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HIPIR2SRAEIREE (Bovine Respiratory Disease Complex: BRDC) &, #4771 IV A L HIEDE SRR
ICK>TIERTETNBEETY,

ARG, HARHETO—TERBWY 7IVZA LPCRZEICKY. BROCOFELZRERME TH S
INZAY LSRBED S 5. Mannheimia haemolytica (Mh). Pasteurella multocida (Pm). Histophilus
somni (Hs) OE&BEEICHENZBERYZRET5HDFY b T, T A2 —F/)ba> bO—
JV(IC) & LTH RPPHI EfF&IVF T L w7 X PCR CHEFHIRE LE T,

X AERIE. BMKEEAEAMREE (R GRENENREREOODTENLF21 5 M) —H o
IV AMEHEREEE] OO BHREMRLTOY =7 MAZE REANOIER] - ZEIMR R OHAE
SEREBEERLETOANIVAHETOY 7 M ITH EIMRFEREARE - BREERNRE
PRIEHAE M@ ERRZRARPI E DHEARDRRNERBEINTVE T,

(FR]
- SRR EREREICELS TELGHE 3BOEGFAZ. JIVF Ly ¥ A TERKICEER

BETY,

cAYE—=FIbar ba—)b (10 & LTRIEY > 7IVEROS RPPHT EInF = ERFICRR T
TBHTLET. BEY Y TIVOREP PRIEEDEEARR T AT ENTEXT,

cHEBRATTEEREFFOBESHMEHEL RS L. BIBEZITO 21 TREDE ZHHHE
DRIRETY, B LB EFER TSI LETEET,

« U7 )V2A s PCR DFFEREIEA 50 9T, FRIERDMEOSNE T,

+ Uracil-N-glycosylase (UNG) ZB L THY. PCREYDF v ) —F —/\—Ic K BBHEE

PFLETEE T,
[REWNFREEFETO—T1EH ]

RHETRIELEF 70— TJiZ
Mh BI=F FAM / Dark Quencher
Pm BzF HEX / Dark Quencher
Hs BnF Cyanine5 / Dark Quencher

44/ [\ DNA

RPPH1 BZF (I0) ROX / Dark Quencher
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. AE (50 E)

O Probe qPCR Mix (BRDC-B) *1 2X 625 ul
© Primer/Probe Mix (BRDC-B)*2 10X 125 ul
OH0 1ml
@ Positive Control DNA (BRDC-B) 30 ul

* 1! RIGICHER ANTP Mixture, Mg?t, BEEERASHE T,
* 2 EMITEELTLETL,

. ®7E —20°C

. FEREUMAEGHE. BE. #E (TEL0)

[ BEZ S ]
+ Solution B (8& 31— F 9820)
@ solution B 400 ul

% THARD DNA hiHE{ S E Z A L CGRAR LICRRREZ AT 5 LEFETT,

(28]
+ 200 ply 20 by 10 I B 70X Y K
s RA7AEXNY FEF YT EKET 1)L Z—1)

(125 )
« U7IV2 A LPCREE
- Thermal Cycler Dice® Real Time System IV with PC (&5 3— K TP1010)
- CFX96 Real-Time PCR Detection System (Bio-Rad %)
- LightCycler 96 System (Roche Diagnostics %1)
- Applied Biosystems 7500 Fast Real-Time PCR System (Thermo Fisher Scientific #1)
- QuantStudio 5 Real-Time PCR System (Thermo Fisher Scientific #f) %

CER] ABRIEULTDOU 7 IV 2 A L PCREBICIEHIGLTE Y €A,
Thermal Cycler Dice Real Time System Ill (B& 33— F TP950/TP970/TP980/TP990)
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IV. ERICELT
AR EFERTREOFEEIETY, FHRIICBTERHF LT,

1.
2.

3.

EREN @ AERIIARBHETT,

RIEFESR ¢ Primer 8K U Probe BeFIRITEGFDOERPIIE MEADE CBRITIE.
RETEGWVGEELHIET,
(REBRYEICIVRETSHEICELT. 2ATN\MFHARHEIE—
tInEEZEaNEEA.)

BEE AEHIBRAMZBTHHDE LT BERDEREREITH > THEREL TS
EV, EREFIZEICFRICRS. SR EIIREICAVHREFIES
ERKUREZZ BT 121°CT 20 DU EMNEVARE IR, & foldREER
BT U LR CTUEZT oo b, BHERORBRRMURERENET =177V
WO TREBLTLLEV HEEZREET HHRIEZEDKTRLTLILEL,
TI2AF v EDOHERRGOSUICEREIL. EBEYMOWES KUERIC
B BERICE>TRELTLIREL,

V. #BFLoEE

1.

N

(9]

(@)}

7.

Probe gPCR Mix (BRDC-B) Z Y BIFICIE. ;I THEVK S ITIRYPHICERELER L.
AEZG—ICLTHSFEALTLEETL, ARDPRLITEMENTOEWNEE, +459
BRIGENBOSNGEZLLEVET, RILT V7 RITKBZEEETHEVWTZEL,
HH. RERPITLERZECTBEICE. BCFTROINERICLIES CBUL .
EABMNT AT ETCREITABLET., SATH—ITRELTHSTERALIEEL,

Probe gPCR Mix (BRDC-B) UANDREE (. BHEBEICGEEL. BCREVA UL
TH S ERLCIEEL,
Primer/Probe Mix (BRDC-B) |&. HIHEZEDLIb A BT BT HBESICBE L TLIETL,

AEDDIZ1TDEER BTHLWT « AR—FTIVF v TZBV. BETV TV
MDAV ZIx—2 3 0&ERIELTIEEL,

BRETVTIVPT AR —DRBEDERER (X7 L7 —1€) DRAICIVDBIND
L. ERGREDNTEE A, RREDTPERNSEX Y L7 —EHEAT SE]8E
MHHVETDT, fFEEBRTLILT A AR—TFITNVDFRELUIRAIVERG L,
BEICIIHODERZIL D TLREL,

. RISBRDFED SEEY > TIVDHRME T, RO3DDT) 7 ZRE L. WENICHE

BISCLEHELET (X MR TV T7RIFICOVWTZEER), LT 7IcEn
TH, BBEYMDASeF 21— 7 DRRAIFEHT T EEL,

OITVU7 1 RIGEDIAR. DF=TVNET,
OITV72: BAEY YT ILORAMEITNET,
OITV7 3 RIGBRNRIET > TIVDFMETTVE T,

AEBISIBERISEREZE ) 7 IVZ A LTI O Teéd. RIS TROEREYZ BXUX
R ETRINT 2RBIZHY) A, RREADKEDIAVZIX— 3 VREDR
HEBZWETDT, BREMZF 21— THSMIUHET T LIEERDHIEEL,

D71V R A L PCREBDOEIRWNIE. TNETNDOREDEUREHAE I > TLIEEL,
FRATY 7 U 1 7 DWIEMRE G EHNBTITHEWEE. RHUEDREICEYET, U7
JVZ A L\ PCREZEBDEURERAAZE ICHEL BEICIS C TR/ S X —2 —DREZ R
LTLrEEL,
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VI. &€
1. RSV 7IVORE (T) 7 2 TR
1 4BEAVITZEBNEEARPTHREL. FREXTVTRERZHNT 5.

2) FRFEXTTHERE @ Solution BZUTDRETRET 5, EXv T4 VI &l
BYEVITRE LR B{AEVYREU VT B,

[ RISPDEER] fFRE

FBERTTRER 16 ul
© Solution B 4 ul
Total 20 ul

3) U7 IbAA LPCREBERIEY—IVTA IS —ICTUTORINEEITS,
95°C 5% (= 4~10°C*")
* 1 BTALERRRIE. WP IV E A L PCRRIGEICHRIML, RISZRIBELT
TV, ALEBEROBARE —BHRET 255813, KEFkZ 4°CTREL
TLIEEL,
4) RIAMIBHBOBKRDS> B, 2 ul &= 7)IV2 A L PCROSFEE LTHERT %,

X TR DNA RS %R L CGRR LIERRERZERT 2T L E AT,

2AZINA F AR 5 Sm3— FRC241A



2. V7IVZ A L PCR RIGHEDAR & RIGHS

[O> bO—IVEISICDWVNT]
ERO¥EZELLITOIS. AT bA—ILRIGEIT>TLIEETL, ZNEFh, U
TOBKRE) 7IVEZA L PCRRIGOFHR L LTHRIMLETD,

Iy hO—)b
s ABBOOH0 % Maa>r ta—ibl ELTEBRLET,

o> fOo—Ju
< ARBZD @Positive Control DNA (BRDC-B) #IBga > bO—)bi& LTEARLET,

1) UTFDORSEEFERY 5, (L) 7 1 TRHE)
MEBAB+ aDORIGKEREFTEDTHABE L. U7 IVERALPCREAF1—TF ks
L—RMZ23 ul o939 %, BRI RET > 7IVE+ 2RI Oo—Jb.
DY hO—)b) ERET S,

(1 RIGHDRIGHE ]

B S fERE
O Probe qPCR Mix (BRDC-B) 12.5 ul
Q© Primer/Probe Mix (BRDC-B) 25 ul
OH0 8.0 ul
Total 23.0 ul

2) BEG TV D> ba—Lb LT TBREDIY bO—IL] OWgThbda 2 ul ik
Mg %, (L7 3 TEM)

BT 7 D VB DA R E oIS fB R
M ro—/b : OH0
B> fO—)b : @ Positive Control DNA (BRDC-B)

¥ RIGROAEE LUOHEDORINEER TEEAIRE TI D HFRRIMRITRDPH
ICRISZRIm L TLIREL,

3) UTDERHTRISZEREY %,

< Hold >
(25°C 10 4%) *2
95°C 30
<PCR:45H41 %7 )L>
95°C 5%
60°C 30 % (HE¥LRH : FAM/ROX/HEX/Cy5)

* 2 PCREMICEZ VR IX—Y 3 VHEONSHBEICIE. 25C1059) DX
Ty TERELTLIREL, UNG DIERICEKY PCREMDDEENE T,

% Thermal Cycler Dice Real Time System IV Tl&. Speed |& Fast Z3&R L. f#4rg
BIRCIEREMIER OFF ICLTL TV, ERIEBEDREZE A AL, Bt
DT 7Y A bETSBREREEY (https://catalog.takara-bio.co.jp)

% Thermo Fisher Scientific #t DB A FH T B35 1E. Passive Reference & None
[TERE LT EE L, E /e Run mode/Ramp speed % Fast [CERE L TL &L,
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Vil. $IE

BHEIY FO—ILELUEMEDIY FO—ILAE LS KISLTWS T E &R L. HEITS
CEEMBIcBEZRE LIt LT, AERROHEEIT>TLIEEL,

(RENSELF EHARET 1)L 2—]

BRENSRIBILF YR T 1)L 72—
Mh EEF FAM
Pm EEF HEX
Hs E1=F Cy5
RPPH1 &fm=F (IC) ROX
(3> FA—IVRISDELWER]
Mh Pm Hs IC
B> hO—)b + + + +
EIY ~O—)b - - - —

- BT POV TERENRE LU ICHREETNEVREIR. ASHDRAT

PCR RIGPIRHEAERICITONTLEL, BRIGZIT D,

- RBMEOY POV TERENRBE LT ICHBEEINEZEIE. AV 2Ix—23 Y

DEVHDH B, RISEDFRIGFAPEREBERR LIS A TBREZEIT S,

CAENRDHIE ]

RRHII R IC HIE
+ + RN RBGFRHE
- + RRHRFALLT
+,/— - HIERE

* WREBBDEGFE ICOMAMREENTIBEIT. BRHEELES.
* WREBLBDBEELFNMEHENGH OTIBEIE ICHRBENTONIE, RHRFLL

TEBB

C ICHARRHDBEIF. WRELGDEGFORE., FREICHDHDS T HIEREE

5% BREY Y TIVOFMI R, REIHHANEICITONTOEN, BEXT T
EABETICITONTWEL, PRIAZENELCTWREDREEED BB, KEDES
HMEEZEZAVISEIE. WHTHIRD DNA HEEHESFZRANTREZRERLT
DS RT3,
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VIIl. aOr Fa—-IVREDHF

<fEEFHFE > Thermal Cycler Dice Real Time System IV
X BT bO—IVORISAIZTRR. BEIY FA—ILZERBRTRLET,

Mh (FAM) Pm (HEX)

100 1004
904 904
80 80

2 04 2 04

9 604 O 60

2 2

£ 50 £ 50

Z a0+ £ 404

i it

%m- %m-

& 20 & 2
10 10
0 g 0]
-10 -10

LA L e e i B B i B e B e e | LB e e B B B e e |
0 2 4 6 8 1012 14 16 16 20 22 24 26 28 30 32 34 36 36 40 42 44 46 0 2 4 6 8 1012 14 16 15 20 22 24 26 25 30 32 34 36 38 40 42 44 46
TR B A B

Hs (Cy5) IC (ROX)

100 1004
904 904
80 80
g 04 g 04
9 604 O 60
2 2
£ 50 £ 50
Z a0+ £ 404
i it
%Bﬂ- %Bﬂ-
[ i ]
10 10
0 - 04
-10 -10

LA L e e i B B i B e B e e | LB e e B B B e e |
0 2 4 6 8 1012 14 16 16 20 22 24 26 28 30 32 34 36 36 40 42 44 46 0 2 4 6 8 1012 14 16 15 20 22 24 26 25 30 32 34 36 38 40 42 44 46
TR B A B
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IX. iR :TVU7SFIcONT

71
el

EABK

()= RVF)

Iy7 2

)73

BRI
(7)) —>RVF)

BEDOXRRT 7

ZeFvExvh

X. BhEHEMm

Solution B (& 11— K 9820)
BRDC AMR Gene Direct Detection gPCR Kit (B45: 33— K RC240A)

@I/ RIbEHEOHEHRS>T T
)77 )V A2 A L PCR RISERDTFBL, 35170
(B2 L B ARBIE—EBAE ALY

@IV 2 BEDRRIY
BET > TIVOREZETD,
HEIGCTReFrEXRY M ERET 2,

@I/ 3 BREREBZERSITIT
DIEBEHDRIGBRNDHEREDTMNZIT D,

Thermal Cycler Dice® Real Time System IV with PC (&5 3— K TP1010)

.

XI. X

© AERISHARAEE T, &b BMNDER. BARSHITICIIERLEVEL S TERL

EV, &fe. Ba. b, RERAREFLELTERLEVTIEL,

* BATNAFDEREETICHROBR - #E. BiR - BEQOHORE. HARGZD

SLEICERT AT LIFBILEETNTVET,

DAV RICETBBERIIERT T THZOTETELEEL,
+ Thermal Cycler Dice |2 A5 /\A A MR RHDBEEIZT T, TDM. AFHAZICE

HINTL SRR ELUBERBGE LI JHDOBS. LEEREHD LIERER
DEIRTHY . INSERFAEEICRBLET.

HBIOVTOEMNLEHEVEDLEE

TIZAIGR—bS51Y

Tel 077-565-6999 Fax 077-565-6995

7794k  https://www.takara-bio.co.jp
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