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1.2 ~4 3
Promega HA9801 500bp  3000bp
Clontech DIG 5~8
Roche Qiagen 5 6 2-1 2-¢ 28
Perkin-Elmer 7 8 2-1  2-c¢ 12
1.3 DNA 5 7
¥ x 174/ Hae Ill 9
Adaptor
1.4 SSH 1
PCR-Select Bacterial Genome Subtraction Kit
Clontech tester
HA9801 driver 127 DNA  Rsa [
tester DNA
Adaptor
63C driver DNA
Adaptor tester Fig.1 PCR analysis after hybridization
M. 1kb DNA ladder 1.28 cycles of 1-1 2.28 cycles of 1-c 3.12 cy-
cles of PCR1 of 1-1 4.12 cycles of PCR1 of 1-¢ 5.28 cycles of 2-1
drive DNA 63°C 6.28 cycles of 2-¢ 7.12 cycles of PCR1 of 2-1 8.12 cycles of PCRI of
PCR PCR 1 2-¢ 9. § x 174/ Haelll marker.
PCR 2 HA9801 2.2
PCR pCR2.1 T E . coli SSH
ElectroTen-Blue HA9801 12*
X-Gal IPTG LB HA9801 12*
1.5
Dot blot HA9801 2 5
HA9801 12 HA9801  12°
DNA PCR 9* 10* 15* 154* 187"
210° HA9801
1.6
Applied Biosystems PRISM 377
Vector NTIS.0
2
2.1 2 A HA9%01 B 12*
SS2 HA9801  E. coli Fig.2 A Screen using probe of strain HA9801 B Screen using probe
I-1 2-1 Adaptor of strain 12"
1-¢ 2-¢ SSH I~4and6 7 9% 10% 15% 154% 187* and 210* samples 5 Nega-
PCR tive control.
SSH PCR 2.3
PCR 500
1 2 -1 l-c 28 24
PCR 1 3 4 1-1 1-c GenBank 24
PCR1 12 PCR 2 1

6. SS2
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3 10# 15# 154# 210#

Streptococcus penumoniae Streptococcus mutants Streptococcus agalactia,e

# # . .
10 15 9* Methanosarcina acetivorans
1 187" ABC 2
Listeria innocua LPXTG
2
Table 2 Results of homology search of sequenced fragments
Fragment No. Ac;eossmn Homologies to predicted encoded protein E value™  Homologue accession No.
10 15 AY580991  Transcriptional regulator of Streptococcus pneumoniae TIGR4 2e - 049 NP-346242.1
154 AY580992  Putative transcriptional regulator of Streptococcus mutants UA159 3e-038 NP-721854.1
187 AY580993  Surface anchored protein LPXTG motif of Listeria innocua 4e - 005 NP-469547 .1
210 AY580994  Amino acid permease of Sireptococcus agalactiae 2603V/R 6e — 045 NP-688304. 1
9 AY580990  Cobalt ABC transporter ATP binding protein =~ Methanosarcina acetivorans str. C2A 6e — 056 NP-616674.1

* The E value indicates the probability of the match. A match with E value of 4e-5 and below was taken to be significant i.e. the match is not due to chance .

3

19

Pseudomonas
aeruginosa * Streptococcus pyogenes
SH Surface anchored protein
13 14 oy
15 16 LPXTG
SH 2 SR 18
5 SH 187"
SS2 LPXTG
Amino acid permease SS2
ABC ATP-binding
putP cassette transporter
7 ! pitl  pit2

210"

SS2 Streptonigrin

9* ABC
SS2
Transcriptional regulator SS2
MRP* EF*
18 % o2
rirA SS2
5
SS2 PCR SS2

10 15 154 rlrA 5 SS2
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Found of Putative Virulent Genes of Streptotoccus suis Type 2 Strains
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Abstract  Sireptococcus suis type 2 SS2  infections have become one of the important problems in all over the world.
SS2 strains can be divided into three kinds which are virulent weakly virulent and avirulent strains. But up to now no
rapid and efficient methods are found to distinguish these three kinds of strains. In order to find the gene sequence
unique to the virulent strains suppression subtractive hybridization SSH was used between virulent strain HA9801 and
avirulent strain 12. Five fragments of putative virulent genes were found by this method and they were transcriptional regu-
lators amino acid permease ABC transporter and cell surface anchored protein which were the first report in China and
foreign countries. These five new fragments will be useful for the detection of SS2 virulent strains.
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