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Expression of the C-terminal Polypeptide of Planarian Heat Shock
Protein 70 and Preparation of Its Polyclonal Antibody
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Abstract:In this paper, hydrophilic domain of DjHSP70 was predicted by using internet biosoftware. The
DjHSP70 C-terminal contains numerous hydrophilic amino acids. Based on this hydrophilic domain of
DjHSP70, the prokaryotic expression vector was constructed. PCR method was used to amplify 450 bp ¢cDNA
fragment encoding DjHSP70 C-terminal 150 amino acid polypeptides. After digested by Hind M/Xho I , this
c¢DNA fragment was ligated to pET-28a expression vector. Recombinant plasmid was transformed into E. coli
BL21 and a 21 ku fusion protein was expressed after the induction with IPTG, which was in agreement with the
expected molecular weight. This fusion protein was purified using Ni**-NTA agarose and detected by SDS-
PAGE electrophoresis. Grayscale scanning showed that the purity of the purified protein was over 95% . The
fusion protein was used as an antigen to immunize New Zealand rabbits to prepare the polyclonal antibody. The
results showed that this anti-serum was not only very specific to DjHSP70, but also recognized mouse
HSP70. This work has laid the foundation for further investigating stress responses in freshwater planarians.
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Fig.1 Hydrophilic analysis of amino acid sequences of DjHSP70
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Fig.2 Construction and identification of
DjHSP70 expression vector encoding
the C-terminal polypeptide
M1;:100 bp DNA 5> FHARdE; M2 N-EcoT14 1 43 FAniE,
A: HBEOFEM PCR 88 By, B: pET-28a-DjHSP70 FHIETEZH
IR FORL I B )

M1 : 100 bp DNA marker; M2: N-EcoT14 I digest DNA marker;
A: PCR product of targel gene; B: pET-28a-DjHSP70-positive
recombinant expression plasmid digested by Hind Il and Xho I .

2.3 DjHSP70 C-i# S EEEHNRIER L
KPR SO E] 20 ml LB B5 3R
o 7E IPTG i 5 4 h USRIV, SDS-PAGE
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Fig.3 Detecting the fusion protein expression
by SDS-PAGE electrophoresis
M. FEAF5FibbnifE; 1. IPTG i3 ;

2: IPTG ¥5
M. Protein marker; 1: Before the IPTG induction;
2. After the IPTG induction.
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FIRFMARRIR RGBS A 6 MER R
S5, A ] Ni** -NTA agarose B #EAT4lifk,
PR R P AR S O R T F Dk A
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IR K YES AT TN 45 R — B, B IR
ISR SRS 1 h J5 S 50 mmol/L DR
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WUEL LS A8 A, VK R PR R S A K
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Fig.4 Detecting the purification by SDS-PAGE electrophoresis
1. FBSH0; 2 ~3: BAE LW, 4. BAEUIE; 5~6: 50 mmol/L BRIMEVEM; 7 ~9: 250 mmol/L BRIEVEL

1: Before the IPTG induction; 2 -3 Supernatant after ultrasonication; 4 Pellet after ultrasonication;

5 =6 50 mmol/L imidazole elution; 7 =9 250 mmol/L imidazole elution.
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2.6 DjHSP70 filliFHFR RN K REMN
MLY% 1: 100 7555 B, Western blot £, 45 3 &
JRTE 94 ~60 ku Z ] H BB i () 0 —F 1 2k
(S, d BA il & BT i 3 EL AT AR 5 14 R Sk
PEAR  Z BT MLE AR L, i HAA RE R
/NER, 1 BH 2% 35 19 DjHSP70 C-dig 2 Ik &% A
HSP70 & ERSF T

94 ku —a=

60 ku —-

45 ku —=
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M | 2

5 Western blot ¥l DjHSP70
P E R R
Fig.5 Detecting the specification of anti-DjHSP70
serum by Western-blotting
M: 85T RbRIE; 1 AU
2. /DRI
M. Protein marker; 1: Planarian tissue;

2. Liver tissue of mouse.
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