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ARRBITTAES KUCBEBERAMKEE (EEC) OREERT Ch S invE BEinFa 11— N9 58585
ZZ—7wy &L, PCREATHEICH DIRICHEH ZIT D fz&HD One Shot PCRKit T,

PCREIE. T<HM=D DNA Z#EI & LT, BMDEG TR (22— v ~ DNA) OHaBigE &5
fliTY, DNADREME, T5A4AX—D7=Z—1)>F, DNA RUAS—LILKBBREREDI ATV
DoEBZTIREITATIVEL. TOYAV)VEZVIRT T ET. BEEOSBICZ—5 v FDNA &
100 FEICETBIBEE BT ENTEET,

ZK%DDT Et PCR Lu%gﬂnﬁﬁﬁ"\’(b‘ 0.2 ml PCR tube | L /:‘E_knfjf) U "7’/7}1/%//1\71113_%)7" H—
TPRERERIRT AT ENTEET, £l DNAKRYU AS—HEITREKD Tag & Y BIEHEDEN
TaKaRa Ex Taq® HS ZHRA L TH Y. LVERBETEREDRENAIREICEY F L, ¥5IT. RSMHE
EREICLZBREMHEEHSTOGDA >V EZ—F)ILaY FO—ILDNADEEFNTWVEY, TDA 32—
73> bO—)U DNA B3R DIBEEYE. invE BEFHRDOBIRENE A ADNKECEEZSZDT.
BRABICKDHEEZRREICITO T ENTEERT,

l. AE (48 E%. 50 ul RIGFH)

2 X One Shot PCR solution tube (FEEB®D 0.2 ml PCR tube) 25 ul x 48

[ 2 X One Shot PCR solution IcEBETNTWL3ED )
* Primer Set INV-1 & 2
(BHEEF) MRS K UBRERAMKBERRREF invE BnFE 8RS
HLET,
TFRARS L UBEGAMAKBERERRFDEDL T, jpaH BIEFIXT ./ LD
BZWMETSAZI FOVTNAICEETREVDODNTE Y. 1FEAEDTRH
BiKIE C DBIEFHBEMETY, invEBIZFIETIRAI REICHZBAMLE
EFDIS. BRI 2HBEaDHIEY, paH BILFBEKRD S B, #50%
DNinvE B FBEREWLNDNTUVET,

(181gH 1 X) 293 bp

A >Z—FJb3> O—)U DNA

(&gt 1 X) 691 bp

2=y MEETFEIEREGSES) 2B T S DNA F T, BREDCHEEZE
HELTVWET, INTORBRICEESESRTET. 2—7 v FHAFRE
HOBE. 4 >2—F)b3> bO—JU DNA DEHATETLNIE. PCR R
ISEEENRE S TRERAUTEHETER T &l Z2—7 Y b4V 22—
I3 bO—IUDNA D EESERRETH BFE. PCR RISHIEE ICHE
FED 2T ELPDOVET, LB, 2—7 v LD DNAEHLZWEE. Z
D=5y b DOBIEREHMEBEEN, £>2—F)VbO> FO—)L DNA D&%
HOATEGWTELBVET, TOHAE. 2—7 v MELRFOBRHHLEL
K BEENTHEY. BETHSEHETETT, EREELTVARHER
1%t A Positive Control Template SS (B& 01— K S038) AW IEE EE
CH o XDBIBEMDIONE T,

« TaKaRa Ex Taq HS

TaKaRa Ex Taq HS \&. #1 Taq ik & TaKaRa Ex Tag Z#BE LTIcH DT Ry

FAZ— PCRADEEERTYT ., SRICNEAT B X Tldin Tag D BRI
BEL. RUXAS—EEEEMNATWSD. YA VIVEIDZI A TS5 12
VIRTTAR—EAI—ICHERT HIFRFENBREHS I 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
DFHBDHFEELTLEEL,

. F+v FASCHEGERE, HaR
A+ v b EAVREBRETIE. E5ICRDESGHE, HBEHDRUETT,

(&%)

1. HEERK

2. 7HO-RFIL
PrimeGel™ Agarose PCR-Sieve (85— K 5810A)

3. EXUKENR buffer
Tris-Acetate-EDTA Buffer (TAE) 50x Powder, pH8.3 (B4& 31— K 79131)
% f=1& TBE (Tris-borate-EDTA) Powder (845 3— K T905)

4. DNAX—7H—
100 bp DNA Ladder (85 30— K 3407A/B)

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

30 mM EDTA) (4. ITEEE D DNA < —A—IZIEMITENT LN B,)

6. DNA F&EH|
SYBR® Green | Nucleic Acid Gel Stain (53— K 5760A/5761A)
FrlEIFIoLTOIAR

[ 128 ]
1. e—=hr7OvY O5CETREZ LEIFSNZED)
2. 1.5 ml F 21— THISEUARIR O
3. BRIV AU 55—
TaKaRa PCR Thermal Cycler Dice® Touch (85— K TP350)
TaKaRa PCR Thermal Cycler Dice Gradient (45 31— K TP600)
4. BRUKBIEE
Mupid-2plus (&&3— K M-2P)
Mupid-exU (8&3— K EXU-1)
5. BRKENT IVIRFERE (SYBR Green | ZEAT 2B EIEERD T 1 IV 2 —HRE
TY,)

[Zoft])
1. 1.5ml Fa2—7 %% 0.2 ml PCR tube
0.2 ml Hi-Tube Dome Cap (8&3— K NJ200) %% &
2. 200 ul & 20 I RA 4 OERY k
A4yOEXY fBFYS
4. 7HO—RTIVRER LA (SYBR Green | BT 2B8I1FR) O L VEIA
SEFAELTLLIEEWL,)

w
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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=7ZA4R—DBRXILT7—EDRAICK Y DEEENS & ERITERENEREE Ao
RREDTPERLINSEL XV LT —EHEAT BAIEMD S T DT, RIETHD
DEARZEIDTLIEL,

2. RISEORELSSBEET. XD 4DDIT)7ZREL. NENICRRET S &%
HELET X R TVT7RIFIIOVWTZEER), AV2Ix—Y 3 VEEDRA

EBRVETDT TUT7 AUSNTIZIBEEMDA 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. BfA%EERPCRICHITZIES
1) FL—F (SSEXEM* 4L) LOOIOZ—H5, BREFHFIA7OEXRY
NEFY T ETHEDOERE &Y. HEK 500 ul IKEET 5,
2) 95°CT 549, BWIEY 3,
3) BEOCEWEAERWCEE S ul ISHEFERIK 20 ul Z R L BdhH >
7IV%E PCR RISICAWN3,

2. BEEER IHSANT I5E
1) BEEERS ul & 1.5mltube (T, Ffzl& 2.5 ul % 0.2 ml PCR tube (T35,
2) HEKE 1.5 ml tube DIBAIE 195 ul. 02 ml tube DIBAIE 97.5 Ul ZINZ
TREY %,
3) 95°C. 5 FEMBIETY 3,
4) BOITKWIRERBRW T EE 25 ul B2 Y > 7L E LT PCR RIGICAWS,

ESRAETHABLBMET > TILEBWVT PR 2170t & EICRIGHEEN DD BHE.
ESIKFERLTPRRET Y TIVE LTBWTLEEL,

* 10 SSiEMh HKEE (H) 5&
* 2 BEIEERIE. TNTNEYGTRETD I )VISR>TREY Y TILD
SHEABMLIEDZERVS,
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VIl. PCR RIGHERE & RIGH

1. RIGKAS « RIS
FLWEHEREE DI Negative control RISEIT2TLREELY,

1) 2 X One Shot PCR solution tube [ZFEE L fz 2t > 7L %&E 25 uliimd %,
()7 3 TS=HE)
Negative control & L ¢, JREREAKE 25 ulMAfcED% 1 XABET %,
(V)7 1 TEHE)

2) BEF1—TDFvvTELODOVED. Y—<ILTFAI5—lcty FLTPCR
RIS%ZR]Y %.

[PCREMHF] 94°C 2min.
)
94°C 30 sec.
55°C 1min. | 40cycles

72°C 1 min.

¥ RISIEN3EETRT T2, RISBOT > TIVIE4°C. £fcld— 20°CTRE
FIRECH %,

2. 7HO—-X5FILOER

1) =ZA7ZX0ICEXKEIA buffer Z AL, PrimeGel Agarose PCR-Sieve % 3%
(W) IZ2 L5 IR LED SR> WINZ .

2) BFLYIT2~30MAT S, MYELTELLEBERL. 7H0—ARD
BB L TWB T L ZHERT 5, —IOARRT 5E TR B Z R VIR T,

3) TIVIRD#ERET B,

4) FAO—RTIVH 50 ~ 60°CITEHIES T IVIRICTZ AO0—XAREEE. T
TIWEFIATBAOY b AEERT Bflc O—LaxZELRAFH. 30 9~ 1B
EFRCHELT. RAOIKEDS,

(IFVD L7041 FERDDHE ]

TIVERD 50 ~ 60°CITBD e SHRALBRE 05 ug/mlIBZE2LSICTFY
TLTORA RAEREMA. H—IcE2 L5 IRBenicBRLE 7
IWRICGEE, YU 7IVEZEATRAOY P EERT B edIicI—LEZEL
AF 3093 ~ 1 FEERNE L TRADICED S,

5 FIVHBBENIEWESITEELELS > W EO—LERERS,

6) 7AO—R7TIVEXEEICEY b L. TILHRDED S E TEXKE buffer
EXENMEICINZ .

. BRkE (TVU7 4 TEHE)

1) BlZ+. —ZEEALTVLDITERT 5, (PCR THEELIZEITEICTEE
LTHEY., — = +HTEkFENS.)

2) PRRIGKRTHEDERISHKS ulic 1 ul ® Loading buffer #A1 X TEA L.
T4 70OERY FERAVWT Y EFILOZAOY MTEAT D, (MHDR
Hw MMIIEDNAR—H—%ZBEHETAT S,)

3) 50~ 150V DEEZBEAHIF. bromophenol blue GEL kB9 BE%H) HAO—
LD5 3~4m ICHENTHE TESAENT S,
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4, FEI\NYFORSE (TFIYLT70OI1 FEEHDIEEIE3) DHTRL)
D ZIVDFTDREZED 1 ug/m DIFIILTORA RKAK. Ffald SYBR
Green | 787 (TBE buffer F fzid Bk Eh buffer T 10,000 EHIR L2 D) &
FEL, 7HO—RXTIVEREBR ML AICANTEL,
2) BBEREILRYILE L AICAN 20 ~ 30 NERET 5,
3) WEFSYRAMIWZIZ—=E—ITHIVEEY FLTEERBEL* DNAR—H—
LS LEDE. BEEND/NY FROEELY A XEHERT 5,

* ! SYBR Green | ‘BREERT 255E. ER7IVLZ—&EBAWLS,

BELDIEE
1. TFY7L70AA K, SYBR Green ' B&RZMSHBE. HXU NS DNA
REHTRELLTIVERYVRSISER. 8T FREZEAL. BERDL A
NEVESICTEFRCEL,

2. 100 bp SFDOMEICIFRFRN/N\NY FHHSNE T EDD I ETH. IFRFEN
BIEICK D EDEDTHEICIIBERS Y EEA, BIEBT ST AV FOYA
RA7%ZEFEICHERR T B feshlc. PCR RISHEDEBSRUKENSE 5 X ENEERE I
BETIT2TCLEEL,
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Vill. #%E

Y2 TIVRICTRRE S S UBREBANKBEREELT CH5 invE BLFHEFET NI,
293 bp DIBIEEY) N F) BMEHEINE T, 1 >2—F)ba>r baO—Jbid. 691 bp D
BIREMODREHINET,

B 7 IVRIGDIERIZ. Negative control RISEREEBS LEHETHIELTLEEL,

[ Negative control ISDEBEKENER ]

A >R —F)ba ~O—/VEREEEN
(691 bp) HEH TN,

A Z—F)ba b O—VAFIEEEY
(691 bp) HEHEE NI,

invE JBEFHRRIBIREL)
(293 bp) AEHENELY,

PCR RIGHERICEEEH o, *1 [4]

AVRIx—varveERCES, EL
< PCR RISHHEATE, (3]

invE =T HRIEREY
(293 bp) HEHENT=,

AVEIR—Y3aVERILTVWSE
EZ5N5,*2(2]

AVEIx—arvazRILTVWSE
EZ5N5,*2[1]

[T IVRS

BXUXEHER |

A > Z—F)ba ~O—/VEREREN
(691 bp) HEH TN,

A Z—F)ba b O— VRFEEEY
(691 bp) HEE TN,

invE JBEFHRRIBIREL
(293 bp) HERHENELY,

PCR RIGHERICEEEH o, *1 [4]

invE BInFIFRERAUT TH S, (3]

invE JBEFHRRIBIREL)
(293 bp) HiEHENT,

invE BIEFRRIETH B, *3 (2]

invE BIEFRRETH S, *3 (1]

(11 ~[4] 3. TROL—>ZTERIEEL,

* 1 AISHDERT PCR RISHIEBITITON TW WAL BV D TBRIGETTD.

¥ 2 AVAIZ—avERBILTWAREEZSND, RIGRARBFAHSIOFERLE
HEBRERELIED A TINTOY Y IV TBERGEZTT D,

* 3 1 Negative control RIGDFERDIE LWERDESNIIZEIC invE BnFREEEHIE

Tha,
(1] (2] (3] (4] M
[ ] ] ] [ ]
691 bp —> — — p—
I
293 bp —> — - —

M : 100 bp DNA Ladder

%100 bp S5DMUEICIFRFEN/N\Y FHAKSNE I ENH Y EITH. FHFRNIBIEICLS
HEDBEDTHIEICIIBERD Y £ Ao
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IX. #R:

IV7HFIONT

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

/ / Y74 (S E 755 DNA [F—HE 5IAE ALY
e AL e .
(FU—RYF) (u—nF) ||| Bekaz | @ LU7 2 ERORBRIUT

FREDERL P DNA BREST S,

IV7 2 BEOERRIVUT

BEIGECTReF v EX Y M ERET 5.

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

® TU7 4 PCREWMZEEHRST Y

PCR B DIEREN = EABN T 55551F. TV
710 20 3 LIFRBBRETIT S,

X. BEXH

XI. BEHS

Watanabe, H., Arakawa, E., Ito, K., Kato, J., and Nakamura, A. Genetic analysis of an invasion
region by use of a Tn3-lac transposon and identification of a second positive regulator
gene, invE, for cell invasion of Shigella sonnei : Significant homology of invE with parB of
plasmid PI.J Bacteriol. (1990) 172:619-629.

TaKaRa PCR Thermal Cycler Dice® Touch (845 3— K TP350)

TaKaRa PCR Thermal Cycler Dice® Gradient (845 31— K TP600)

0.2 ml Hi-Tube Dome Cap (8& 31— K NJ200)

PrimeGel™ Agarose PCR-Sieve (85— F 5810A)

Tris-Acetate-EDTA Buffer (TAE) 50x Powder, pH8.3 (B 1— K T9131)
TBE (Tris-borate-EDTA) powder (85 31— K T905)

100 bp DNA Ladder (&g 3— K 3407A/B)

SYBR® Green | Nucleic Acid Gel Stain (85 3— K 5760A/5761A)
Mupid-2plus (8&3— K M-2P)

Mupid-exU (8&3— K EXU-1)

BAZINAF (
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* ARREFRBDINS S URBDMBAIETT, € 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 DEREIE T, £x Tag. PrimeGel (&2 A /N\A ARRSHDEIETTY,
ZOfh, AHASICEHIN TV ERHLELUBERLEEE. SHOBS. £ds
FEHE LUEREROBIZTH Y. INSIEFBFREZIRBLET,

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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