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(2) T T NVEIE DEE
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= WENSDD EFRBPREETDIAREED D,
FTREMED D DEEEEM OHRE. RCILVEFTHAEES V)L EE,

BTV E4E|
(CRALER & MEVLER - 60°C. 30~60 47)

v

B & : TSALLIINA (F@EX) M
BIREH & L Cid B.cereus EREEH (NGKG XXX PBCW) #Z#ELE

HFEE!l Lysozyme ¥l (WHO ~ =27 LV EOERAERH~==2 7L 8B#H) T
AR E 25T D ARetEH Y

EDTA-polymyxin B-TSA EDTA-polymyxin B-lysozyme- TSA

Xlysozym 300uw/ml THM

FEARY v — VBREE R OBLE

B.thuringiensis B.cereus
NO.3951 NO.3466
B.thuringiensis B.cereus
NO.13865 NO.13484
B.thuringiensis B.cereus
NO.13866 NO.15305




[£2%] BT iR A% /v~ ® EDTA-polymyxin B-TSA ~D&H (35°C. 20h)
MEE D TSA IR, ao=—DKkX KIF/hEH
5 VT DI e i
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(3) B . ' PCR I X 2 B BB TR
(a) ZEARRH
Z—0y hERBDBEHETROERAERIIIEFTICRKE V!
© &k - 7 U-SDS ¥ (~50%kbp). spin-column #(~70kbp) CTrEEIILREL
@ Et-OH, 2-propanol {Z & 2 ILRIE CTid pellet Z /(L LTLE S
@ B.cereus group I3 lysozyme M7 DT, HE# CHHEREIC & 5 MIEEESI A A

BRI L UOEEBEOFELIREXHE  — A% k-proteinase ¥ (LyspK #5)

(LyspK k7w ha—n)
R FE T E RS IR
100°C - 30min
10~12 krpm + 3min
Pellet

<~ 1ImM NaOH 0.05ml
RT - 5min  (§&5F)
« 2x LyBB 0.05ml
< Proteinase K 0.2mg/ml
60°C - 40~60min
v ¢ 10mMPMSF(F7zix_777uv>Z7) 0.01lml
DNA template *M%EEIZiS U T EZcolumn (2 TH 37 &% RE

OEBIZR > TH L D | Bthuringiensis NBRC395DFNEH # )V 7 K OBk
P b O EFEZ R

- FFIRRBIR A9 2x 108 CFU/10] — MFCRIIERL (10 fFEBREAH)

- PEROFIEE Ok —  HhHEBEOBSRKEIR L Y 16S-DNA target PCR

BNRE BT 7/ 2% 10 SEEFAIR L7 O % template & LT 165-DNA-PCR % i

Boiled-sup Lys-pK susp

Mk Tp 1x -1 -2 -3 —4 n Mk Tp Ix -1 -2 -3 -4

1.5%gel inj 5pul+dye 50V/80min



(b)PCR 17 & 5 H il = TR

& —7y o

T2 REET ;
Wik ) hBfaT

pX01, pX02

16S-DNA, s-layer protein 7% &

pX01 (HHREET)

PA5 (forward)

5'-tcctaacactaacgaagteg

PA8 (reverse) b’-gaggtagaaggatatacggt Product 596bp
PA6 (forward) 5-atcaccagaggcaagacacce

PA7 (reverse) b’-accaatatcaaagaacgacge Product 211bp
pX02 (& x SE#ELETF)

CAP1234 (forward) 5-ctgagccattaatcgatatg

CAP1301 (reverse) 5-tcccacttacgtaatctgag Product 846bp
MO11 (forward) 5-gacggattatggtgctaag

MO12 (reverse) 5-gcactggcaactggttttg Product 591bp
AcpA-F1 (forward) new | 5'-attggtgtaatcgegttctg

AcpA-R (reverse) mew | 5-gcaaactgaacattcggaaacc Product 382bp

X Bacl16S-F (forward) new +Bacl6S-R (reverse) new

— product 456bp (B.cereus group 16S-DNA specific primers)

template DNA
10x PCR buffer
2.6mM dNTPs
10 « M primers

Taq polymerase (5U/p 1) 0.4

- PCR it #R (TaKaRa Ex-Taq)

1-5 (ul)
5
4
1 (0.5+0.5)

2units/test

H20

up to 50 11

+ PCR program
I1ststep :  95C/5min
X}

2nd gtep :

- (95C/1min—>50C/1min—>72°C/2min) x5

(95°C/30sec—55C/30sec—>72°C/45sec) x30 — 72°C/3min —4C




(5)BEEFE agarose BERIKENIEE
PCR products of B.anthracis pX01 & pX02

pXO01: PA6/7 pX02: MO11/12

1 2 3 45 n Mk 1 2 3 4 5 n Mk

1.5%gel, 5 pul+dye 50V/10min—100V/30min

pX02: AcpA-FI/R
Mk 1 2 3 4 5

2.0%gel, 5 u 1+dye 50V/60min
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