
43.0

31.0

14. 4

M

5

7 8 KDa M 9 10

20.1
J— =

20.1

14.4 —-—

M: Z 1 Marker;1:37°C55% 8 h fY pGEX-6p-1 B[ & F1;2:28°Ci/S 8 h () pGEX-6p-1 il %1k
HM1;3:37°C1EF 8 h 1§ pGEX-6p-GmGBP1 AT 134 :28°C5F 8 h 1Y) pGEX-6p-GmGBP1 L 1] i 1
T 11:5:37°CHES 8 h (1) pGEX-6p-1 AP HEE 1;6:28°Ci5: 8 h [y pGEX-6p-1 NiFEE1;7:37CifF 8
h ) pGEX-6p-6mGBP1 R 1 ;8:28°Ci% S 8 h i pGEX-6p-GmGBP1 Ay ;9 4lifb iy GST &

F 510 4lifk i GmGBP1 EHHEH,

M Protein Marker;1 :Total soluble protein of bacteria pGEX-6p-1 induced 8 h at 37°C ;2 : Total soluble pro-
tein of bacteria pGEX-6p-1 induced 8 h at 28°C ;3 : Total soluble protein of bacteria pGEX-6p-GmGBP1 induced 8
h at 37°C ;4 : Total soluble protein of bacteria pGEX-6p-GmGBP!1 induced 8 h at 28°C ;5 : Total dissoluble protein
of bacteria pGEX-6p-1 induced 8 h at 37°C ;6 Total dissoluble protein of bacteria pGEX-6p-1 induced 8 h at
28°C ;7 ; Total dissoluble protein of bacteria pGEX-6p-GmGBP1 induced 8 h at 37°C ;8 ; Total dissoluble protein of
bacteria pGEX-6p-GmGBP1 induced 8 h at 28°C ;9 ; Purified GST protein; 10 ; Purified GmGBP1 recombinant pro-

tein.

4 GmGBPl EHEAKHAN
Fig.4 Purification of GmGBP1 recombinant protein
GmGBP1 TR LI IR RTE X AE e, I 8 mol - L7
F1% PR O ULTE B LR AR HEA T A , 28 GST RE4lif
J5 #E 4T SDS-PAGE, 74 2| 1 4fi{b ) GmGBP1 H 4]
HH.

\_‘1_ \/b\

SKIP J2 EHAZ A= W) P ) e SR S0 1, 15 SR

-l

BT R AR SP LTS (VR o Rl SKIP a8 1
Oy BB R S DR T R AR B i 38 R BE T
ey A 20l 58 31 R E o i 2
FRYAPE T Ui S N B 308, AR HAE Y T BE, H A
22 R AR A1 B M BEL i 1 36 ok 4 5 2 1 5 o 1 B9 A
TS A TARFF AL B e S I T8, B ] AT
R T3l e JE R 0K AR G AE K AT 1 P ok
EREAMEHEA, HFEdEHER LREF



6 1] K BAE : K GmGBP1 JE PR )5 3k M 2 2R P 4lifl 877
ﬁlJ 4@%%‘2}4‘ H B(J % |J__| jﬂ:ffﬁ afi /”: o :‘li *% %iﬁ E(J i% jé ﬁ [8] Negeri D,Eggert H, Gienapp R, et al. Inducible RNA interference
i y RO N > sovers the Drosophila protein Bx42 as an essential nuclear cofac-
I A S MR A 5 228 1 20 v he Droophil
‘j‘ e GEX 6/ 1 [‘EJ WZIK H A4 GST /E N ° tor involved in Notch signal transduction[ J]. Mechanisms of de-
Vﬁtg{f\l—ﬁﬁ p -6p-1 VR L Ay (] velopment 2002, 117 ;151-162.
?iﬁﬂﬂ‘/ﬁﬂ , %‘:'{ﬁ Bgigﬂg E 2 GST *JI_ EI] ﬂ—ﬁ;g@{t [9] Lim G H,Zhang X, Chung M S, et al. A putative novel transcrip-
[ g . Hﬁ%@g [ELI&[X%: %u E/\Jigﬂﬁ E[ i@%ﬁ‘fﬁ‘ My E tion factor,AtSKIP ,is involved in abscisic acid signalling and con-
|J_—| ﬁﬁ}\ﬁﬂ:% ':Ij g/ﬁ\x‘f IPTG EI(J %4%3@%%%& .‘5}& fers salt and osmotic tolerance in Arabidopsis[ J]. The New Phytol-
] Y
s [10-14] \ N [15] syp 54— . 5 ogist,2010,185:103-113.
SHIHEL B S O i, AT oo s
o AT g KL [10] 770 B0/ S0 4. GADoxl LA HEIA 10 e e R b %
ﬁﬁiﬂ/ﬂﬁ%%lﬁi TRESES TR E T EEES SK[T]. PEdbAE 2% 4], 2010,30 (6) : 1099-1104. ( Chang L,
%E E/‘J%‘%]‘iﬂ(ilz‘o Zhao X Y, Guo M, et al. Cloning and prokaryotic expression of
SKIP fe 51R 2 A & EAB Ve F M Z3EA GA20x1gene[ J]. Acta Botanica Boreali-Occidentalia Sinica,2010),
— ap Sl o N 30(6) :1099-1104. )
I IhE, RGBSR SKIP Ak R I A2, R R ok
SR, B FIZR SR 07 35,1,21,13,24 A1 5 4> S AR LT o893,
RIS o 121,13, ‘ RFVb A5 AL ). B P 20089 3)
E'ﬂﬁ% lJ:_‘ ' o i dﬁ&%ﬁﬁ’fﬁﬂﬁ " % % 283-287. (Dong N,Zhang Z Y, Xin Z Y. Expression and purifica-
‘l‘i E’\J j( E SKIP Iﬁ] Lﬁ % IJ:_[ GmGBP1 s ﬂg ﬁﬂ: ﬂ'_‘f—: j( E tion of pathogen-induced wheat ERF transcription factor TaERF1b
GmGBP1 [f) Q'ﬂzﬂ:@ ﬂgnljjﬁlé%i TR in Escherichia coli[ J]. Jounal of Plant Genetic Resources,9(3) :
1 o]
283-287.)
SE M [12] Bk, R, T 364, 4. K rbel, JE I ol JF 914047 K
AL ] P R EY 2 41,2011 ,33(3) :226-225. (Liu
[1] Folk P,Puta F,Skruzny M. Transcriptional coregulator SNW/SKIP X Q,Zhai X Y, Ding Z X, et al. Cloing, sequence analysis and pro-
the concealed tie of dissimilar pathways[ J]. Celluar and Molecular karyotic expression of rbcL gene from Glycine max[J]. Chinese
Life Sciences .2004 .61 :629-640. Journal of Oil Crop Sciences,2011,33(3) :226-225. )
[2] Albers M, Diment A, Muraru M, et al. Identification and character- [13] EWx,EE, 28, % KBEIUR A F 0sSCT1 JFi% £
ization of Prp45p and Prp46p ,essential pre-mRNA splicing factors IRBAM AR R A2 [ T]. AR R #2741, 200435
[J]. RNA,2003,9.138-150. (3):285-289. (Wang Y L,Hu G F,Li Q, et al. Construction of
[3] Dahl R, Wani B, Hayman M J. The Ski oncoprotein interacts with 0sSGT1 prokaryotic expression vector and purification of the chim-
Skip , the human homolog of DrosophilaBx42[ J]. Oncogene 1998 | eric protein [ J]. Journal of Northeast Agricultural University,
16:1579-1586. 2004,35(3) :285-289. )
[4] Hou X, Xie K, Yao J, et al. A homolog of human ski-interacting (14] 25, W, F, 5. K52 GmERF6 JEN I R #ik K E 41
protein in rice positively regulates cell viability and stress tolerance FEALA[T]. RERF,2011,30(6) :906-904. (Zhai Y, Lei T
[J]. Proceedings of the National Academy of Sciences of the Unit- T,Yan F, et al. Prokaryotic expression and protein purification of
ed States of America,2009,106:6410-6415. GmERF6 gene[ J]. Soybean Science,2011,30(6) :906-904. )
[5] Ivanov A I,Rovescalli A C,Pozzi P, et al. Genes required for Dro- [15] Schein C H. Producing soluble recombinant RNases and assays to
sophila nervous system development identified by RNA interference measure their interaction with interferon-gamma in vitro[ J]. Meth-
[ J]. Proceedings of the National Academy of Sciences of the Unit- ods in Molecular Biology,2001,160:113-137.
ed States of America,2004,101:16216-16221. [16] Saumweber H,Frasch M, Korge G. Two puff-specific proteins bind
[6] Kostrouchova M, Housa D, Kostrouch Z, et al. SKIP is an indispen- within the 2.5 kb upstream region of the Drosophila melanogaste-
sable factor for Caenorhabditis elegans development[ J]. Proceed- rSgs-4 gene[ J]. Chromosoma, 990,99 :52-60.
ings of the National Academy of Sciences of the United States of A- [17] Wieland C,Mann S,von Besser H, et al. The Drosophila nuclear
merica.2002 .99 .9254-9259. protein Bx42  which is found in many puffs on polytene chromo-
[7] Martinkova K, Lebduska P, Skruzny M, et al. Functional mapping somes s highly charged[ J]. Chromosoma, 192,101 :517-525.
of Saccharomyces cerevisiae Prp45 identifies the SNW domain as [18] Woodger I J, Millar A, Murray F, et al. The role of GAMYB tran-
essential for viability [ J]. Journal of Biochemistry, 2002, 132 scription factors in GA-regulated gene expression [ J]. Journal of
557-563. Plant Growth Regulation,2003,22.176-184.
(3% 873 W)
[2] Cao D,Hussain A,Cheng H et al. Loss of function of four DELLA GAI in transgenic rice represses multiple gibberellin responses
genes leads to light and gibberellin-independent seed germination [J]. Plant Cell ,2001,13.:1791-1802.
in Arabidopsis[ J] . Planta,2005,223 :105-113. [6] Busov V,Meilan R,Pearce D W, et al. Transgenic modification of
[3] Zhu L H,Li X Y, Welander M. Over expression of the Arabidopsis GAI orrgll causes dwarfing and alters gibberellins, oot growth ,and
GAI gene in apple significantly reduces plant size . Plant Ce metabolite profiles in Populus . Planta, s :288-299.
GAI 1 ficantly red 1 [J]. Plant Cell bol: fil Populus[ J]. Pl 2006,224 :288-299
Reports 2008 ,27 :289-296. [7] PengJ,Carol P,Richards D E,et al. The Arabidopsis GAI gene de-
[4] Petty L M,Harberd N P,Carre I A, et al. Expression of the Arabi- fines a signaling pathway that negatively regulates gibberellin re-
dopsis GAI gene under its own promoter causes a reduction in plant sponses[ J]. Genes Development,1997,11:3194-3205.
height in chrysanthemum by attenuation of the gibberellin response [8] PengJ,Richards D E,Hartley N M, et al. “Green revolution” genes

[J]. Plant Science,2003,164:175-182.
[5] Fu X D, Sudhakar D, Peng J R, et al. Expression of Arabidopsis

encode mutant gibberellin response modulators[ J]. Nature, 1999,

400:256-261.



