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i ZE H Dnal ZREAEA—F 2 HE TN TS, fhvh 5 S A IGAR B, ABFR AR
KA AT B Ao BB BEEF A A4, B 5 % 7% Solanum lycopersicum Chloroplast DnaJ 2 (SICDJ2) & & f£ 5 & Mria T &
REHN, A —F & m PR LR T R isik3E, Jji: PCR 38343 SICDJ2 & B, & X m AT
B R M A ik & 4 Uk pET30a-SICDJ2 Fo k7 At & ik & 40 ks pYES2-SICDJ2 , 4 7) i i # g 4L ok Am B B2 42 B
F AR AT 5 B K AT B Ao BE B 4k, SDS-TR 73 M B L sk oA SICDJ2 B & KIBATH F 89 iF T R A B L, &
RAEEMNTHAAXBAAAELENETHAEARBE AT EUEHALRAEEE AL EM A THAERER
B, g SICDR B EXMHATRAFFEALHARN XA ALLEM A TRLENES THARKX
MR, EFBEAATFENL(P<0.05), BARNMFAELEME THARALZV R THARNBTE, 4
W A RWAT A A= B B P it Rk SICDJ2 KW A By T4 & K AT B Ao B8 B 2 34518 it ey bk
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The study of tomato SICDJ2 protein expression in Escherichia coli and yeast

LIU Qi,SHANG Xintao ,CHEN Chen,WANG Guodong
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Abstract: Objective DnalJ protein,as a kind of molecular chaperone widely existing in cells,can respond
to a variety of stress responses. In this study,transgenic Escherichia coli and Saccharomyces cerevisiae were
used as materials to study the expression of tomato SICDJ2 protein under osmotic stress, providing a prelimi-
nary theoretical basis for further studying its function in tomatoes. Methods The SICDJ2 was obtained by
PCR amplification ,the recombinant plasmid pET30a-SICDJ2 and pYES2-SICDJ2 were constructed and trans-
ffered into E. coli and S. cerevisiae by heat shock and lithium acetate yeast transformation methods to abtain
the transgenic E. coli and S. cerevisiae. Finally , SDS-polypropylene gel electrophoresis ( SDS-PAGE) was used
to analyze the expression of SICDJ2 protein in E. coli,and the growth curve of transgenic E. coli under os-
motic stress was measured by spectrophotometry. In addition,the growth phenotype of transgenic yeast un-
der osmotic stress was observed by coating. Results SDS-PAGE results showed that SICDJ2 protein was suc-
cessfully induced in E. coli,and the results of spectrophotometric determination showed that the absorbance
of transgenic E. coli was significantly higher than that of wild escherichia coli under osmotic stress. The
growth phenotype analysis of yeast showed that the growth colony of transgenic yeast was better than that of
wild yeast under osmotic stress. Conclusion The study showed that SICDJ2 overexpression was helpful to
improve the osmotic stress resistance of E. coli and S. cerevisiae.
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Dnal 8, &) Z AL T AN 8 —Fh 2 7
PR, BA e R B T & TS | 20 M
AT E A E A MBED D . JRiE,
DnaJ 5 I RES: 5 40 N 22 Az A0 5o R i 1 22 Fif
v 7, 0 T 884 SR R ) RO B G L K AT T
( Escherichia coli) J&:—FP 2E = [C IR, B 1 fG 2%
FEYA A 98 0 T A BEBRE R —Fh A
A, A REXIE A T 1Y) R 2 AR E E 1Y, HUAR )
B o AT AL . AR, TATE WAFE A
FrH Ay B s R B SICDJ2 FEIH, et A s B4y
Mr &3, SICDJ2 JEH 4 i 25 11 J& T Dna) A
W o g SICDJ2 HE DG A K F 14 R A o,
Y A TR RAH L, B B R R B A o R B 2892 v 1 %
BiEha bk, HEWT .

1 #M85FZE

1.1 ##

ST B Mk KW 5 ( Escherichia coli strain
BL21 ) FI R P % £ ( Saccharomyces cerevisiae strain
YPHS00) , H1 IR A K2V E W A= 2 e 5K o 5
B eft,

1.2 F*

1.2.1  SICDRILFE TR RME 75 NCBI GEN
EBANK ¥#i& 2 i A& 15 SICDJ2 X ) mRNA J3 5]
(GenBank J¥31 %5 : AK323942) , i itHem 51 ( 1
Wi | ). ATGAGCAATTTGAGATCGAT; F i8] 91
CTATAGATTCTTATCGTCCTCCT) |, L3 i 1 1 1y
cDNA Sy#ith , #E4T PCR 974, #25 oh 95°C Hil Sk
5min;95°C 50s,55°C iE k 50s,72°C #EfH 1min, 35
AMEER;72°C LA 10min, BESSXT PCR 4471
FP Bk

1.2.2 SICDJ2 FENAE R IpFrm g ik it
B RMH5Y, EiiESI Y GGATCCATGAGCAATTT-
GAGATCGAT, F % £k J& BamH I; F i 51 4:
GAGCTCCTATAGATTCTTATCGTCCTCCT, T X £
J& Sac 1, ¥4 SICDJ2 Fe[H (1 2 1 17 51 % 1] PCR £
ARy ok, R B YIAL A BamH 1 F1 Sac 1, #E47

LRI IV, F 12 52 DR Gy 471 32 e 38 i A 3Rk 2%
K pET30a b SR )5, ¥ 5 41 5k 56 L E. coli
BL21, k75 FHPE AR , FERE B A= B8R AT BH A 12K 20
AIFE 20ml LB A4 55 37 35 op 35 3% (37°C , 200rpm/
min) , 2 F K OD600 = 0. 6 I, B 55K B AR T2 AN
e BRI R S B Tl 5T 4°C UKAR N 5 1, 4 1m] 380
AWM A IPTG (Tsopropylthio-B-d-galactoside ) , {#
HEHE g ImM |, 5221557 6h, B8 1h, BURE 1
B P FE A, 28 10000rpm/min, B0 Tmin, ] 45
I BEARTUE RS . B, 4 SDS-FIN IR Tt A Gt
JEEHE Yk (SDS-PAGE ) Rt 175 5 3% ik 1Y & H 73 B T
*H

1.2.3 R WRIEBEWHE FRAEKSN AT
I3 A 3 pET30a FIi5 A pET30a-SICDJ2 H4 i
KL R A AR TR AR BE T AR O, Bk
BC ] TPTG ¥k 4y 1mM, NaCl 283 &2 75 551 2y
200mM .400mM F1 800mM [ LB ¥ 4 35 37 %, &
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ABLE LB b 765 37°C 200 mpm/min, F545
Hig% 28h, [ARE, Ry 1 20 B & 5 2 pET30a FI & A
pET30a-SICDJ2 20 Fkr 1Y K W #F b A T 58
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dextrose ) B S B rp B %, 035 A7 5 24 R 10 19 B T
KRTE YNBUra-( yeast nitrogen extract, (NH, ),SO,,
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Fro N T o3HT & 258 pYES2 Fl pYES2-SICDJ2
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PRI B R 2] 10m] YNBUra-Jig (4035 75 5 (&5 %
W E 2% WRR T4 ) o, 28°C , 200rpm/min , 2% 1%
F272h )5, W 1ml 5535475 25ml YNBUra-35 {48335
FREE (F AL 2% WEF L0, 1% NP40) i,
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0D600 =1.0, WZI 100wl 1Y) 7 R 3% 227 B 10 15,
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1.3 %3 F%

A BIRLE R L, x + s Fon, {E SPSS 18.0
Gt oAb R R B AT LI LU E, P <.
05, K2 A gt L,
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KRBT TAG, ¥ B BEAE 25 5% 277 = IR,
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web. expasy. org/ compute_pi/ ) ,
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s h 2 R R
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