AR N7 R4

Cosmo Blo Co, LTD.

Dembo (Detection of microbes from bovine diseases)

-PCR: Primer/Probe/Positive Control Set
D REREFABRBAPCR: 75aA/<—/ 70— /BEa> rao—-ibty b

Cat. No. DEMBO-P01~P19 (Cat. No. [ 3R REREELICEGZY ET)

2026 &£ 7 B 24 BYER

[1-1] &=

SOTHRGE. "FRESER. REEEECEREERESL L THFBEEICEATRENEBAEES LET ), FOTREE
FHADEEELGEZRDVELCET, Flc. FFRITHROXZEZR R, REKRFLFKDLSHICFET L. KETIFFRTL
B FH O ST% DA TRICK BT ENRESNTOET Y, BLCKEICBWT., FRBEFOERERIILTOETFD
70 ~80%TH Y. £TDFDFETRAD 40 ~ 50%(TELTWE T P, EBRHRED IR MMe—Hd 7z 500 ~ 900 US
FILEHRESNE T P, ThSORENBEICOVTIEEREEGLURA TEBEOBEBALNHFSNE T, TEEREMREDOR
HMEY = RN IFE T 2REEFBRINTOEEATLED, EF. RREIAZEFENEE R RS RAEAENZH
REB L2 — KAFHHEED T IV—TIT LY
(1) THREDRA LGS 16 BNV IV - HilE « [RHR:
Bovine viral diarrhea virus, Bovine Enterovirus, Rotavirus A, Rotavirus B, Rotavirus C, Bovine torovirus, Mammalian
orthreovirus, Bovine leukemia virus, Bovine herpesvirus 1, Bovine Adenovirus 4-7, Pan-Sa/monella, Mycobacterium avium
subsp. Paratuberuclosis, Clostridium perfringens, Enterotoxigenic Escherichia colj, Eimeria zuernii; Eimeria bovis

(2) HRIFEROEREES 13FEDOTVAIVA - #iE - FH:
Bovine coronavirus, Bovine parainfluenza virus 3, Bovine respiratory syncytial virus, Influenza D virus, Bovine rhinitis A
virus, Bovine rhinitis B virus, Bovine adenovirus-3, Mannheimia haemolytica, Pasteurella multocida, Histophilus somnj,
Trueperella pyogenes, Mycoplasma bovis, Ureaplasma diversum

(3) REFEOFREREZS 16 TEEDV IV - HiE - [RH:
Bluetongue virus, Akabane virus, Chuzan virus, Aino virus, Ibaraki virus, Simbu group, Chlamydia abortus, Neospora
caninum, Campylobacter fetus subsp. Venerealis, Toxoplasma gondli, Sarcocystis cruzi, Brucella abortus, Tritrichomonas
foetus, Listeria monocytogenes, Pan-Aspergillus, Leptospira

ER—RISEZGCEEICRETES U 7IVR A L PCROBEZRAERER LE L "7,
AERIE EFRDEE 45 BEOHRAMRBKREAD S B, BRICBIT2HBREDIBENFICEELEZSNS 1918EE 7
NZNSEMND DEEMITKRERIEESR ) 7IVLZA LPCRADTSA<—/7O0—7 /BRIy bO—)bDhty b TY,

*ARIRRETAFEZHNEERRERMENERRR T Y 2 — KT UHERORMEEO T IcRALEINE L

Kol HARENICDOHFERLC LT, & FMEMNDER. BERZERICIIER LGV TLEL,
AIZ27IVETKEHED S Z. ARBMICDHERLIEEL,
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[1-2] HmOFR

AEGEIE VT IV2A L PCREBZRWVT VY THIE. FReaHER. RERRDRBEFHRZBZRET 5HICHER
T24A4R—/70—THELUBEIY FO—ILHSEE LY FTY, BHIE. PCR DEEKRIGDIEIC Tag DNA polymerase @D
523 ITFYRXILT7—EITKVHFRINA T ZA XLk B#ETO—T (Whkp3 TagMan 7O—7' ) BpfEE N, #&
Bt LTAZBMETH S FAM OEHXICK Y BT HDNET, 7743 —/TO0—TDEBNEESNTHA VIc& ., SREKH
KRB FRENICTEREHTIEETH S L EEHICBRERNTRONSEELRREART 724 T IEBBNICRHT ST EHNTEXT,
IRTDEY MEDELCES 10 AE—DRNRREARKBEZIBRHAIETH S T EHHRENTVET,

NRERER, REZE2 AT, 25y MEEE LT

AX—H—B&S : CSR

ARE-NAARTREFL
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X TRDESY TY,

A Cat. No. RS R 2147 | 2—4 v hEl | Reference No.
DEMBO-PO1 Bovine viral diarrhea virus RNA 5'UTR 8
DEMBO-P02 Pan-Sa/monella DNA InvA 9
T Mycobacterium avium subsp.

DEMBO-P03 Paratuberuclosis DNA 1S900 10
DEMBO-P19 Bovine herpesvirus 1 DNA gE 19
DEMBO-P18 Bovine coronavirus RNA Nucleocapsid 6
DEMBO-P04 Bovine parainfluenza virus 3 RNA M protein 11
DEMBO-P05 Bovine respiratory syncytial virus RNA Nucleocapsid 12

R ER DEMBO-P06 Mannheimia haemolytica DNA sodA 6
DEMBO-P07 Pasteurella multocida DNA kmt-1 6
DEMBO-P08 Mycoplasma bovis DNA oppD 13
DEMBO-P09 Ureaplasma diversum DNA 16S rRNA 14
DEMBO-P10 Akabane virus RNA S segment 15
DEMBO-P11 Chuzan virus RNA VP7 7
DEMBO-P12 Aino virus RNA M polyprotein 7
DEMBO-P13 Ibaraki virus RNA Vp3 7

i

DEMBO-P14 Neospora caninum DNA NC5 7
DEMBO-P15 Listeria monocytogenes DNA iap 16
DEMBO-P16 Pan-Aspergillus DNA 18S rRNA 17
DEMBO-P17 Leptospira DNA lipL32 18
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I UEREBRESREA PCR: 75/ —/ 7O—7 /BEar rao—ivty b+
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[1 -3)] GRS (Cat. No. DEMBO-PO1~P19 L&)
R1ZEE © -20°C
[20ul RZFSF . 100 RiS5 ]

AR BE R
Primer/Probe mix 40uL 10uM each mixture ( RIGHIEE 0.2uM each)
Positive control template DNA 10uL 1X10" 2E—/uL

*EERS. MATEWNTSEVBREIGEZIT/NDITD L. 20°CTRIFELTLEEL,
* Primer/Probe mix |[EYAZR TO— T HEHE T D TEMICEELTLEEL,
* BRI Positive control [T K 2755 % 8T 518, BIGRE TCOREEHELET,

(1] AERRUMCDELGEHEHE - R

(5% ]
W Bt A SR (LR )
+ High Pure Viral Nucleic Acid Kit (Roche Diagnostics) T4 « MIRES ( SRR UVRER ) - B/ 71 IV AEER
- QlAamp Fast DNA Stool Mini Kit (QIAGEN) ] - JRE / #iE - 70~V 7B
- QlAamp UCP Pathogen Mini Kit (Qiagen) PFIR2s ( @FEEVEER) /ME - 70 bV 7R
+ QIAamp Viral RNA Mini Kit (Qiagen) PFIas (ERPREURL) / & 1 JL A B
+ QIAamp DNA Mini Kit (Qiagen)  PEIRES (ERARRL) /MR - 70 bV 7 E
W BERAE (ERRERRIA A, R
+ One step PrimeScript RT-PCR Kit (Perfect Real time) (TaKaRa Bio) RNA 71 JL X8
+ TagMan® Fast Virus 1-Step Master Mix (Thermo Fisher Scientific) RNA 71 )L X F
« Premix Ex Taq (Perfect Real time) (TaKaRa Bio) DNA 7 /LR - #iE - 7O V7 H
+ TagMan® Fast Advanced Master Mix (Thermo Fisher Scientific) DNA 7 JLX - fi& - 7O V7B

[Z7E ]
« XA 70Xy~ (200uL ~ 2uL)
RA7AERY FBI7AIWEZ—{Fv T
A 0OF21—7 (2mL~ 0.5mL)
+ 96 T)VPCRTL—F/PCRFa—7

[ #2351

B U7 )V A L PCREEE (ENEREEREH )
+ QuantStudio 3 Real-Time PCR System (Thermo Fisher Scientific)
« LightCycler 480 Il (Roche Diagnostics)
« LightCycler Nano (Roche Diagnostics)
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(] #EEDEE

(1) Primer/Probe mix 35 & U Positive control template DNA #4339 BB TH LW T« AR—HFT)LF v TEBL. O
VRIZX—avERITTLRETL,

(2) AL AV ZZZ—2 aVBAEDEL S, BEDSDY > FIVOFAR & RIGERDOARIIBIDI) 7 THETED T & HHE
LET, £BROVRINERBICEL GV ETDOT. RIGEDBIBENZRLCT 7 TROGEWLELDITLTLZEL,

(3) &AL S DOEEDHE. PCR RISKEDFARICE L TEZNZNDOFEEDEBIRERAS ICE> T EEL,

(4) UTIVZA L PCREBOEIRWIE. ZNZTNOEBOEIRGAZICE> TLEELY,

[IV] #E
(IV-1] 5> 7 IV DAR

KEHMDSEDNLDOHDEY MERNA Y Y TIVBDLDTY, MEEICK S (DNA EHICBW T RIFGRERZSSH
ITIEHNEBD 5D RNase DIEAZ BT DRENDH W E T, HBRBIEGERET 1 AR—FTIL/O0—T7=2&R L. REHEEIC
L CIERIEEERY 74 AR—HTIVD TS AF v 7 RBEEFERALTLLEL, RERE. EBRERED RNase FRZEICIE RNase
DNase Away Solution ( @& %S : GD0339-500) & RNase BREFEDFEARAEZHITIHLET,

LUR. #&fFD o OFRERARG Z R LE T,

[ FAMEL Y ~ (PO1~PO3. P19), MEFFE LY ~ (P10~P17) : HEERIE]

1| FOERERE (WRFEFRERS LTI OV EBRZBREGEMRER) ZHRIL, EEOESHE10% £GBHKDI(C
PBS(-) TRET B
RENROBVAIVADBEIE 2| ~ 3] HESLUTO NV TDHEEIE 4]~ 5]

2 11D 10% ZEFEHRDS 200uL A7 OF 12— I \NDE L. 2 EAE LSBT 10,000rpm, 15 9RED. EBEDE
&% High Pure Viral Nucleic Acid Kit (Roche Diagnostics) (€ & B #&EHhH it 3

3 | 3hHiI& High Pure Viral Nucleic Acid Kit 7’0 b )L LTe A > TH T HEWD. REIEBH/ Ny 7 7 —DREIE 50uL &5

4] 1|0 10% EEEERNS 200Ul £ 12 OF 21— I B L. QlAamp Fast DNA Stool Mini Kit (QIAGEN) I< & Zi%Eekat:
BT

5| HhHI& QlAamp Fast DNA Stool Mini Kit @ llsolation of DNA from Stool for Pathogen Detection] 7’00 k)i LizeAA>TH
TRV, BRIEAL/NNY 77 —DikElL 200uL £F 3

1| 4OSPEEVERE RHEFBRSELUIY FO—ILEBRSEEFEEFRBR) ZHEIL. PBS\HE. BEK ImL Z<
A 0OF 1—T D £ LEOHBET 14,0009, 5 HE=EOT S
RENROBTAIVADBEIE 2]~ 3| HESLUT7ONVT7DOBEIE 4]~ 5]~

4 1 OBRfELEE=EREL. LERY% QlAamp UCP Pathogen Mini Kit (Qiagen) (< &K 2B 1<t T %

“.5 i H 1& QlAamp UCP Pathogen Mini Kit @ [Pretreatment of Microbial DNA from Biological Fluids or Cultures (up to 2 x 10
Bacterial or 5 x 10 Yeast Cells) (Protocol without Pre-lysis)] 7’0 k ZJLIC LTe A2 THTHEL. BIRMAL/ N\ 7 7 —Dik
215500l £
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Dembo (Detection of microbes from bovine diseases) Cosmo Bio Co, LTD.

-PCR: Primer/Probe/Positive control Set
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Cat. No. DEMBO-P01~P19

[IV-2] U712 A L PCR RIGERDARE RIS

BT EE NS Positive control template DNA A7 TuL % nuclease free H20 99uL (<70 L. 1X10° DE— /uL BEDEAER
100uL ZFART %, TD 1X10° TE— /uL 387K 10uL I nuclease free H20 90uL AN Z (10 &R ). 1X10* AE— /uL iAK
T 5, EFORIET 10 BERSROAR ARV &L, 1X10° 2E— /uL. 1X10° IE— /uL, 1X10' AE—/uL. 0 AE—
/uL(nuclease free H20) DIZEER = ZEH T 5.

FETRELLREEDZRERZ (IV-1] THRELIBEFEROKET > 7V (BEFERT Y TIVOBAEHLEWNEEIF
nuclease free H20) ZF &G L. RERIERAOHREIY bO—)VEKREREDY bO—ILARET %,

* A2 bO—IVARIE 2uY RISMERLETOT, n=2 THET HH5BERE AL LETT, ARSEIVEICSCTHRELT
<2y,

LUF, A& RNA B+t v b & One step PrimeScript RT-PCR Kit (Perfect Real time) (TaKaRa Bio) % F3 UL fc 2 e .
DNA &+t v k & Premix Ex Taq (Perfect Real time) (TaKaRa Bio) Z# RN RiEf AR LE T,
* RISRIE BT RIS % Master Mix (/N 77— nuclease free H20, Probe/Primer mix, BEEDEK) ELTEEHT
AT HCEEZHRLET, EXNvT VT PAGEDREERST I L TRBEDIES DEEFC I EDNTEET,

(1) FRICRY RSHEK L THET S

BEZEAR (FERERE D> hO— ) UVREERTR ) LIS Master mix ZFF& L. PCR 7L — kD7 T)bIT 18uL
IONETS
[RNA FtRHt v b ]
E na RAGRE
2 X One step RT-PCR Buffer Il 10 uL 1X
Takara Ex Taq HS (5U/uL) 0.4 uL
PrimeScript RT enzyme Mix || 0.4 uL
Probe/Primer mix 0.4 uL 0.2uM each
Nuclease Free H20 6.8 uL
Total 18 uL
[DNA FfRiE v b ]
EES AAFS RIORE
Premix Ex Taq (2X) 10 pL 1X
Probe/Primer mix 04uL  0.2uM each
Nuclease Free H20 7.6 uL

Total 18 pL
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-PCR: Primer/Probe/Positive control Set
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Cat. No. DEMBO-P01~P19

2) BV IIVICHE T 2HFRBARE 20L 97ET 5"
TL—bZy—Vig TL— b2z A—FTRORN. REV AV ESIE>TY 7 V24 LPCREBICEY b L.
TERDBERG CRIGZRIRY %

*HHEERORNIEEZEE T 31551F. RIEREHDEDLSEVEK S ICERDZEEP nuclease free H20 EDBREFH T

HoTLREW
mE S|
45°C 5 min
95°C 30 sec
95°C 10 sec
55°C 20 sec 40 cycles
72°C 20 sec

() RIS T#. BMEDY bO—)VTBIBHRD IS LA > TWEWT & Z2HEERY 2
BRI FO—)VOREREE EITREREER L. BREY >V TIVICE I 5REREKEEZ ¥ MY 2
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