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(£&1) AiEQD Nested PCR

1Z6Y: Leptospira flaB

1st PCR*!

2nd PCR*?

- L—flaB-F1(23mer)

5'- GTC AGG GTT CTG TAA AGT TOA AG -3"

- L—flaB-IN-F1(20mer)}
5'- TTG CTG TGG ACA AGA CGA TG 3"

P -L-flaB-R1(22mer) -L-flaB-IN-R1(18mer)
5"- TGA ATT CGG TTT CAT ATT TGC C -3' 5'- CCC ATA TCC GCT CTC TGC -3'
RIGEAERL | oNaBE 241 dNTP 211 taq polym 0.1¢1
(1st,2nd34iE) PCR buffer 1.6 1 primer #0241 DW 1381 (Ft20 11)

94°C (20s) 94°C(20s)

PCR&{4 50°C (30s) :|> 30cycles 63°C(30s) :|> 30cycles
72°C (60s) 72°C(60s)

product size | 790bp 559bp
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Haell

(380+283+130)

HindII
(369+306+118)
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Nested PCRT& %
EE) Haell-RFLP, HindII-RFLP (Hiroki Kawabatab)

#264: Leptospira flaB
PCR
- L-flaB-f1(24mer,

- L-flaB-r1(23mer) 5 -CTG AAT TCG GTT TOA TAT TTG GC-3'

94°C (300s)
i|> 30cycles

5 -TCT CAC CGT TCT CTA AAG TTC AAC-3"
primer

95°C (30s)
50°C (30s)
72°C (60s)
72°C (420s)

793bp

PCR&H

product size

12 41.7

40 2/5

flaB

7

L. interrogans

(HE1) Nested PCRjkEN{%
(2012#2 H . 2nd PCR)
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(&4)

. flaB-RFLP flaB
Species | e I-RFLP HindI-RFLP | ~type

380+283+130 Ia
L.interrogans |413+380 369+306+118 Ib

283+229+151+130 Ic
L kirschneri 510+283 487+306 Ia
L.noguchii 793 487+306 Ib
L.santarosai 490+152+151 487+306 Ic
L.borgpetersenii |642+151 367+306+120 Ma
L.weilii 567+212+14 367+306+120 b
L.inadai 264+165+159+123+82 |675+118 v

* Kawabata &Y 5|






