A A de oy A R 4 2007 25 (3): 163-170  1SSN: 1000-7423 CN: 31-1248/R

wF

% PG RR A~ UK 5 B 1 G i L DRI 1) e P . 3RO R

I IG B T 2 /N, R D RS, AR TR AT TR A 5

R ] s TR 4 ) e 2 26 ER TS A B BT, AR A AR B IR S A E Y s =, R AR
ZUERE . R Ui R 22 JUR-AEhO,  Big 200025

WRHE BREM MKREAHY #%2EMH

i 22

B ke, RKIEMAHT L KEAT BMr 70 000#VATE 1 (CaHSP70) R gmigdtn. ik &
P AATIICaHSP7OREA FPAIBLTT 514, BIVLIMRM % [RE R 7 0L (XZ-BOV) ERNANBIN, S fesx
PCR (RT-PCR) ¥t H ()i K . PCR™MATAE)G, Wit A\pET28alsi iz Kis#fk, HdmEal
JiRipET28a-CaHSP70, #AEZAKHIEAHBL21 (DE3) , FHHE-B-D-TRACEIMEE (IPTG)
FESRIEF R FEAE ST (R HrCaHSP70) o JH-T b SErkmAh- 58 P9 % Bk i sk (SDS-
PAGE) . E[AEIZ (Western blotting) FIELISAN % EHE (AT HT IS . KA LY
RERAER P AT . a5 F IRIE R H 17 e 3 1 2 R 7 41 5 GenBank & 5k (1)
CaHSP70—3. SDS-PAGEfIWestern blotting4:# s, EHEE (rCaHSP70) MrZh43
000 (H6MNHZIR) , LIEIRARIIERAEAE, PR S W bmc i s R ik, =2 KR 7 i
TR /N BRI « D Bt 1 SRR ) LR I35 A r CaH SP70 4% /)N BRI IR . rCaHSP70/EE £ A
Lhfe A A AE PR e % . Rl R K ZE MR WIXZ-BOVE % KK LS R B . ELISAK &S
FEW, rCaHSP70%)%{IC57BL/6/) i 5BALB/c/ UL R S YE DR I B 2w T . 4518
E?anﬁpm%ﬁ%@%ﬁmﬁﬁﬁﬁ&m,H%ﬁﬁ%ﬁ%ﬁﬂﬂﬁ*i%%ﬁ@ﬁﬂ%ﬁ&@

i RKKRTH ARREE BANUR R
e
Cloning, Expression and Analysis of the Heat Shock
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Abstract

Objective To clone and express the partial encoding sequence of Mr 70 000 heat shock
protein of Cryptosporidium andersoni (CaHSP70) in Escherichia coli and identify the
recombinant protein. Methods Total RNA was extracted from oocysts of C.andersoni
isolated from Xuzhou, Jiangsu (XZ-BOV) . The CaHSP70 gene was amplified by RT-
PCR. The PCR product was cloned and then subcloned into pET28a vector, and the
recombinant plasmids were transformed into E.coli BL21 (DE3) subsequently. The
expressed protein induced by IPTG was purified and identified by SDS-PAGE and
western blotting, and was further analyzed by relevant bioinformatics softwares. The
specific 1gG antibodies in mice immunized by rCaHSP70 were detected by western
blotting and ELISA respectively. Results The deduced amino acid sequence showed to
be identical with that of C. andersoni Mr 70 000 heat shock protein (HSP70) . The
recombinant protein expressed in the form of inclusion body was about Mr 43 000. It
could be recognized by anti-His G labeled HRP antibodies and all the sera from mice
infected with C. andersoni and children infected with C. parvum as well as sera from
mice immunized with rCaHSP70 respectively. The rCaHSP70 possibly had multiple
domains and potential antigenic determinants. Phylogenetic analysis showed that XZ-
BOV and C. andersoni were in the same clade. ELISA showed that the level of specific
antibodies against rCaHSP70 in immunized BALB/c and C57BL/6 mice was significantly
higher than that of mice before immunization. Conclusion The recombinant plasmid
PET28a-CaHSP70 has been constructed. The purified rCaHSP70 exhibits high
antigenicity and seems a potential candidate antigen for immunodiagnosis of cryp-
tosporidiosis.
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