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HILVERXRSIRBRFICTLELCHHE L. BEFTTIT 2,500 L EOMBERARETNTVET, ERHSRE
BELRBTEEREOVEDOTHY .. BRPEINGEEDEEMARREREE>TVET,
H)LE XS MER Gallinarum IEREGRFEFHEICBWVCEEGRBICIEE TN TVAUGARYR
BF 7 RAOREE CTHA T D5, Gallinarum I K BEROBEELE TR, D DIEREICHETBHAT ) —
ZUORBREFEOHREENERINTOE T, KIBEROHEITIZR 2 BEREL LTOE LA
ARGOFEBRICELY ., PDEEENIYIVER S D Gallinarum THEHEDLE 1 BTHET BT D8
sV ELR,

ARRZIE. YIVERXSHREFITIEGFOOEDTCHIEAMAFEEEBTF (A BEF) &

Gallinarum NMFERMICRE T % 3 ERFERET B LK > T YIVEXZMER Gallinarum % &

EREE LE T, 2XPCRMix (Red) &, PCR ICAEER T/ R—=% > b (Hot Start FH PCREEER. /\v 77—,

dNTP Mixture %) (. BSKBIC@ERNGBE—H— (GRd) - LERESHE T, Primer Mix B & T

YT IV ERNT BT TRIETE RIGREBEEBRAINHT HTENTED O BIEHDBETT,

%c‘?'ukt:d‘éfc WELTIE. ETHERFEEAN B¥ - BREERITEEIIEE ENEEMIEFRO SR
EWNefiEE LT

. AE 25 ul RiGFk. 50 EA)

1. 2 X PCR Mix (Red)*1 (2 X conc.) 625 ul
2. SG Primer Mix 250 ul
3. dH20 500 ul
4, SG Positive Control DNA*2 50 ul

* 1. BEE. KIS Buffer. dANTP Mixture & UBEY—H— (FE) 255 2 EEE
D PCR RIGEHZE T,
—20°CTRAFE LEVRIRTT D, REFHFICE>TRFETZHE8HHY
¥9. Z0HRALMHEEICHEIZSY THA. GBRIEME. AEV4UVLTT
fERLIEEL,

* 2 PCRAEEICITONTWVWAHERESRT 578D Positive Control DNA TY,
SG Positive Control DNA HRDIEEEYIE. o> FIVEROEIREY &1 X
DREHZZDT, F— A bO—)bicH > 7RV 42Z LTHRRITS T
EDTEET,

. RE —20°C
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. v FUMHCHELGHE, H#ES (FEH0)
AF v b EAVHBICE. ESICRDEDGHE. HBHUETT,

(%]

1. HERRIK

2. ERUKEBRA7 AE—X
PrimeGel™ Agarose PCR-Sieve (85— K 5810A)

3. ESUKENA Buffer
Tris-Acetate-EDTA Buffer (TAE) 50x Powder, pH8.3 (B4FZ 33— K 79131)
% fzld TBE (Tris-borate-EDTA) powder (8% 31— K T905)

4. DNAR—H—
100 bp DNA Ladder (& 1— F 3407A/B)

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

cyanol, 30 mM EDTA) (4. |CE2&ED DNA R —A—ITIiFRMI TN TN D,)

6. DNA ZfH)
SYBR® Green | Nucleic Acid Gel Stain (845 3— K 5760A/5761A)
FlEIFyvL7aAR

[ 125 ]
1. E—hr70Ov Y 5CETRERX LIFENZEHD)
2. 1.5ml F 21— T RIGEUSENR D
3. —IVGFAU5—
TaKaRa PCR Thermal Cycler Dice® Touch (85 3— K TP350)
TaKaRa PCR Thermal Cycler Dice Gradient (&& 31— F TP600)
4, BRUKBIEEE
Mupid-2plus (& 31— K M-2P)
Mupid-exU (8&3— K EXU-1)
5. BRUKENT ViR FAZEE (SYBR Green | R T 2IH8IEERD T 1 )L 2 —DHW
ETY.)

[Zofth]
1. 02mIPCRFa—7
0.2 ml Hi-Tube Dome Cap (8& 31— K NJ200) %% &
2. 200 pl. 20 ul. 10 Ul &AL OERY k
3. 470Xy CBEF VT (BKET 1 IVZ—11)

IV. ERICELT

c AFy MIBLFRETH B, REESNIHELRE L. FEDOHZRHETRE
TBHEDTEBHYERBA. Floo FRet LT Primer DEFIRISEGFOERELRIE 15
ABELCTEERICIE. RETERWEELH Y T, REBRAEICK Y RET SEREIC
BLT. 2h5\1FHASHIET—VDEEFZEVEFA.)

* HEDHEICITEGFRANLITI TG, BERELGEOBROHAD L, THL
_SL\O
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V. #{ELOEE
1L Y= A Y5 —DOERVGEREBOEIRGEAE IR > T IEEL,

2. A= TIAR—DBRILT7—EDRAICKY EEND & ERGREDTEE LA,
EREDTFPERNSEX T L7 —EHEAT HEREMED DD £ DT, BIEITHO
DABZEIDTLEEL,

3. RIGERDFAHDSREE T, RD4DDT) 7 ZFRE L. MENICRRET ST L ZH#
RLET VILHER : TVT7RHFITOVTESR), AVZ2Ix—YayREDRERLE
BYVETDT, TUT 4N TIIBIRENDA S fcF 21— 7 DRERAIFEHT T EELN,

OITU71:PRRISGKRDFHE. 73EZTVET,

O I VU7 2: BADFAS (DNA #EE) 2170 E T,

O T VU7 3: PCRRIEENEEE DNA DRMNZTVE T,
OITU7 4: BEXKEIET PCRIBIBEM DB ZITVE T,

VI. &k

1. ¥ 7IVORE%
EEDS DNA H > 7V AT 5,
2. RISBROARE RISH®
RIGEZRET %,
\J
RSHEE RSF 1 —7197E L. Negative control. Ffzldigixt > )b, Tk
Positive control &N %,
)
RISF21—THHS—IVFAIZ—Icty b LRIGERBET %,
\J
RIS#&T
)
3. 7AHA—RTIVESIKE
)
HI%E
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VI-1. %2 7IVOREF (T 7 2 TREE)
(1) 7IVh ) B Y > 7L RRT 3158

1) RET 1TmmBEOEAIO=—% 50 ul ® 25 mM NaOH #KARICEHE T 5.

2) 95°CT 5 DHEBIET B,

3) 4 ul® 1 MTris-HCl (pH7.0 ~ 8.0) ZH1Z CTHHT B,

4) 12,000 rpm TS5 2fEEO L. EEZEINT %, cNEZM\HY > FILELTT ul
% PCR RISICAW %,

(2) DNA B8+ v P ERAVSIEE
BEEERD S DNA ZHET ZI3551E. NucleoSpin Tissue (B — K 740952.10/.50
/250) ZFAWLT DNA ZFBS L. PCRICERT 5. GH. EEH S DNA ZRMT 5551,
NucleoSpin Soil (85 3— K 740780.10/.50/.250) OfERAH#EEET 5,

VI-2. RIGHRAEE RIS
FLUWMEHIERE 8D sl Negative control Rt & Positive control Ri%E —#1c172C
&L,

1) TFRICTIT KRR (RRZ—Z v R) ZRERE (U 7 IVE+ Negative control
+ Positive control) + a 93, K ETHRET S, (T U771 TREME)

<1 RiSHY >

EES Gk
2 X PCR Mix (Red) 12.5 ul
SG Primer Mix 5.0 ul
dH20 6.5 ul
Total 24.0 ul

2) KEICTERRAZ—Z v I A% 24 ul 9D PCRAF 1 —TIToxk. BINE
59D, ZDOAD 1 &lE Negative control & LT, HEFREEKE 1 ulMZLoh
YE&EXTeERT B,

3) BTV (A oFm (T 77 3 TEHE)
Negative control INDEF 1 —TI. ThENS > F)b%E 1 ulFHml. Lobh
W& Xfexm9 B, Positive control & LT SG Positive Control DNA % 1 ul Zxmn L7z
LD/ B,

4) HY—IVTFA17Z—lcty b L. UTDERHET PR RISZEIT D,

94°C 2 min.

98°C 10 sec.
60°C 15sec. |30cycles
68°C 30 sec.

* RIGIEH 1B 15 D TRT T %,
RIS#EDY > T)UiE 4°C Field— 20°CTRFATBE,

2AZINAF (#%) http://www.takara-bio.co.jp/ 5 S O— K R234A



VI-3. BRIKENCK B RIGHESE (TY) 77 4 TREE)

() 7HE—=XTILO/ES

1) ZA7 > XATICESRKEIA Buffer s AN, EKAER7A0—RX% 3% (w/v) I
BAESIEBHLEDSSP YA S,

2) EFLYIT2~39mMBT3, MYHLTKCEHRL, 7HO-ABRHE—
IR LTWA T EERERT %, W—ITAET DETNE - BEEERYIRY,

3) FILVIROE wE T B,

4) 7HO—=XAFILD 50 ~60°CITESSTFIVRICT7Z AO0—ABAREZE. Y7
IWEZATZA0Y M EERT i O—LEE LA 309~ 1 BEE=ET
WELTYILERES S,

[TFI0 L7031 RERODEE ]

TIVARDY 50 ~ 60°CITSH S BIGEE 0.5 ug/mlZBZARDICIFIILA
JOA FABREMA. H—IEB LS PhITEBRELEE. TIVRITE
EHUTIWEZIATBOOROY FEERT B HICTI—LEE LIAFA
30 0~ 1 BREZEERE L T ILERDICES B,

5 FIWHABNEWLSIGEELEASY - Y EO—LEKRERS,

6) 7HO—RATIVEXFEICEY b L. TIVHAFTER DO B F CESKENHE Buffer %=
TKENFEICINZ B,

(2) BXUKED
1) ElE+. —ZBEIGEVEDITHERT %, (PCR TEIIE L KERIZEICHELT
BY. ——+HITEKBITNS,)
2) PRSI THDBRIGKS ul %, A 70EXY FERWVWTH Y EFILD
AOv MTEAT S, ([@HORXAY MIE DNAR—A—ZBEHEFAT 5.)
3) 50 ~ 150V DEEEEHIF. DNA < —7H—D Bromophenol Blue GE< k&9
BR) NA—LH5 3~4wm ILBEIT DX TERXET 5,

(3) P\ FOMR (TFIVILTORA RERHDIEEIE 3) ODHFTEW)

N FILHARPEEZED 1 ug/mDIFITLTARA RKAER., %k SYBR
Green | 3587% (BEX7KEIA Buffer T 10,000 Z&ER L) #HEHL, 7HO—X
FIVRBRA L AICANTHE <.

2) BRAELLETIVE M LAICAN 20 ~ 30 DERET 5,

3) W S VRAMIER—2—IITIVEEY FLTEEARTBEL*. DNAR—H—&
BS Labht. EBIEEMD/INY ROGEE YA XAEHERET 5,

* :SYBRGreen | ZER T 3HRIEERT 1 IL2—%2BW\5,

BIELDIEE
IFIULTAIA KR, SYBR Green | BRZEIRSHBE. HXU TIN5 DNA REH
TRELIT IV ZRSBEIE. KT FRZEA L. BERIMMENEZVKSICTE
BLEEW,
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Vil. #IE

B 7 bsicimiER Gallinarum BMEETNUE. SIVEX TR invA B FRROEIEENS LU
Mm3ER Gallinarum FSRDIBIEEYD 3 A, G5t 4 KOEEENHIEHINE T,

RISHERIZ. Positive control &I5d & U Negative control RISDEREBS LEHDETHELT
{IEEW,

PCR RIGIC K HIBEEYDAREEIE. LUFDEY TY,

Y AIVDEIEY A X Positive control MI&MEH 1 X
HILEXRTE (invA EIEF) 605 bp 500 bp
&7 Gallinarum 97 bp. 206 bp. 301 bp 77 bp. 156 bp. 251 bp
M1 2 3 4546 7 8 NM M : 100 bp DNA Ladder
1 S. Typhimurium B3> 7L
2 : S. Choleraesuis B3R > 7L
3 : S Dublin B3RS > 7L
4 : S, Enteritidis BB3RH > 7L
5 : S, Gallinarum B3> 7L
500 bp 6 . S. Hadar B3R > )L
300 bp 7 . S. Infantis B3RS > U
200 bp 8 : Positive control

100 bp (SG Positive Control DNA)
N : Negative control GHEFEELK)

3% Agarose

® Negative control RIGICHEWNT. BIREMHESNGNT EZHERL T LT,
BIBEMNBFONSHBEIE. AVEZIX—2YaVAEIASNEITDT. RISRZRFH LT
V7 EIOERLIEBRERELIEDAT. INTOY Y TIVTBERIGZEITO TLZEL,

® Positive control RISICH W T ZUY 1 XDEBIBEMHNESNZ T EEBERLTLRETL,
ELWH A XDBEENHNFESNEVEE. @ASHDERT PR RICHEE GO T &EH
EZONE T, BERIGETO>TLIETL,

® Negative control K. Positive control RIGTIEE LWMERAE SN, B FIVDRSITHEL
TEHEY A XDBIREY 4 ADESNEWNGEIE B BERFLUT) THHEHELET,
[FEE]
AEBITIEFA 2=V FO—ILAEENTE Y A, ZTDTDH. BREDERHES
nfc GERDNY FHAVTNERSNGEW) FBEIC. ZNHT Y 7LD PCRIEEMEDRE
ICKDDD (EEMN). ENELFERFBLEVT EEEKTIONBESHTHY A, &
W EHEE NGBS, BdhE > 70T ST Positive Control DNA & 1 ul INZA TRISETTUN.
Positive Control DNA ESRODIBIEEMHA B ONS Z & ZAHER L TLEEW, BIY A XDIBIE
EMHEoNEWGEIE. Y TIVICPRIABEMENEENTVWA T ENEZISNE T, %
DiFE. BT IVOBRMESLUBRSESESHLET,
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Vill. @R :

IV73FIONT

® U7 RIGHENHERSTUT
Ty7 1 BB | 153 BHEK PCR RISHOAR, HEEITS.

/ / IUT4 (S E 755 DNA [F—HE 5IAE ALY
e AL e .
(FU—RYF) (u—nF) ||| Bekaz | @ LU7 2 ERORBRIUT

FREDERL P DNA BREST S,

IVY72 BEDEBRIUT

BEIGECTReF v EX Y M ERET 5.

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

® TU7 4 PCREWMZEEHRST

PCR 2 DIBREZBSKENT 5551 TV
710 20 3 LIFRBBRETIT S,

IX. &EXE

X. BOER

Akiba, M., et al. Rapid identification of Salmonella enterica serovars, Typhimurium,
Choleraesuis, Infantis, Hadar, Enteritidis, Dublin and Gallinarum, by multiplex PCR.
Journal of Microbiological Methods. (2011) 85: 9-15.

Salmonella serovar Typhimurium Identification Kit (53— K R230A)
Salmonella serovar Choleraesuis Identification Kit (8& 31— K R231A)
Salmonella serovar Enteritidis Identification Kit (53— K R232A)
Salmonella serovar Dublin Identification Kit (84— K R233A)
Salmonella serovar Infantis Identification Kit (845 31— F R235A)
Salmonella serovar Hadar Identification Kit (845 1— K R236A)
NucleoSpin Tissue (53— F 740952.10/.50/.250)

NucleoSpin Soil (85— K 740780.10/.50/.250)

100 bp DNA Ladder (85 3— K 3407A/B)

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

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

SYBR® Green | Nucleic Acid Gel Stain (53— K 5760A/5761A)
Mupid -exU (8&3— F EXU-1)

Mupid -2plus (& 3— K M-2P)

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

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

TaKaRa PCR Thermal Cycler Dice® Gradient (845 31— K TP600)
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© AEMIIARAEETYT, b BINOER. BRSEHICIEERLEVK S TEEL

EW, oo B bitR. RERRFLLTEALGVLTIREL., RERBRAE
ICKWRETBHBICELTE2H SN T HARHE—VDEEFEZEVE LA,

* BATNAFDEREETICHROBR - #E. BiR - BEQOHORE. BARGZD

BLHEICFERAT AT LR ELEENTVET,

c DAL VRICEIBBERIIEHV I T AT ETELILEL,

+ Thermal Cycler Dice (&% 775 /\1 A =D, SYBR I Life Technologies Corporation

DEFEEIZCT I, PrimeGel F 2 HZN\A A HAIHDEIRTT, TDM. FFHAZF(IC
RHEINTVERHEB LUBREELEE. BHOBES. FRBBEHFEHE L UIKRE
BOBRECHY . INSREFABEICRBLET,

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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