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1.1.2
6
1.1.3 DNA T4 DNA Klenow
Trizol RNA GIBCO NC
IgG
Sigma PCR Promega T7 DNA USB
1.1.4 PCR 22.6kD Si-22.6 Au  DNA
7 1 5-CAGAATTCATGGCAACTACTGAGTAC-3’ Sj-
22.6 ORF 1~18bp 2 5-CGAAGCTTTTACGAAGACGGTGTTCG-3’
Sj-22.6 ORF 558 ~576bp PCR 1 2
EcoR 1  Hind Il
1.2
1.2.1 RT-PCR 100mg
Trizol RNA cDNA  2pL cDNA PCR PCR 93T
45s +55C 455 +72C 60s 35 20min
1.2.2 PCR PCR EcoR1  Hind Il
9 pSK + USB T7
Sj-22.6 Sj-22.6 Au DNA
1.2.3 §j-22.6
pSK + §j-22.6 Sj-22.6 EcoRY  Sal | Klenow
Sma | pGEX-4T TB1
S50pL SmL 2XYT 37C 250r min 3h IPTG
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1.2.4 pGEX §5-22.6 pGEX Sj-22.6 Sj-
22.6 pGEX  26kD GST GST
100mL 2X YT 5h 10
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1.2.5
pGEX-4T Dot-ELISA 26kD
GST Western blot
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1 22.6kD 13
mRNA Sj-22. 6 23130 |
PCR 94167:
600bp DNA 6557
pSK + 1
4361
22.6kD Sj-22.6 2322
ORF  576bp 2 191 2027
22.6kD

Western blot
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2.2 Sj'22- 6 Sj-22.6 EcoR I +Hind Il 3. pGEX §j-22.6 EcoR 1
kD
pGEX S-22.6 N e
TB1 IPTG
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4
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Sh
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SDS-PAGE
3
S Az r-§-22.6
40mg L Fig.3 Western blot analysis of purified r-Sj-22.6 by the
serum immunized with §j worm antigens
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pSK + S§j-22.6

Fig. 1
pSK + S§j-22.6 and pGEX Sj-22.6

M.ADNA Hind Il 1.Sj-22.6 PCR product 2. pSK +

pGEX Sj-22.6

Restriction endonuclease analysis of




14 15
Sjc 22.6(Ch) ATGGCAACTA CTGAGTACAG ATTAAGTTTA ATGGAACAAT TTATTAGAGC ATTCATAGAA 60
Sjc 22.6(Au) 60
Sm 22.6 - Cx *%~—ACG-A CA- G-G—- G—— —=~ TT-—— 60
Sjc 22.6(Ch)  ATAGATAAAG ATAATAATGA ATTGATTGAT AAACAAGAAC TAACGAAATA TTGTCAACAG 120
Sjc 22.6(Au) 120
Sm 22.6 ————- GC— —- G —A T —-TT A-A 120
Sjc 22.6(Ch)  AATCAAATGG ATATGAAACA AATAGATCCA TGGATTGCAA GGTTTGATAC TGATAAAGAT 180
Sic 22.6(Au) 180
Sm 22.6 T-C-6TT-— ————- TT G—C A G 180
Sjc 22.6(Ch)  GGTAAAGTCA GTTTAGAGGA GTTTTGTCGT GGATTCGGTC TAAAGGTTTG GGAAGTCCGT 240
Sjc 22.6(Au) 240
Sm 22.6 AA—-A— —A—-A— —(C— ——-T-T ——A—-A-C A—A-T——A 240
Sjc 22.6(Ch) CGTGAAAAGG AAGAATTAAA GAAAGACAAG GAAGGCAAAG TATCCACACT TCCACTGGAT 300
Sjc 22.6(Au) —G 300
Sm 22.6 A- -T A A-GA —T———— T -TC-T-AG— ————C-A— 300
Sjc 22.6(Ch) ATTCAAATTA TCGCGGCAAC CATGTCAAAA GCTAAGCAAT ATAACATATG TTGTAAATTT 360
Sic 22.6(Au) 360
Sm 22.6 -—G -T—A C— A-A —-—G-A C 360
Sjc 22.6(Ch)  AAAGAACTTC TCGATAAAAC TAGTCGAACT GGTGATGAAG TAAGAGCGGT GGCAAATGAC 420
Sic 22.6(Au) -T T- 420
Sm 22.6 GTA-G -T T-- A —A CA -G——A— A~ A-A 420
Sjc 22.6(Ch)  TTAAAAGCAT TTTTGGATTC TGAATATGGT CGTGTATGGC AAGTGATTAT ACTAACTGGT 480
Sic 22.6(Au) C 480
Sm 22.6 A-G-~-T-—— -A—————AA CAC ——AG—C~ —————————— 480
Sjc 22.6(Ch)  TCATATTGGA TGAATTTTTC ACATGAACCA TTTTTATCAA TGCAGTTTAA GTACAGTAAT 540
Sjc 22.6(Au) 540
Sm 22.6 -A A——— 540
Sic 22.6(Ch)  TATGTTTGTC TATTGTGGCG AACACCGTCT TCGTAA 600
Sic 22.6(Au) 600
Sm 22.6 -~ C—T —GCA—A- —— A-— CAA—- 600

2 Sjc22.6 Ch Sm22.6 Am

Sic22.6 Au DNA

Fig.2 Comparison of the sequence of Sjc 22.6 Ch with those of Sm 22.6 and 22.6 Au

The position where the necleotides were missing were indicated by *
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4 SDS-PAGE IPTG

5 SDAS-PAGE
Fig.5 SDS-PAGE of purified r-§-22.6
M Protein marker. 1. Purified r-S§-22.6 TBI
2.pGEX §-22.6 TBI 3.pGEX-2T TBI 4. TBI.

Fig.4 SDS-PAGE pattern of the induction time with IPTG
0123456 7 Induction hours M. Protein marker.
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Cloning of Schistosoma japonicum Chinese Strain 22.6kD Membrane-associated
Protein Sj-22.6 Gene and Its Overproduction in Escherichia coli

Cai Xuezhong' Lin Jiaojiao'!  Yang Guanzhen®  Shi Fuhui'
Shen Wei'  Cai Youmin! Wu Xiangfu?

Y Shanghai Institute of Animal Parasitology Chinese Academy of Agricultural Sciences Shanghai 200232
2 Shanghai Institute of Biochemistry The Chinese Academy of Sciences Shanghai 200031

Abstract A 576bp DNA fragment was amplificated by RT-PCR from Schistosoma japonicum
adult worm mRNA. Sequence analysis revealed that this fragment contained S. japonicum Chinese
strain membrane-associated protein  Sj-22. 6 gene. Then this gene was cloned into the expression
vector pGEX-4T and subsequently expressed in Escherichia coli . The recombinant GST-fusion pro-
tein was purified by glutathione agarose affinity chromatography. Its molecular weight was about
48kD. The yield of expression was around 40mg L E. coli culture. The immunological test suggested
that the recombinant protein had good antigenity which could make a good basis for the research of

its immunological function in Schistosomiasis.

Key words 22.6 membrane-associated protein Schistosoma japonicum gene cloning gene expres-

sion immunological function
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