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@ HlmixAA

BERE (NoV) B3IA2UBRRN—TRS. BRREEREREENHEMY (XE. [RKItY) HFE
BHIRSHINII TR (HIF%), HEREEHHIEREELEIRIL. 5. I8k, & (37-38C) &
FER.

BORSETHRAS, EXREEE—RERNEMENEAR, ERENSRIEEE RNA . Bl HLRE
FOESER N EINEIRS. Ak, A RT-PCRER Real Time PCR #{THSHINFIZHT,
TBAIRE /9 genogroup |-V 5 FREFATRY, AZEFZEEZ genogroup | (GI) B0 genogroup 11 (GII) B,
A BEEA Gl 71 Gl NS ISR ##1T Real Time PCR #&MIEIIRESANRFIE. @D ERS
WIIRHREFI SEARETHNE EARRE BRRLE BULER TIAREM A XENHESN
FE] (BRIEEE 1105001 ) (FREET: 2013 F 10 H 22 HERIKER 1022 £ 1 S) (U TEMAEE)
PiCEHARRERSER.

AR Real Time PCR &M/ AR E @M. REE. S15RM, TEXRBTERPEIFENRK
SEZTREREHN,

HRPERK TakaRa Ex Tag® HS 221 Tag{iiAHI Hot Strat B DNA B4&EE, 51&H Buffer AE1E
. AIMTERERT BN TR R 8. SRBEARE, FEEE M LB AIE S YIRS 1M — R
SRR IS, N RER T R AT EERINE PCR, 7EZ RUTHZASE R N BT AR A8 A S LR
ITMHNEE, RRERLUHTES . F{EESH Real Time PCR fi#if.

REEAZRER S Inm AR (FAME), 3 mmARKYIR (TAMRA %) BUIRE S TEOAMAT A
o UIRETRERT, 5 IRAVEHMIRZE] 3° A MIRIIHILT, TREAHI . MYIR MRS, 5
IHARAMRESHEHR, KHEH .

Y PCR RALEFMANK IR S, £ PCR RAANBAIIED, AR ELSIIERER. #H—57E PCR
R RAIEERSFER, Tag DNA BAESH 5 —3' Exonuclease ;&M AN R SR RATILIRE, i
BRAYIBRAHR . BTN R NARFRIZRE, FILUAEIGN PCR P44 122/ B /.

ANl BRESE D BNE DER R RMR A RERM _ FFF R,

Rt
Primer
TTIITT TR Q FERYIE
Lot e e et i e
2. SRR SERRIZR
Polymerase B3R @
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@ #|RBANZA (RT REI50 X2, Gl R 50 X8, Gll KK 50 KE")

1. 5X PrimeScript™ Buffer (NV) *2 3 200
2. PrimeScript RT Enzyme Mix (NV) *2* 50 pl
3. Random 6 mers (100 yM) *2 50 pl
4. Premix Ex Tag (NV) (2X conc.) *° 625 plx2
5. Gl Primer Mix*® 50 pl
6. Gll Primer Mix*® 50 pl
7. Gl Probe Mix*® 7 50 pl
8. Gll Probe Mix*5 7 50 pl
9. ROX Reference Dye (50X conc.) *® 50 pl
10.ROX Reference Dye Il (50X conc.) *® 50 pl
11.RNase Free dH20 1 ml
12.Gl Positive Control DNA*® (4 x10° copies/ p1) 20 pl
13.Gll Positive Control DNA*® (4x10° copies/ u1) 20 pl
14.EASY Dilution (for Real Time PCR) *'° 700 pl

*1: K@ 8 NMREME (n=3) HIfEirErLL, MIQONERINAMENEBHRIT (n=2) FTHE
A, BIXE 12 MM R T,
* 2 REEFRR NI,
*3: &% dNTP Mixture & Mg
*4: &% RNase Inhibitor.
*5: &7 TaKaRa Ex Tag HS, dNTP Mixture #1 Mg®*,
*6: WEFIIRAATEEFICHARERFT.
* 7. BRERNITCIRE, POELRTF.
*8: BT Thermo Fisher Scientific A Real Time PCR ¥ 12{Y, FALRIEFLSFLZ AR S SR
*
& {£A ROX Reference Dye f PCR Y
- Applied Biosystems StepOnePlus Real-Time PCR System ( Thermo Fisher
Scientific)
& £ ROX Reference Dye Il B PCR {
- Applied Biosystems 7500 Fast Real-Time PCR System (Thermo Fisher Scientific)
€ T~ER ROX Reference Dye 3¢ ROX Reference Dye Il B PCR 1%
- Thermal Cycler Dice Real Time System // (Code No. TP900/TP960: #£32)
*9: ATHHEI R ERZATEmR. FAMEXNBEBZEAL DNA, AEEHITRERRN. ER7ER
52R7%EES Gl Gl BB DNA RIER 7T AR
AR REFRMESEN PCR RMAIESR.
*10: Positive Control DNA B E#HRRMERIRIER.
@& & -20CF%E
Premix Ex Tag (NV) (2X conc.) @tfigfg 4°CR%E. 6 MANMERERE.

KHIRER, BT -20°CIR%E
HIRFFEE, Btk Positive Control DNA SSRETIHF, iHE 1250 13BN H FHRE-

@ HFEINRTINES Kt
(347 ]
RNA 2B 7



[Z2E]
© 200 pl. 20 pl. 10 pliE@te
- BRieT ARk (FHEHUKIER)
[1%28]
Real Time PCR{¥REFARNE
- Thermal Cycler Dice Real Time System Il with PC ( (Code No. TP970)
Thermal Cycler Dice Real Time System Lite (Code No. TP700/TP760: #£53)
Thermal cycler Dice Real Time system // (Code No. TP900/TP960: #£53)
TEEEAT Thermal Cycler Dice Real Time System Series IR
ATEERNERNRX5E, BUERTERRMNE.
0.1 ml 8-strip tube, individual Flat Caps (Code No. NJ902)
0.2 ml 8-strip tube. individual Flat Caps (Code No. NJ600)
Applied Biosystems StepOnePlus Real-Time PCR System. Applied Biosystems 7500 Fast
Real-Time PCR System (Thermo Fisher Scientific) , etc.

@ EREEEM

TEHREAAH@NCEEER, EAESYREE

1. EAEN: XAFIRER TR R R HTAIF M.

2. WMMER: FH@mATERWN, BMERIFEARSHEIMGNER. (NERHERERBN, &
NEWEA ).

3. EF: WllkmBEARRN, BREZRENTEMEHITZELE. BEXBREES, BFR
Wik, BMOS. FENFERS. UEFENNERNERSRMAIT 121°C. 20 2HBISEX
EK 25% KRBRMLIEE, BB R TRIERFICIRRGIHI TR, AFIRFN, B/
REFKHR. BHARBRFRIREBFRERBNEFOIEROEARXZOIHI TR,

@ FIEIEEM

1.

PrimeScript RT Enzyme Mix (NV) ERFIERELD, FHAFIEERK, BHEF 50%HH MES.
VeV
AEEERFIN, —EEERHN—RMERNE, BHEMERESE.
MR ZERESIMERNZERES MR, WA ERHTION . KRETRMOERES
HNIZERES, IRERNNE —XEFENOS,
Premix Ex Tag (NV) &% PCR B, RAMELTEEERIMISRE, BLEFESE, BHILERES
TEERR N R,
Premix Ex Tag (NV) TE-20°CEFAIBERETE. RAFERERIEAMITERNE, BEN
LTTEHERIEETELEER. TUESSBARBATNI—, BRSLIMESHF,
PCR RN ERBEFESHIRA. HFFLESE, BiNMRAEIESIZMAISEeTES, 8EMT
3K, FHITYIEMRE.
1. X1 RACEAIECHIR TR,
2. [Xig2: MMEReEE.
3. [Xi%3: mMRAEFFIMGUMESR, #HTRE. .
BT AH|@ER Real Time PCRJA, 3B SMEREH T, RNEMTIZ-YTNHEERHT
Hike ATEIGESE, ™EM Tube BHEUEY =,
Real Time PCR {XBUERIERIRINERINTAPFHITIRIE,
FERAARH@RFINERZL Real Time PCR (XA AERRHIERN. 1R Real Time PCR {XAHE
— Auto TEEE IRBER A BE S IRAIHIE AR, AN BMRIBNERRIA PR EMIZE Real Time PCR

_3_



8.

1)‘(0
X Rz T 40T AN BERLI R AR BV R AR AR S

@ {EFGIFIGI Positive Control DNABHTEENHT
WHIERMIHHIG) Positive Control DNAFIGII Positive Control DNAZ Takara Bio& I &8RS
R F 5 HIBTRIDNA
HTHFEEAXETHERNESEE, HE TGl Positive Control DNAFIGI Positive Control DNARY
RE, RERAETSAREARER.
fEFAEASY Dilution (for Real Time PCR) 10fZ#:E##£GI Positive Control DNAFIGII Positive Control
DNAG#IfEfRAERIL, FRIBIERLHITEE . EETEIRESNER# TN AMENER
EhrmanEEEN.

@ ®RIENE
<{#FH Positive Control DNA #{TE 8717 >
IRERE

1.

2.
3.
4.

MHmHE
REERR
Real Time PCR{YHIiZE
& BER B RS & Fraa s B
1&Gl Positive Control DNAFIGII Positive Control DNABEERRR, #|&inEfLANER
!
FE il 2 RT3
l
BRMNRAERRNES, NOBEMER (KEK) « SoELEIERIS MR
l
BRMNEMAReal Time PCR{YH, FFia/R iy
!
SERHE
l
FEERReal Time PCRY 1phsk
l
R IN5ER)
!
MR B 2 ] AT B R A A SR A+ DD 2

- FEEAIHE (EXE2HT)

NEEEBERNEEENMRSBENRE BEEMHIESE,

HIFZEL ($5502RNA) B, AMIEREENTREER PZEREBICEN, N8 —XMEOSHFE,
1RERNAE BRRHKX,

FI R B RATREER— R MEERE S, BiVEARNase—OFF® (Code No. 9037) #5084 SF1SE
s EILARRRNase. F5h, RNARREERE (BRFIERESIGR) MEA, SHEHMXRRAENFHER.
BIRBRATEEPICEHNA L MNEFEEE MRS ZRNAM .

REEFE RN

(1) B THANEK ERESIPCREMR (EXITI#HT) »

BT IERBRRNAERIMCE TR ER+ a FPRERE, mE1M0.2 mIRMERHIMO pLiRER.



7l FERE
5X PrimeScript Buffer (NV) 4 pl
PrimeScript RT Enzyme Mix (NV) 1 pl
Random 6 mers (100 pM) 1 pl
RNARES 10 pl
RNase Free dH20 4 pl
Total 20 pl

(2) RIRNAMSRSE. RETENRNEEHTRERRN (FEXIE3HT) -
{#EAThermal CyclerdEE{EF|,

37°C 15 min(REERRMN)

85°C 5 sec (fEREEREFHAKRE)

4°C

RNERE, RERRIER-20CRFRT.

C. tmiErZMmEmRRIECH] (FEXIEHIT)
Ao AlEIEGIFIGIARAE .

1

1§45 pl EASY Dilution23F7&1.5 ml TubeH,

2) ¥20 pl Gl Positive Control DNAFI20 pl Gl Positive Control DNAZ5IFEZE0.2 ml TubeH,

(1)
(2)
(3) 98°CHIAME (2) HIGIEXGII Positive Control DNAE, 450.2 ml TubelEEF k4],
(4)

4) BHMAIBFAYS il Positive Control DNA (4x10° copies/ pl) MAZR| (1) ByTubedh, &
#lHki4 x 10° copies/ p o
(5) BERBZE4x10"" copies/ pl, RERENFIA4x107" copies/ pl~4x10° copies/ |

°°.\‘9’.°"7°9”.\’.“

4x10° copies/ pl (Gl or Gll Positive Control DNAR®R)

4x10° copies/ pl (Gl or Gl Positive Control DNAJR® 5 pl + EASY Dilution 45 ul)
4x10* copies/ pl (4x10°copies/ pli&di 5 pl + EASY Dilution 45 pl)

4x10° copies/ p| (4x10* copies/ pli&i& 5 pl + EASY Dilution 45 ul)
4x10°copies/ p 1 (4x10° copies/ pli&f& 5 pl + EASY Dilution 45 pl)

4x10' copies/ pl (4x10% copies/ pliB® 5 pl + EASY Dilution 45 pl)

4x1Q° copies/pl (4x10" copies/ pliA® 5 pl + EASY Dilution 45 pl)

4x107" copies/ p | (4x10° copies/ pl ;&& 5 ul + EASY Dilution 45 pl)

* BB MR RIDNABRHI (IR ZE o

(—NRMABIER2.5 pl, BIHITN=30FITRL)

D. Real Time PCRIxMRAVERHI K FF a4/ i
FERAIAF &ERPositive Control DNARIFRERRLZLEIFEIN, ERIZ[E R # THMAE Sa S RZAOREME XS R

SV

(1) #BTIBHEKLEHIPCRRALR (FEXIH1HT) o
A RIECHIGIFNGH 2 Rz
B TIENIRMRIRINC TR ER+ o FURERE, EE10.2 mIRNERRM25 Y ERER,
RELETF. IRER=I0NERBHTERSRAITERIIAENR (BN RERAE
M An=2B L, tREMEMAIERE (BNRERE) An=3) . HPENRENRIRNE S
m2s5 plkEKE, FEEF



%1 ERE HKRE

Premix Ex Taq (NV) (2X conc.) 125 pl 1X
GIZXGll Primer Mix 1 pl
GIzkGll Probe Mix 1 pl

ROX Reference Dye*'={ROX Reference

Dye I8y @A 05 vl
cDNARE 5B 2Bt 5B “s K K (FBMEXTER) 25 pl
KK 75 pl
Total 25 pl

*1: StepOnePlus Real-Time PCR Systemf& F§ROX Reference Dye . 7500 Fast
Real-Time PCR Systemf8FJROX Reference Dye llo
Thermal Cycler Dice Real Time System // i#&A0dH20,
*2: cCONAMRRAREREXIEIARN, TTEXIH R,
UFE] TZEEZAFMRERNERA, UREIESHRE,
(2) #m (&) BUAMN (EXIE3HIT)
B FRIEMEST IR IMN R NE R FIIIN2.5 pl cONAMERFINNER, EEEF. /NSO
BMEL, BMETReal Time PCRIY L,
UEE] RECERSREEFENT1/NSRHIT R

. fEFReal Time PCR{HITIBRMFEENT (FEXIFHIHIT) »
&FhReal Time PCRIVAVRMETEB IR E. 1FMRETERSRERRH. UTNBEAThermal
Cycler Dice Real Time System // (Takara Bio) X&Applied Biosystem 7500 Fast Real Time PCR
System (Thermo Fisher Scientific) BTRIRIEENERHIE,
fEFApplied Biosystems 7500 Fast Real-Time PCR SystemBi5&E& 5951,

[ 5 Thermal Cycler Dice Real Time System // ]

HNEE LI

RBAEE, MalERUTE@AITCIRIGIR M.

FOERLEAFES: 1 copy~1x 107 copies (n=3)

MR s R BAMESTER (n=3)

FERZAMVEREREN N R AR, N R AR AIERAGIFIGIRI2AN R A E F#H T

Mo

(1) GIB—"1FREITX M, TENew Experiment Options& ORIExperiment Typet=HifiE “AQ(s),
Absolute Quantification, Single” . e Exgeiment Oatians

Experiment Type

Experiment Select Single i Multiplex

[l YeT)] Single
® Absolute Quantification Maltinlon
' ROS) y Single
® R Relative Quantification Maliplon
SR o
(Sl SNP Genotyping Assay Multiplex

User D <Select Your Name> j &I
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(2) fEThermal Profile Setup®EE . Collect Datat=HhiEi® “FAM” , IR TRPCREH&#HITI

Speed |Fast Y| Dissociafiontime J4.0 3: sec

| Mt (Hold)
Pattern Hold 2 Btep FCR
Segment 1 1 2 Cycle: 1
1y 95°C 10 sec
2 Step PCR
Cycles: 45
] 95°C 5 sec
56°C 30 sec (&)
ol
Cyele 1 45
Temperature (deg) 55.0 95.0 56.0
Haold Time (mm:ss}) 010 00:05 00:30
Data Collection O O =2
KINEENEZEAE
Wik G BEmABESHRIRET L H#H  TEERE
TEIE Eﬁﬁ
Hold 95°C. 30 sec TFEH10 sec
2 Step PCR B60°CZE H56°C
[N 40 cycles FTEH45 cycles

() SFEmEA T AR “Start Run” &, FFtamx R,

(4) EPlate SetupFE MEEHREE. 7 “Target List” 1 “Sample List” A FEREE.
1) “Target List” 1&%E:
iQE’fﬁiﬂ'Ji@iiE*Wfic%%*ﬁ
. B “Add” , PITEFIRSIEIN—#2, M ‘Delete” . AIFESIFRARELD—1,
2 7 “Dye” E’JThxiﬂPﬁh FAM”
3. 7 “Name” BAHHRBTR "Gl or GII
4. NRFTE, MEEHE.
2) “Sample List” 18%:
1. AFERTEISER “well” , MTHEEBEHIEEFE “Sample type” o
NTC [ No Template Control ]: FCiERAGFRIERTER
STD [ Standard |: HlI{EFRERRZFANE R
NAC [ No Amplification Control ]: ZNRANEGHIBRIEXTEE
UNKN [ Unknown 1: SREIMMIFEETR
2. TE"Name"FINFERZ o
3. MNRFE, MEFEHE,
3) mi"Update"$#,
4) “plate Image” HURE
1. £ “plate Image” FMHE, FEMUFLAIMN"Plate Image Editor" ¥t Target"s
2. M"Plate Image Editor"iE#E"Sample”s
3. AEAFLALERE “omit” o




(5)

Terget & Bompl= Beting Pl

te Image

Display
cD .
o P
1 2 E 4 & ] 7 B a 10 " 12
v v = =y 1 P o P
a4
7 7 Fa ] )
L}
TOELNT | 1O0E+00T | 1 0CE+007 10CE+001
i = = S DD flame oo
c
TOEHNR | 1 00E+002 | 1 00E+002 100E+002
g e g SR
=]
103 | 10064003 | 1.0CEa03 100E-+03
= B B B s
E
100404 | 10064004 | 1.0CE004 LOTE+004
= - - —  Bample Lirt: Gowts | auoBample
= B - B = D e_l -
F T 3 |
2810 100000 I
- B s g 357D 1.00E-001
& 4 4970 1 00E~+002
5610 100E+003
8510 1 00E-0 01 I
g o g B V| o + -0 I
o 3/5TD 1 one-0 0 I —
3 8TD 1 00E-007 =
1 v

R,

RMN4EEFRE, #EResult/AnalysisBE FHRIAGLR.
1) FRIAY IEHEL

NEEEEFEFAM, HIANTC (PRIEXER)

HIAGIFNGIIRIY Lk,
ERGISKGIBYY BT, BIM “Selector” BEIZIFEFFMFLAEIM “Target/Sample Type” i#6#%,

© well & Targeti SampleType

Target Sample Type
¥ 16l L
r 2Gi ™ UNKN
v S1D
L Vo

1. NTCH 1SRN 7£ “Selector”

'§5IJ'

3

bdl]-

E 3|]-

ce

o

=
1

0T
02 4 6 E1I]1214 16132022 2425233!1 3234353340424445

S{E BT EE
AMNEFE<STD>

RIS BRAEFAMIBRIE AV LIS
2. [AMXIERYIBEILARIN: £ “Selector”

Fluorescence (Prim.
=
1

o
1

ANEIF<NTC

1

Oyeles

GIfz Rufk %

07
& 60
B

3 50
5 a0

E

£ 304

g 204
&

8 10
R
LR

-20

........

>

<]

. STD (Positive Control DNA) R 1&ehk,

Gl Rz R %

B0

1 e

I B 107214 16 1220 22 34 26 28 30 32 3 3 18 4 42 49 46
Cyle

(] 2 4 E B 1012 14 16 19 20 22 24 26 20 30 32 34 36 30 40 42 44 45

Cycles

FRRPAME X BB AEF AMEEMROX BB AT N 15 B — ST EERYY 1B LKL,

/35,%\:
3. £ “selector”

1 copyRI tEHAR NS TNET H(E.
AR <UNKN>ERER, AN @AY S,

_8_



2) FRERRZRARIA
£ “Result/Analysis” BI T RIZZE Hi%#FE “Standard Curve” o 2RIFIAGIFIGHHIFRE FRLR
Gl 4% GlItR/ L

41

=
5
=

w
&

N
&

Ct{(Crossing Foint)
w
S

Ct (Crossing Poing

& R2:0898 Eff=1105%
Y=-3UB4’LDG(X)+4UE7E

Fal IFRT Fik Hide |
2098V 2 R2:0.000 Efi=1052%
¥'=-3.204 * LOG(¥) +40.95 E

T T J T T - T n
0.1 1 10 100 1000 10000 100000 10000001000000000000000 1 10 100 1000 10000 100000 1000000 10000000100000000
Initial Guantity Infiial Quantity

MRFE, BEirEmZLIMNIRNFLIFT “omit” 18
1. £ “Selector " AMEHFEHIT “omit” IREMIR N FLo
2. mAE, EFOmIit — Set, FRITAIPIEETER & M FLHERR.
YEHEOmMit —Reset, PMEAYR N FL BT EFHITHEIT.
(6) ERFET
7£ “Text Report” &ER
1) #EAnalysis Datat=i%#F “Text Report” &ERtext reporto
2) £ “Selector” 4EER FLo
3) ¥ “Data Set” EFE RAIData Set.
Data Set of Each Well: MFLAIMTLE
Data Set of Replicate: EE (EERSHEMHERAE—AET) BBTER (F9ESF
ERE)
Select all: RIREZPNMTER
4) SEBIAMETEARY “Show ltems” |, EIRFAIEEMINR,
Analysis Setting: XN ITSE
CP method data: Crossing PointiZZ5R o
SDM Method Data : 2nd Derivative MaximumiA£ER A1
5) EEWMBIRIAZH A TRR/IERTIIEE
6) miftext reportfINE, FMEFMINBMESBEINZE,

) Gl R4 Zx 894 rh 2k AT e A A o

Sample Type | TargetName | Sample D |Sample Name | CHCF) Ctava.(CF)  |InitQty | Qty(CP) Qty dwa.(CF)
NTC Gl 1 — — — — —
NTC Gl 1 - - - - -
STD Gl 2 40.21 4045 1.000E+000 1.451E+000 1.237E+000
STD Gl 2 - 4045 1.000E+000 - 1.237E+000
STD al 2 4068 4045 1.000E+000 1.023E+000 1.237E+000
STD al 3 37.07 37.30 1.000E+001 1.501E+001 1,275E+001
STD Gl 3 3755 37.30  1.000E+001  1.050E+001  1.275E+001
5TD Gl 3 37.29 37.30  1.000E+001  1.275E+001  1.275E+001
STD Gl 4 34.70 34.71 1.000E+002 8.753E+001 8.817E+001
STD Gl 4 3502 34.71 1.000E+002 6.903E+001 8.817E+001
STD Gl 4 3442 34.71 1.000E+002 1.078E+002 8.817E+001
STD al g 3147 31.68 1.000E+003 9.692E+002 8.492E+002
STD al 5 321 31.68 1.000E+003 B.020E+002 8.492E+002
5TD Gl 5 3146 3166 1.000E+003  9.765E+002  B.402E+002
STD al 6 2845 2853  1000E+004  8.173E+003  B765E+003
STD Gl 6 28.87 28.53 1.000E+004 B.711E+003 8.765E+003
STD Gl B 28.28 28.53 1.000E+0D04 1.041E+004 8.765E+003
5TD Gl 7 2543 2541 1.000E+00% 8.681E+004 8.792E+004
STD al 7 2544 2541 1.000E+D05 8.617E+004 B.792E+004
STD al 7 2537 2541 1.000E+D05 9.078E+004 8.792E+004
STD Gl ) 2208 2225 1000E+006  1.086E<006  8.408E+005
STD al 3 2257 2225 1000E+006  7.294E+005  8.408E+D05
STD Gl g 2211 2225  1.000E+006  1.027E+006  8.408E+D05
STD Gl 9 18.59 18.60 1.000E+007 1410E+007 1.398E+007
8TD al g9 18.68 18.60 1.000E+007 1.308E+007 1.398E+007
5TD al g9 1853 18.60 1.000E+007 1.475E+007 1.398E+007

UNKN Gl 10 Sarnplel 2504 25.04 —  1.1B0E+005  1.1BOE+00S
UNKN Gl 10 Samplel 25.04 25.04 —  1.160E+005 _ 1.160E+00S




TEGIRRAF, 1 copydItnErMZRAmERN=3tGNAt, B2 M Emiat.
G RIME R RECAR?=0.998, AT AT SRAIFE BT B H AL S A D124
Sample 1H9FYCHE (CP) #25.04 (n=2) B, HRBEEEEFYE (CP) 11.16 x10° copies.
[ B Applied Biosystem 7500 Fast Real Time PCR System (Thermo Fisher Scientific) ]
fEAStepOnePlus Real-Time PCR SystemBt, 57500 Fast Real-Time PCR Systemf{&FtEEIARY
BEHITR M
BNFEE LA
FRATENERDBIH TG MAGIR M
FOERLEAFOES: 1 copy~1x107 copies (n=3)
MM SR AORAMETER (n=2)
(1) “Experiment Properties” i&%E
Instrument“': 7500 Fast (96 Wells)
Type of Experiment: Quantification—Standard Curve
Reagent: TagMan Reagents
Ramp Speed*?: ##¥Fast (i&{THTEIZ940 minutes)
x1: {EMAStepOnePlusht, #EEStepOnePlus Instrument (96 Wells) o
*2: Ramp Speed tBA[#EStandard (@{TATEIZ2 hours) #H{TME.

Q@ Erteran select toe, selact the type . then for the PCR reattions and instrument run

How do you want to identify this experiment?

*Experimenthame.  [Unbited

Barcote (Optonal):
Usar Name (0ptional)

Comments (Optianal)

Which instrument are you using to run the experiment?

[ 7500 (56 Wells) [ ¥ 7500 Fast (26 Wellz)
Setup, run, and I i i fast cycling 5-color, 1l syster
[ 7 Cuantitation - Standard Curve Quantiation - Relatie Standard Cunve ]
( Mat Curve ) Genotyping Il
U determine he st sequence n samples.

Which reagents do you want to use to detect the target sequence?

[ + TaqMan® Reagents SYBRE Graen Reagents ] [

‘The PCR reactions cantain primers designed to amplify the 1arget sequance and a TagMamB probe designed to detsct amplification of the targst ssguence.

Which ramp speed do you want to use in the instrument run?

o Fast (~ 40 minutes to camplete a run)

( Standaid (~ 2 hours L0 complets a.ua) ]

Fastramp speed, using Fast reagents far your FCR (eactions:

(2) Plate Setupi%E
1) ¥E#FDefine Targets and Samples, 7BIEE “TargetName” , “Reporter” 1 “Quencher”,
1. BEAdd New Target, AILUEHII—12, BNER:
Target Name: 3iAGIFIGIl,
Reporter: EEFAM (FRIMEE) o
Quencher: TE FHIZEBEFIEIETAMRA,
Color: FE TR EHTEE,

Define Targets and Samples | Assign Targets and Sarnples |

B nstructions:  Define the targets to quantify and the samples to 1est in the reaction plate

Define Targets

[ Add New Target | Add Saved Target | Save Target | Delete Target |

Target Name Reporter Quencher Color
o1 FAM ~ |TAMRA
(=0 FAN ~ [ TAMRA

_1 0_



2. “Define Samples” BYEIA
SdAdd New Target, FILUBHNFEEREL.
AR ATR.
RIERZE T EColor.
2) i%&$EAssign Targets and Sample, #fTPlate Layouti®ZEFpassive referenceiRE.
1. £ “View Plate Layout” {EFRAFL, FETargetfJAssigni# (T MIgRE
2. £ “Task” i&#¥Sample. Standard. Negative Control,
U [Unkown]: #&MEem
S [Standard]: ¥rAEfhZ%
N [Negative Control]: BAMXER
3. MR R BIFL, #EAssign sample (s) EFHERA
4. FRERZRRBTL, 7 “Quantity” BEiEHINKE S ERDefine and Set Up Standards
BMNRE,
5. passive referenceitiZFROX. (BRIAMZTE)

Selectthe dye to use as the passive reference.

[ROX v|

(3) Run Method &%
[Rmmtega ]

W P MG a0dtion wakiniv Snotha Bormal prefils 1o 18 SR RN Methadl Feedod aditha dataut n

Traphecal Veaw | oo wen |

E— M (Hold)
Fammaes T Cycle: 1
95°C 10 sec
woc | moe | 2 Step PCR
Cycle: 45
= 95°C 5 sec
56°C 30 sec (4&m)
- = RRBAFR: 25 pl

£y =R EF

(4) s “Start"®, FIARI.
(5) RRZEFRE, HIAGIFNGIRY &I FIMER ErRL.
FoERZEARES: 1 copy~1x107 copies (n=3)
Gl bz
Amplification Plot Standard Curve

Amplification Plot " Standard Curve

= A

WA e Wc D e B Mo WA ‘

_11_



Gl R

Amplification Plot Standard Curve

Amplification Plot Standard Curve

WO e e -

R 1 copyBIF IBHIEA NS NEIHIE,
£ “View Well Table"FIRIACHERIMGME AL 15K,

B31) Gl RNAItTAE H 2 AT aad DA N &a

»| View Plate Layout | View Well Table ]

SelectWells With: |- Selectitem - » | - Select tem -«
| Showin Table ¥ | Group By v |
L
#  Well amit Flag Sample Ma..  Target Name = Task 1| Dyes CT CTMean Quantity Quantity .. Quantity .. HIC
67 HI1 ll
68 Hi2 ]
68 A3 : Gl NTC FAM-TAMRA Undetermi
70 B3 : Gl NTC FAM-TAMRA Undetermi...
71 A4 : 1 Gl STANDARD FAM-TAMRA 41,636 41221 0.588 1
72 A5 : 1 Gl STANDARD FAM-TAMRA Undetermi 41221 0.588 1
73 A6 : 1 Gl STANDARD FAM-TAMRA 40.805 41.221 0.588 1
74 B4 : Gl STANDARD FAM-TAMRA 39.205 39115 0129 10
75 BS : Gl STANDARD FAN-TAMRA 39173 39.115 0129 10
76 BG6 : Gl STANDARD FAM-TAMRA 32.968 39.115 0129 10
77 c4 : Gl STANDARD FAM-TAMRA 35615 3558 0171 100
78 C5 : Gl STANDARD FAM-TAMRA 35732 35568 0171 100
79 C6 : Gl STANDARD FAM-TAMRA 35.304 3558 0171 100
80 D4 : Gl STANDARD FAM-TAMRA 32.078 3213 0.085 1,000
a1 D5 : Gl STANDARD FAM-TAMRA 32.041 32113 0.085 1,000
82 D6 : Gl STANDARD FAM-TAMRA 32220 32113 0.085 1,000
a3 E4 : Gl STANDARD FAM-TAMRA 28629 28.706 0.067 10,000
84 ES : Gl STANDARD FAM-TAMRA 28739 28.706 0.067 10,000
85 EB : Gl STANDARD FAM-TAMRA 28.750 28.706 0.087 10,000
86 F4 : Gl STANDARD FAM-TAMRA 25,446 25.496 0.061 100,000
a7 F5 : Gl STANDARD FAM-TAMRA 25,563 25.496 0.061 100,000
88 F6& : Gl STANDARD FAM-TAMRA 25478 25496 0.061 100,000
80 G4 : Gl STANDARD FAM-TAMRA 22173 22218 0.046 1,000,000
90 G5 : Gl STANDARD FAM-TAMRA 22.265 22218 0.046 1,000,000
a1 G6 : Gl STANDARD FAM-TAMRA 217 22218 0.046 1,000,000
92 H4 : Gl STANDARD FAM-TAMRA 18.838 18.92 0.072 10,000,000
93 H5 : Gl STANDARD FAM-TAMRA 18.951 1892 0.072 10,000,000
94 H& : Gl STANDARD FAM-TAMRA 18.871 1892 0.072 10,000,000
95 F7 : Sample 1 Gl UNKNOWN FAM-TAMRA 24932 24.934 0.003 151,414.531 151,211.266 287 461
96 F8 : Sample 1 Gl UNKNOWN FAM-TAMRA 24936 24.934 0.003 151,008 151,211.266 287 461

TEGIRMNF, 1 copyRItmE ML AR ERN=3 NI, F2MEmaH.

B T SR RO E 2R T B AR SR AT IE 2.

Sample 1B FICHE (CP) #24.93 (n=2) B, HREETEFIIE (CP) J1.51 x10° copies.

@ EFRFIENATERED

- [AMEXERTE FAM @IEA Y 1 ihLLAT

—>INEBSRTE, BRIREHIZF R ERMNERHTIRSRUER ., A RERH TR,
- ffEm (1 copy BRAN) i iEehLR

—S>HTEMERFRSE PCR R Cycling Probe BIiSHERE, EHXHITR N,
K o[ =t S

—>NoVIEMHE TR T, st I sER B RAPEEY). RN RIGEE S TER RN ;

BN FEEEMHIENER.



o
:\?ﬁ

SR

1) Kapikian A Z, et al . Viro/ . (1972)10:1075-1081.

2) Siebenga J J, et al. Emerg Infect Dis. (2007)13:144-146.

3) Oogane T, et al . Jon J Infect Dis . (2008)61:423—424.

4) Kojima S, et a/ . J Virol. Methods . (2002)100:107—114.

5) Director of Inspection and Safety Division, Department of Food Safety, Pharmaceutical
and Food Safety Bureau, Ministry of Health, Labour and Welfare: Norovirus Detection
Method. November 5, 2003, Notification No. 1105001 of ISD-DFS; latest version, Notification
1022 No. 1 of ISD-DFS, October 22, 2013

6) Director of Department of Food Safety, Pharmaceutical and Food Safety Bureau, Ministry
of Health, Labour and Welfare: Management Manual of Mass Cooking Facilities. Appendix
to March 24, 1997—dated JFH Notification No. 85, June 18, 2008—dated DFS No. 0618005 (2008)

7) Fujii K, et al . Jpon J Food Microbiol . (2011)28:139-142.

@ XEXm
Thermal Cycler Dice™ Real Time System Ill with PC (Code No. TP970)
0.1 ml 8-strip tube, individual Flat Caps (Code No. NJ902)
0.2 ml 8-strip tube, individual Flat Caps (Code No. NJ600)
EASY Dilution (for Real Time PCR) (Code No. 9160)
RNase—OFF® (Code No. 9037)

TaKaRa Ex Taq is a registered trademark of Takara Bio Inc.
RNase—OFF is a registered trademark of PureBiotech, LLC.
Thermal Cycler Dice, Premix Ex Tag, and PrimeScript are trademarks of Takara Bio Inc.

ArEmUERIZRRER, TERTA. WINEFTIZHIEF, TEERANTREANBR. HEmK

RERRE.

HKézTakara Bio Inc. PEIFAIENEME, FEFHE. FEHE. HE. O Takara™m, HEFH

Takarai= GFi B HIER T F RAEKET.

WMREFEZEMAGINT AN, BBREEN]. SAEBIINiswww.takarabio.com.

I ERAAR R IUEST T MM L EANE NI EK, R, THRFETIEE AT ARG 5
EEMRE.

FrEEMIET & BEnFa &N, BLENFRES I TEXEM.

AXHFHREHEEYHEAR (ILR) ERABENESIE, RIRAXFIESE Takara Bio Inc.®uh, A IEHE
FB Takara I, BN YERARBAVERANRFER R,




RAREHHREL:

0411-87641685, 87641686
4006518761, 4006518769
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