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BREMABE ETEC (&, MRAMI>Y7OMFY Y (ST FREZBEMI V7O Y UT) EFE
NAFROMH. FlldWIThh—AEEET HABEC. 1960 FREF ~ 70 ERICHASHICEINTE
BT, ETECORHICHEWNT. TNSDBERDELRENDEELZWREIC. KD DOARICF TV VT 5
BAEDEENTVET,

AF vy MIETECICK B BPSDERELF CHZ T RABMAMT 70 M+ ViERF (STp gene)
% PCRZATEMBICHO DRZRICHEE Z1TS 26D One Shot PCRKit T,

PCREIE. T<HM=ED DNA Z#EI L LT, BMDEG TR (22— v ~ DNA) OHaBigE &5
MCTYT, DNADBEMN, TS5A4A<—D7=Z—1)>2J, DNARUAS—FICLBHERIGD3I ATV S
DoGBEIREIYAIIVEL. TOYAVIVERYVRT LT BEBEDOSBICZ—45w L DNA &
100 AfEICE TEIBESER T ENTEET,

ZORGEIE. PCRICWHEBRETFEITANTH 0.2 ml PCRtube IcFENTH Y. > TIbEF1—TIHE
M9 27EFTPRRISERETBHIEDNTEEY, Ffee DNAKRU AS— ttdﬁE%EU) Taq & V) 1Eigsh
LDENTz TaKaRa Ex Tag° HS A L TH Y . KV ERE CRREDRE A AIREICE ) £ Lz, T 51,
RISBEEG EICK BBREHERE S TeODA > 2—F b FO—)L DNA b\a FNTVEY, TD
A2 —F b ~O—/U DNA EBRDEIEEYIE. STp B FHRFRDBEENE A XHPKRECER
BNT. BRABICKDHEERERIITOITENTEET,

I. AE (48 [E%3. 50 ul RIGHR)
2 X One Shot PCR solution tube (JEE&® 0.2 ml PCR tube) 25 ul X 48

[ 2 X One Shot PCR solution Ic&EBETNTWLWBED ]

* Primer Set ESP-1 & 2
(BB ET) J2EMBM T 7O bF > (STp) BoFriEEEt LET,
(#8EH 1 X) 123 bp

A >2—F)ba> +O—)VDNA
(1EEH 1 X) 689 bp
2=y MEEFLIEERGSESZET S DNADF T AREDHIEZBH
ELTVWET, INTORBRICEETE SR T ET 2—7 Y AR BEHEDBZE.
A2 —=F)ba> bO—)L DNA DREDNTE TN PCR RISHEEHL T
STRHRANUTEHETEE T, 27y b A1 2—F)barbo—ib
DNA L& ICABEHDHBZEIE PR RIGHERBICERED e DO ET,
BHE.Z—T7 v FDDNAEBNRZWNMER. ZDE2—F v b DBIRRISHEBEE N,
A>Z—=F)LAY bO—)V DNA DBREDTELGWT ERBY ET, TDIFA.
2—=5y MEGEFOREDNELLGENTEY ., BUETHELHETEEXT,
faERFE L TV 2R E & H A Positive Control Template EC2 (8 & — F
S033) ZRAWIBE LR LY A XDEIREMHNESNE T,

+ TaKaRa Ex Taq HS

TaKaRa Ex Tag HS (&, 71 Tag ¥tk & TaKaRa Ex Tag #BELTcEHDT. K b
A2 —PCRADERTY ., ®RICIEAT 5% Tl Tag AL BERICKES L.
RUAS—CEEEMZTWDBS. YA TIVBIDIRTZAZ IR T4
R—HAI—ICHRT HIFENBIRZFH S ENTEET,

« Ex Tag™ Buffer

« dNTP Mixture
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Il. &%=

—20°C
BIAVR—RY M3, TaKaRa Ex Tag HS BB ENTUWE T DT, B LUVDBHRIEILE S

TLEEW, EORERBICE Y RISENMET I 5580 ETDTERATSF1—7
DFHEDHRIE L TIIEEL,

. v FASCHEGEE, HaR
A+ v b EAVREBRETIE. E5ICRDESGHE, HBEHDRUETT,

(%]

1. BERERIK

2. 7HO—=R7TIL
PrimeGel™ Agarose PCR-Sieve (83— K 5810A)

3. EXUKENA buffer
Tris-Acetate-EDTA Buffer (TAE) 50x Powder, pH8.3 (51— K T9131)
% fzld TBE (Tris-borate-EDTA) powder (8% 31— K T905)

4. DNAR—H—
100 bp DNA Ladder (85— K 3407A/B)

5. Loading buffer (6 X :36% glycerol. 0.05% bromophenol blue, 0.035% xylene cyanol.

30 mM EDTA) (4 [Z528 D DNA X —A— &I ETN TN 3,)

6. DNA Z&H|
SYBR® Green | Nucleic Acid Gel Stain (85— K 5760A/5761A)
FlEIFIULTAOIAR

[ 1425 ]
1. E=hr70v7Y 5 CETREZ LIFS5N2EHD)
2. 1.5 ml F 2 — THSEDSEIR O
3. Y—=IVTAU 35—
TaKaRa PCR Thermal Cycler Dice® Touch (85— K TP350)
TaKaRa PCR Thermal Cycler Dice Gradient (825 3— K TP600)
4. BRUKBIEE
Mupid-2plus (BgI— K M-2P)
Mupid-exU (&&3— K EXU-1)
5. BERUKENT VIR LEE (SYBR Green | 2R T 558 IEEADT 1 L2 —HRE
TY,)

[zt ]

1. 1.5ml Fa2—7% =l 0.2 ml PCR tube

0.2 ml Hi-Tube Dome Cap (8& 31— K NJ200) %5 &
200 ul. 20 ul<A7OERY k
A4o7aEXRy cEFY S
RZO4FT71)VA
THO—RTIVRER L1 (SYBR Green | ZFERT 2H&IER) 7OEL YRR
REFERLTLIEEL,)

uhwn
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IV. ERICELT

c AF Y MIBEGCFRETH DD, REEENTHMELRE L. EFEOHZRENRE
TBHELEDTIEHY FHBA. Tl 55T LT Primer DEFIRICGEGFDOEELKRIE HHA
HECTRITE. RETEBWBELH Y E T,
(REBRYEICKYRETSHEICEAL T, 2AZN\AMFTHARHIRE—TDEEEZE
WEEA.)

* HIEDHEICITEGFRALITI TG, BERELG EOBROHAD L, THL
_SL\O

V. #BFLoEE

. B=7ZAR—DBRXILT7—EDRAICK Y DEEENS & ERITERENEREE A,
RREDTPERLISEL XV LT —EHEAT BEIEMD S T DT, HBIETHO
DFEEILDTLIEEL,

2. RISEROBHEONSKREE T, RDA4DDIT 7 Z2HREL. YNENICIRRET S5 &%
HELET IXEE: TVT7RIFIIOVWTZER), AV2Ix—Y 3 VEEDRA

EBRVETDT TUT7 AUNTIZIBEEYDA S fcF 21— 7 DRBRIEHT T2
T,

OITVU71:PCRIRIGBEDFH. DEZETVET,
OITV7 2: BADFS (DNA #EE) 2170 &E T,

O T U7 3: PCRRISHENEE DNA DAMNZTVNE T,
OITV7 4: EXKENIFT PCRIBIBEY DR Z1TLNE T,

VI. 427 IVORR (T 7T 2 TEHE)

1. BAESHMEY > 7IVOFESR - |

1) BEREEKR 4 ul & 1.5mltube, Ffzld 2 ul % 0.2 ml PCR tube 15,

2) WEK%Z 1.5 ml tube DFEIL 196 ul. 0.2 mltube DIFEIL 98 ul MATES
ERCE

3) 5°C TS DREBMNE S 5, (0.2 ml PCR tube D 35 & I& TaKaRa PCR Thermal
Cycler zF)FHT 2 LEEICTTO T EDTES.)

4) O EE (12,000 rpm, 4°C. 1093) L. EEZEINT 5, InE=HmET >~
WET B,

EOICREZ EIFWVBRIE. XD 2. OREFAE=HH L <FEEL,
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2. EEHMHARDORERTE -
BEEER

Tml &Y% (1.5 mltube)
=0 (5,000 rpm, 4°C. 5%3)

R (E7a L)
v HEA 100 ul

BULEE (95°C. 543)

=0 (12,000 rpm, 4°C. 543)
EEEHREY > 7L E L TR
25 ul % PCR RIS~

¥ ZDFHECRBELBMEY > TIVEBWT PR Z{T o e L EICRIGHEEE
NBEITHNUE UTD[1]1H5W0NF[2] (Ffeld[1]1 & [2] DHEAEDE)
DFEEHLTLIREL,

(11 REZKCREET 210 (Bf7%5 L) %= PBS T2 ~ 3 ER4ET 5,
(PBS500 ul TH&E — &0~ EEER (A%, 2~3[EH¢YIERY)

[2]1 AR L FzEmE Y > 7LD 10 EHRR. 100 BFHEFRE (HFRISEEREKT
£ ZFRL. Z0D 25 ul & PR RISICAL 3,

KEBREERIE. TNTNEYGRETD NIV TREY Y TILD 55
HLEDZERVSD, Tfe. B> 7IVE— 20°CTREFFAIETH 5.

VIl. PCR RIGHGAR & RIGH

1. REGKRAS - RIS
ELUWEHHER A8 81 Negative control RISETT> TL TN,
1) 2 X One Shot PCR solution tube (CFA% L fe Bl > 7L %& 25 ulifmmd %,
(17 3 TRHE)
Negative control & L T, BERBEKEZ 25 ulMMAz&DE 1 ABET %,
(TVU7 1 TSR

) B&F1—TDF vy TZ2LoMWEBH. Y—ILF AT S5-Ity F LTPCR
RISZR1]Y %,

[PCRE&H] 94°C 2min.
l

94°C 30 sec.
55°C 1 min. |40 cycles
72°C 1 min.

¥ RISIEH 3B TIRT 95, RISBDT > TIVIE4°C, &feld— 20°CTRER]
BECH B,
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2. 7HO—-XFILOER

1) =B 72 X2ICESUKENA buffer Z AL, PrimeGel Agarose PCR-Sieve % 3%
(W) ITG2ES IR LGOS WINZ S,

2) BFLYIT2~39MATS, MUHLTELEBHL, 7HAO—RBRHE—
IR LTWAB T EERESRT %, W—ITAEIT 2ETNE - BEEERYIRY,

3) FIVIRD#Efe%E 9 B,

4) 7HO—=RXF VD 50 ~ 60°ClTB& e S5 IVRIC T AA—RBikAEXTE, Y
TIVEZIATRAAY FEERET B cHICTI—LEELIAI 309~ 1 B
FETHELT. TRICESHS,

(TFIVILTORA RELRDHDIES)
TIVERD 50 ~ 60°CICB e SRALEE 05 ug/mlcizd LI ICTF
IJOLTORA RIBABREMZ. H—ITED LD ITEPHITEE L&,
FIVIRITGEE, YU FIVEZIATZAOY M AEERT B HICI—L%E
ZLAFH, 309~ 1 BEZEERE L CRADICED S,

5 TIVHBNGWE S ISR LAENSKW Y E - LZRERS,

6) 7 ABR—RAY IVEXEREICE Y b L. TIVHFRD DD B E TERIKE) buffer %
XENFEICINZ %o

3. BRXE (TVUT 4 T=EhE)

1) ElAE+., —ZBEIAGVEDICERT S, (PR THEEBELAKBIZAICHEL
THY., — - +HITEEENS,)

2) PCR ISR THOBRIGHK 5 ul 12 1 ul d Loading buffer #MA TREEL. <
A 70Xy fERWTPKY EFIVOROY MSEAT 5, (@HORO Y
MZIEDNAR—H—HEBEHEFTAT 5.)

3) 50 ~ 150 V DEEZEEZEHF. bromophenol blue GEkENT 2EZH) Ha—LA
D5 3~4cm (LHEENT HF TERKENT 5,

4, PN\ FOESRE (TFIILTOIA FELRHDIESIE 3) DHFTRLY)
DFIVBRDZEBRED 1 ug/mOIFIILTOIA RAKBEKE & SYBR
Green | ;737 (B&KE) buffer T 10,000 BFBFERLIcED) #RAML, 7HAO0—X
TIVREBRA M LAICANTHL,
2) EKKILETIVE FLAITAN 20 ~ 30 DEET B,

VW FSVRAIVZZ—E—IT)IVELY FLTEERBREL*. DNAR—H—
EBS LEhYE. EBIEEMD/NY FOBEEY A XEHRT 5,
* :SYBR Green | ‘AR EFER T AHEIXERT 1 ILZ2—&EBLS,
BELOIE
IFIILTOXA R, SYBRGreen | i85 EIRSIBE. LU TNS DNA RE
BATRELETIVERSBEIR. HTFERKEEAL. BEER NGV LDIC
TEELREWL,

5. EALDEE
100 bp S5DMEICIFAF RN FHHEND T EDH ) EITH. IERFEMENEIC
LBEDEDTHEICIIERD Y A, BIET ST A2 bDY A X% IEHEICHE
B9 BTcdlic, PCR RISEDEBSUXENI BT GXBNERICZ B E TIT 2 CLIEEL,

2AZINAF (#%) http://www.takara-bio.co.jp/ 6 S5 — K RR108A



Vill. #E

B TIVRICTZBMBET 70O b B8R F (STpgene) BAMEET NI 123bp D
EIEEY U\ R) PMREINE T, 12 —FIL3O> cO—)bid. 689 bp DIEEENH

BHEINET,
B 7 IVRIGDIEERIE. Negative control RISEREEBS LEHLETHIELTLEEL,

[ Negative control ISDEBEKENER ]

A Z—F)b3a bO—)VEFEEEY
(689 bp) HEH TN,

A VZ—F)ba> b O—)VEBFIEEEY
(689 bp) HEEE NI,

STp B (L FHISRIEIEEY
(123 bp) ARHENGELY,

PCR RISHEEICHEE G o T, *1 [4])

AVEIx—vaveERIEY ELL
PCR RISHEA T, [3]

STp B {LFHISRIEIEEY
(123 bp) MEEEN T,

AVRIR—YaVERILTVEEE
AbNnB,*2[2]

AVRIR—VaVERILTVEEE
Zbh3,*2[1]

(YUY TIVRISDEXEER ]

A VA —F)ba> b O—)VEREREY
(689 bp) HEH TN,

A BZ—F)ba> b O—)VEREREY
(689 bp) HiEEE NSz,

STp SE L FHISRIBIEEY)
(123 bp) HREENIZLY,

PCR RISHDNEBICERmh o, *1 [4]

STp BEFIFERHRERUT CTH 5, (3]

STp B FHRIEIRE
(123 bp) AR ENT,

STp BEFRHETH S, *3 (2]

STp BIEFHEHETH S, *3 [1]

(11 ~[4] &, TROL—>ZTERIEEL,

* 1

ASHDEREAT PR RIGHERBITITHON TWEWHIREDNBVD TBRIGZIT .

¥ 2 AVEZIX—3VERILTWVWSEEZIOND, RIGKRASSHHIUERLE
WRERELDZATINTOY VTV TBERISZIT D,

* 3 : Negative control RIGDIERHIE LWMERHIBFSNIZIHEIC STp BT S HIE
Tha,
[1] (2] (3] [4] M
| | | | | | | | | |
689 bp —_— ] ] __
|
123bp —>> | we— — _

M : 100 bp DNA Ladder

% 100 bp SFOMBICIHFRN/NY FHEHONE T ELHY ETH. IHFRNBIREICED
HLDOBOTHIEICIIBERD Y FE A,
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IX. R :TVU7SFIcONT

® U7 RIGHENHERSTUT
Ty71 R | 1y5s BRER PCR RISHOAR, HEEITS.

/ / Y74 (S E 755 DNA [F—HE 5IAE ALY
e AL e .
(FY—AYF) (y—nv7) ||| Beamz | @ LV7 2 BRORRIVT

IREEORIRL D DNA BBRETT .,

MEILSCTREFyEXRY NEREBET 5,
IV7 2 BEOERRIVUT

@ ITU73:EEEDNAAERZRSTUT
o DIEBHDRIGERN\DEEE DNA DFINETT D,
ZeFrERY

® TU7 4 PCREWMZEEHRST Y
PCR B DIEREN = EABN T 55551F. TV
72 3EREBBRETIT O,

X. BEXH

1) Kig#k#. ZH 2 BNET. BBRA. 85 % MHZE. B, MHEEX:
PCRICKZMEMET > T O M+ > (ST) EEMAXBRORE. RFIEFHEE (1992)
66 FREFIET)S : 216.

2) Yamamoto, T., T. Gojobori, and T. Yokota Evolutionary origin of pathogenic

determinants in enterotoxigenic Escherichia coli and Vibrio cholerae O1.J Bacteriol.
(1987) 169:1352-1357.

3) Moseley, S. L., J. W. Hardy, M. |. Hug, P. Echerverria, and S. Falkow Isolation and nucleo-
tide sequence determination of a gene encoding a heat-stable enterotoxin of £sche-
richeia coli. Infect Immun. (1983) 39:1167-1174.

4) So, M. and B. J. McCarthy Nucleotide sequence of the bacterial transposon Tn1681
encoding a heat-Stable (ST) toxin and its identification in enterotoxigenic Escherichia
coli strains. Proc Nat/ Acad Sci USA. (1980) 77:4011-4015.

XI. BEHm

EXZRMABSE (STh gene) One Shot PCR Kit (845 31— K RR104A)
EXFEMAIRE (LT gene) One Shot PCRKit (& J— K RR109A)
TaKaRa PCR Thermal Cycler Dice® Touch (845 3— K TP350)
TaKaRa PCR Thermal Cycler Dice® Gradient (845 3— K TP600)
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* ARRERBDINS S URBDMBARETT, € b BMNOER, BREZHICIEER

LBEVES TEECREEL, el B eitm. REARFELTERALGEVTIEL
TV, REBERHEICKVRET ZMEICBEL T2 AT\ FTHAREE—VIDEEZ
BUWEEA,

* BATNAFDERZEET ICHROBR - #E. BiR - BEQLHORE. BARZD

SLEICERAT AT LIEBILEETNTVET,

c DAL VRICETZBRIIEHV I T AT ETELREW,

+ TaKaRa Ex Taq. Thermal Cycler Dice i&2 55 /\1 A#xz{=4tD. SYBR I Life Technologies

Corporation DEREIETY . £x Tag. PrimeGel &2 A5 /N\A A HASHDEETT,
ZOM, AHAZBICEHEIN TV IRHELBLUTERRLEEF. SHOBES. i
BREHE LEKREROBEIZTHY . INOEEFBEICRBLET,

HEAITOWLWT ORI GESEVEhE R
TI_HAIVGR—bF14Y
Tel 077-565-6999 Fax 077-565-6995
7794+ http://www.takara-bio.co.jp
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