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Construction and identification of expression of superantigen SED mutants
LI Ya*feil, ZHU Xi*huaz, HUANG Yunfhuiz, YANG Jinz(lDepartment of Epidemiology, College of Preventive Medicine Institu te
of Immunology, College of Medicine, Third Military Medical Universitys Chongging 400038, China)

Abstract: Objective To construct staphylococcal enterotoxin D (SED) mutants expressed in Esdigidhia coli
(E. oli). Methods The expected mutants were introduced into the SED DNA by megaprimer PCR method. The
PCR products ligated to plasmid pIrcHis-B were transfommed into E. coli DH5« for IPTG-induced expression. The tar-
get potein was purified by Ni-NTA metal-affinity chromatography and analyzed by SDS-PAGE and immunoblotting.
Results The sequencing results showed that mutant nucleic acids were successfully introduced at the expected sites of
SED gene. SDS-PAGE and immunoblotting confimmed that the proteins of SED mutants were obtained by Ni-NTA met-
al-dfinity chromatography. The mutants were named as SEDN23A, SEDN23A/H26R. SEDF45A, SEDILS9A,
SEDN61A, SEDI92A, and SEDF20BA, respectively. Condusion Several SED mutants are successfully constructed,
whidh lays a foundation for subsequent studies of immune recognition of SED.
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. 1.2.3 PE310  DNA
s . Vector NTI Ver-
1 sion6. 0 AlignX .
.5 GAGGTATATATTAATGTATCG 3'
1.1 ## , ,
:5 GATTTAATCTGTATCAGG 3
L L1 pTreHis B Karp Cuniversity of
0 i ) T SED 1.2.4 SED 10 ml DH 5 (
texas sou v;restern medical center s plcks pTrcHisSED) ) 1L IBC( Amp 50
Bl E. coli DH5. .
tg/mb, 37 C Asw 0.6 IPTG 1 mmol/
L1L2 EcoRI1  BamH]I ( . .
); TagDNA ( ); T4 DNA 137 ¢ Shat ) %
P 1aq f , 100 g/ m} 30
(MBI ); dNTP ( )3 ,
min, 0 °
(MILLIPORE ) .
L1 ConeBank SED <DNA Ni-NTA (1ml /4 ml ), 4 C
- e (“‘“ ¢ ) ’ 1h.  Ni-NIA . .

Pl 5 CGGGATCCGTCAGTAAAAGAGAAAGAATIGC 3'
BanH 1

P2 5 CCGGAATTCAATGGCTTTAGIGTCTGATG 3’
EcwR1

Rl 5 GGAATTGGGCATCGATTAACT 3'

T23 5 GTTTCATCGCATTTAGCGCGGTACT 3'
T45 5" CTAACGGCTTGATCTCCTGTACT 3'

T59 5 TCAAAATTGATCGCGTCAGTAA 3’
T61 5" AATCTITCAAACGCGATAAGGTCAGT 3'
T92 5" AACAATTCGCGCTATATCT 3

T203 5" AAGGGTGATGOGCCCGAAAAAC 3'
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Fig 1 Schematic construction of mutants by megaprimer PCR method
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I, 2: Product of PCR with Rl/T23: 218 bp; 3: Product of PCR
with P1/ T45, 160 bp; 4: Product of PCR with P1/T29. 189 bp;
5: Product of PCR with P1/T61: 192 bp; 6: Product of PCR with
P1/ 192 283 bp; 7: Product of PCR with P2 T203. 149 bp; 8.
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Fig 2 Purified SED mutants by SDS-PAGE analysis
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s DH5a,

1, 10: DNA Marker DL2 000: 2 000 1000, 750 500 250, 100 bp;
2,3 Produd of PCR with megaprimer R/ T23 and P2; 915bpy 4— 7
Products of PCR respectively with megaprimer P1/T45 P1/T59 Pl/
T6l, PV T92 P2/T203 and P2: 744 bp; 8: Product of PCR with
megaprimer P2 T203 and P1: 744 bp; & Produd with PV P2 PCR:
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Fig3 PCR products of full-length DNA of mutants
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Figd Analyss of purified SED mutants by SDS PAGE

1: SED; 2—8: SEDN23A, SEDN23A/ H26R, SEDL59A, SEDN61A, SE-
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Fig5 Immunoblot amlysis of SED mutants
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