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WE H W GSTUIFEHE AR (GST pull-down) IiERIM S JE R4 (aldolase) S5UEhEM (actind MAREAEM. Jrik PCRY S
Jt.HicDNAaldolase FflactindEK, 43535 % 2 J5i A% & 5 S ki pGEX 2 ER4T?ES 1 MIpET30a, 4L E Kt #BL21 (DE3) , 1 mmol/L
SN AP EB2ID A LI (IPTG) i SRIE, sKRENNEAMRIEF= Y. R K N2 fUs e SDRR LS, ik fuikActin-

His6 & 15 4200 pg/ X, H2UGR A E= 100 pg/ R, a4k, fHRAFR7 d, KIRGEES didOmi, #l4Actin-His6 i

e LML IMGST-Aldolase & [ A #REHH 11 HACtin-His6 5 I U TGS TUUME S, LB =Mt 47—+ e JE it 1R B 2 T 2R DAY A0 DM g Jsg vl ok
(SDS?TPAGE) FIE[IEIE (Western blotting) 23#1. 458 3K T S laldolaseflactindE K P51, g T HIN (1) % Rk 3k .
FIEITAL T GST-Aldolase fIActin-His6 & 1. Actin-His6 % (14 SD ARG R IHUML, Sy faitbiiift, RHActin-His6% 5
Kehifk. SDS-PAGEFIWestern blotting 45 R 7R, GSTULKESLE =4 (¥ (1 41l vl #Aldolase-His6 £ wi B Hi A FIActin-His6 £ v it
Y. g5 S8 R S VLS B A AE AR AR .
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Abstract: Objective To identify the protein-protein interaction between aldolase and actin of Toxoplasma gondii by GST
pull-down. Methods The aldolase and actin genes were obtained from cDNA library by PCR amplification, and
subcloned respectively into pGEX-4T-1 and pET30a. The fusion protein GST-Aldolase and Actin-His6 were expressed in E.
coli upon induction by 1 mmol/L IPTG and then purified with affinity chromatography. Fifteen rats were immunized
intradermally with 200 pg Actin-His6 protein per rat at first time to produce the polyclonal antibodies. Then 100 pg Actin-
His6 protein per rat on the 2nd-4th immunizations. Rats were immunized for 4 times with 7 days interval. The serum of
rats was collected from heart at the fifth day after the final immunization. Glutathione sepharose beads were incubated
with GST-Aldolase protein, then incubated with Actin-His6, and bound proteins were eluted using sample buffer.
Eluants were resolved by SDS-PAGE and Western blotting. Results The aldolase and actin genes were obtained, and
the recombinant plasmid aldolase/pGEX-4T-1, actin/pET30a were successfully constructed. Protein GST-Aldolase and
Actin-His6 were expressed and purified in vitro. Serum samples were prepared from rats immunized with protein Actin-
His6, and polyclonal antibody was purified with affinity chromatography. SDS-PAGE and Western blotting analysis of
products from GST pull-down experiment showed that the protein bands on NC membrane were specifically recognized
by anti-Aldolase-His6 and anti-Actin-His6 antibody. Conclusion Aldolase interacts with Actin of Toxoplasma gondii.

Keywords: Toxoplasma gondii Aldolase Actin GST pull-down Protein interaction

S| A

Service

b AEASCHERE SN K
b OIMATRI A4
FOMAG IR

F Email Alert

F RSS

fEH HRILE

b B

b

p FEE
b A3

b ZEAE
(WEEES

Mok, Frkide, (i, 25 e, A7 95 GSTUURHAR AL = T8 MR 4a -5 sl & (1 A AR R [I] b [ 35 2R dee b5 25 28 s, 2011,V29(5): 363-367

ZHENG Bin, YIN Zhi-Kui, HE Ai, LI Zhuo-Ya, DAN Xi-Mei.Protein Interaction between Aldolase and Actin of Toxoplasma gondii by GST Pull-down[J] , 2011,V29

(5):363-367

Copyright 2010 by [ &7 24F di2f 5 a7 4 dufpi ik



