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Abstract According 1© the gene sequence of themoswahle direct hamolysin n GenBanL{ themostahple direct
hemolysin gene was suhcloned nto an Escheria 0]; expression vecor PGEX 4T, Recambined Phanids
dhA/ FGEX-4 T1,  1dhS/ PFGEX-4 T Were hen transfomed into Escheria liBlo| ( DE3), The recanbhant
Plasnid dhdy PGEX-4Tq and dhS PGEX-4Tq had st@ble and efficient expression in BI2]  the high Pure

fused proein could be ohtained by using affinity chranaography methad The result of hamo[ytic test oved
that the potein had hanolytic actvity
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DNA |
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GenBank dhA ( &1 1 dh PCR
28899855 1391810—1392679). dhS( &i 28899855 Tab 1 Sequence of PCR Primers for specific

1450728 — 1451497) m Plificacin OF the wdh gene

(5'103"5' BanHI E®©RI (57°3)
idhSFw CGCGGATCCATGAAACACCAATATITTGC
idhSRV CUGGAATICTTATIG TIGATGTITACATIC
tdhA-FW CGCGGATCCATGAAGTACCGATATITTGC

1 4 dhA-RV CAGGAATICTTATIG TIGATGTITACATIC
DNA ,

dhSRv  dhS Fv dhS | dhARV

tdhA-Fw dhA | 251 L 600 Mol ANIPs 50 pmo) I, 50 18
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PCR | 2% , QA duick Gel
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GenBank blast ,
L8
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(1) PTG : ORyp 1.0 , 5
IPIG 0.Q 05 mmoyl q | mmol/[ q 3 mmol/I, q 5 mmo)], 37 °C 5h DS
PAGE "', (2 : ODy, 0..030Q5
L0, PG 5 (3) :
PTG 15C 20C.25C.30C 377C 5h
IS PAGE ; (4)
PTG 1h2h3 hgah s5h DSPAGE  ; (5) :
PIG 150 ymix 180 ymin 250 ymin 37 C
5h DS PAGE
182
6000 & 10 mid , 10 S ,
, 30 mi ( 15 8 155 15 , 400 W), 4C
15000 & 30 min : GST Sephroseyq B , TDH i
19
Bl21 thSPGEX4Tq, dhA/PGEX4T, VP ATCC 33847
onrL \ 37°C
[12]
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21 tdhd  tdhS
511 PCR dhS tdhA TDH-FW/RV
dhS dhA RCR 2%
. 570 bP 1kb
212 oo
AlgnX  ClustaW i 250b0
dhA dhS 570 bP
189 \ 23 ku dhS
GenB ank dhS | PCR dbS tdhA
( 8128899855 1450728 — 1451497) 100% Fig] dhS dbA gene anplifid by PCR was chamcterized
dhA GenBank by agrose electrophores s
tdbA ( 8128899855 1391810—
1392679) 98 95% 57 (AG, 787980 (GCETIHY), 9798 ( CCTA)
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2 13 dhS/PGEX-4Tq, dhA/PGEX-4T1
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. \ Ca Bl21 .
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L 82 66. 2
DS PAGE =
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18.4
’ 14.4
24 2 DS PAGE
Bl21, dhS/PGEX-4 Ty tdhy PGEX- Fi 2 SDSPAGE analysis of the purified Protein
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49 ku e ku , TDH GST



261

Vp ATCC 33847
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tdhA/pGEX-4T-1 Vp ATCC 33846

3
Fig 3 Hemolytic test on raph it blood agar
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