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Fig.1 The analysis of PCR products by 1% agarose
L-CMV-GH-SjR 3 gel electrophoresis
L-CMV-GH-SjR, L-CMV-GH-SR; L-CMV-GH-SjR, 1. DNA marker DI200 2. PCR products
3 87
Bglll
14 Ge- —_
neCore Blast* Genescan’ R o Cva%)r%r& ote J[;{sl;lldm
. product g o
L-CMV-GH-SjRs fragments of + AmppCMV GHhGH Ss(?,lall
interest 7
Clal
1.2.2 K SV40 ori Mcs <
1 DNA DNA OLGH termsy’
6 DNA Digested with gl IT & Hind TTT
Recovery
Lpg/pL. DNA 1 Ligated with T4
NS 2 pCMV-GH 3 L-CMV-GH-SR 4 I- DNA ligase
CMVGH-SR, 5 L[-CMV-GH-SjR, 6 L-CMV-GH-SR; 7 L-
. “T‘T;ri
CMV-GH- SJRS 10 CMV promoter
DNA  25pg 1 amp hGH
14d ) 754 3 L-CMV-GH-SjR
20d 35d 110d 3 Inserted PCR
product fragments
IsG of interest
2 1:30 2 DNA
ELISA 7 ! Fig.2  Construction of an expression library containing
1.2.3 1.2.2 . . .
partial ¢cDNA of S. japonicum
1 35d
45 30d 14 12
- 1- Blast 1 1
/ x 100% -3-
2 1
2.1 ¢DNA Genescan A+T
2.1.1 ¢DNA 55.9% ~ 66.7% 1/3
MipLox/Y1090 ZL T7  SP6 p 4 1 p 4
PCR 400 ~2000bp  DNA 2.2 KM
1 2.2.1 4
2.1.2 ¢DNA 2 IsG 0Dy, NS
10° P>0.05
2.2.2 L-CMV-
2.1.3 87 GH-SjR L-CMV-GH-SjR, L-CMV-GH-SjR,
Bgl Il  Hindlll 68 P<0.05 L-CMV-
3A 3B 10 GH-SjR; L-CMV-GH-SjRs

© *E]?ETI?YL}[_E MR RFTEATIBR S HEEEE  http:// fguﬁr%l%ﬁimv ac.cn



2 cDNA 233

bp

2000 —
1000 —
7
500 —
250 —

3

Fig.3 Identification of recombinant constructs from the library by restriction analysis

A 1.DNA marker DI200 2. pCMV- B 1. DNA marker DI200 2. 25* recombinant plasmid digested with Bgl II
GH vector digested with Bgl Il and Hind 3. 25% recombinant plasmid digested with Bgl [ and Hind[l 4. 54* recombi-

[l 3~10. Eight recombinant constructs nant plasmid digested with Hind[ll 5. 54% recombinant plasmid digested with

were digested with Bgl [I and Hind|ll Bglll and Hindlll 6. pCMV-GH vector digested with Bgl [l and Hindlll
1
Table 1 Sequence analysis of recombinant constructs containing S . japonicum genes
Sequences No. _ Blast search . ' Genescan analysis "
Identification Accession Length aa Identity/ % A+T % P=S 173 1/S

SJEST0009 1700001L19 PIK protein (Q9DARO 113 43 66.5 11.96
SJEST0028 Putative tata binding protein interacting proteinQ Q9P3A8 52 36 63.5 15.37
SJEST0074 Cofilin COFL SCHPO 137 37 63.5 6.05
SJEST0083 60S acidic ribosomal protein p2 allergen asp {8 RLA2-ASPFU 115 43 56.7 11.5
SJEST0099 Glyceraldehyde-3-phosphate dehydrogenase Q27776 216 96 58.1 21.40
SJEST0404 c¢DNA FLJ21867 FIS CLONE HEP02419 (Q9H6U3 125 48 64.3 4.25
SJEST0421 Tyra protein QIKQ59 105 50 61.6 6.93
SJEST0471 Beta-adaptin 3A° AP-3 complex beta3a subunit Q9Z1T1 46 34 66.7 1.54
SJEST0469 CG7073 protein Q9VD29 191 71 55.9 5.1
SJEST0476 CK2 alpha subunit (QONLO5 109 77% 61.9 18.74
SJEST0577 Complement component 1 Q subcomponent binding protein - Q9CSV8 196 27 61.4 12.5

* The % content of A+ T of Schistosome DNA is more than 60% DNA sequence may be protein-coding if P >4

0.8 2 DNA
07} [ a Day 20
0.6r u Day 35 Table 2 The protective effect of mice vaccinated with
L Day 110 . . . . . ,
g 0.5 = partial cDNA expression libraries of S . japonicum
§’ 04r through i.m. against challenge infection
03r
Recovery mean worm  Worm reduction
02y Groups burden X = S rate/ % P-value
0.1 L-CMV-GH-SjR 20.57+6.70 31.43 0.013
0 » - — ~ Qs
Lo LOMY, LMy LOMV SR s Comml L-CMV-GH-SjR, 21.00+5.68 30.00 0.026
Groups L-CMV-GH-SjR, 21.71+£5.82 27.63 0.042
4 L-CMV-GH-SjR; 23.00+6.32 23.33 0.087
L-CMV-GH-SjRs 24.50+5.21 18.33 0.172
1sG ELISA e
. . o pCMV-GH control 30.00+8.39 - -
Fig.4 The results of IgG antibodies detection in sera
NS control 31.50+7.56
from the mice immunized with ¢cDNA expression libraries
of S. japonicum after different days by ELISA
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Protective Effect Induced by Vaccination with a Partial cDNA Expression Library of
Schistosoma japonicum in Mice

FENG Xin-Gang”™  LIN Jiao-Jiao ZHU Jian-Guo ZHANG Liang YUAN Chun-Xiu CAI You-Min
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Abstract The cDNA fragments of interest were amplified using SjA ZipLox library as the templates by PCR and then cloned into
a eukaryotic expression vector p-CMV-GH A small number of DNA fragments inserted in the recombinants was identified by re-
striction cleavage EST sequencing and bioinformatical analysis mice were injected intramuscularly with the expression library

L-CMV-SjR or sublibraries L-CMV-SjR; L-CMV-SjR, and L-CMV-SjR;  immunized mice were challenged with Schistosoma
Japonicum cercariae on day 35 the levels of IgG antibodies in sera from the immunized mice were detected by ELISA. The re-
sults demonstrated that a partial cDNA expression library of S.; with ~ 10° transformants was constructed most of the recom-
binants contained the insert DNA fragments of interest and these fragments had the features of protein-coding sequences for
Schistosome . There were no significant differences for the levels of IgG antibodies in sera from all of the immunized groups. Mice
immunized with L-CMV-SjR  L-CMV-SjR,; and L-CMV-SjR, developed significant protective effect against .Sj infection compared

to control mice injected with the empty plasmid the rate of worm reduction was about 30% .
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