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/O74)IVA (NoV) [ F2EBBROEFELRRERTAIVATHY . Genogroup | ~ X D 10 DEEFEEIC
SEEEIN. & ME Genogroup | (Gl). 1I(GI). IV (GIV). VIIH(GVII. IX(GIX) ICTERET B EHTRBENT
WE9, . EFE. RdRp (RNA-dependent RNA polymerase) fEID—ER & Capsid fEIHD—ER (VP1)
D2 DDEFETY / LOEBAIBERE L. TSICZDOM|IADNTAIVADTITICRET 5T EHRE
ThE L, Thick Y. KD VP BRI THL. FASTAIVAEHEEETE S RdRp i
EEHTHIBIFE (dual typing i%) DABEEETNTVET,

AEEIE. RT-PCRICK Y NoV (Gl) RdRp S D—ER & VP B D—E % S L& T8 (579 bp) %18
1B 2HDHE. BLUPCRICKVEBONTIBRENDY —7 Y ADeHDTZAI—H5m5F Y
FCTY., AFY bEFERALTESNIBRENICH LT, Fv MBREOY—Fr VXTS5 —Z2RAWE
IEEESRA ATV, BONTIEREYE T — 2 N—X LR & DHEEIERERICE Y. NoV (Gl) D&
EFEHRETVET,

HKAFY PDTSAI—FEMVBTET, MRRERE =277/ /O71)VR (81 iR) J (EIRRE
FAZEFR (SMTE 6 B)) LRBROEHZBITTELT,

(&)
« 72 X7 v 7 RT-PCRIET cDNA &R & PCRIBIBD\E—F 1 —THATRT I 57céd. BET
ERICERIBZNET Z2DHBH T,
- PRIBIBICHEBGHE LY — T VY RATSAM—%&ty MLTHY. FICTRABWF
£Y,

<EE>

AF v MENoV (G) BEFEHNTSHDF Y b TY, NoV (Gll) DEMLFEHIFICIE
Norovirus(Gll) RT-PCR Kit for genotyping (81— F RC121A) ZTHIBALEELY,

. RZE (50 [E@4%)

(O 1. RT-PCR Mix (NV)*1 800 ul X2
O 2. Enzyme Mix (NV)*2 200 ul
@ 3. Gl Primer Mix (NV)*3 100 ul
4. H20 1ml
‘ 5. Gl Positive Control DNA (NV) 20 ul
(®) 6. Sequencing Primer F1 (NV) 7.5 pmol/ ul 50 ul
@ 7. Sequencing Primer R1 (NV) 7.5 pmol/ ul 50 ul

* 1 BBFEZHET,

* 2 BEREEEHET,

* 3 Gl Primer Mix (NV) IC&E N3 7514 <—I& Sequencing Primer F1 (NV) 5K
U Sequencing Primer R1 (NV) & CEZHITY,

. #’%E —20°C
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. v FUNCHEGHE. RE. B (TLEHL0)

(%]

- RNA Hi v b *]

T7HO=RTIV
Agarose L03 ITAKARA (&g 21— K 5003/B)
PrimeGel™ Agarose PCR-Sieve (81— K 5810A) 7z &

- DNA Z&5H|
SYBR® Green | Nucleic Acid Gel Stain (8@ 3— K 5760A/5761A) *2
IFYoLT7AIAR

+ 100 bp DNA Ladder (Dye Plus) (845 0— K 3422A)

- PCREMIFERFE Y b
NucleoSpin Gel and PCR Clean-up (& 31— k 740609.10/.50/.250) 7= &

% 1 BEAEHIE RRARE< Z 27/ BTEBBEEL,
* 2 1 SYBRGreen | #fEH T 2HSIEERADT 4 ILZ—HRETT,

[2RE]
+200 ple 20 ule 10 ul &4 70EXRY
RA7OEXNY FRF VT (BKET «ILZ2—1T)
s 7 HO—RTIVERIKENEE
Mupid-2plus (83— F M-2P) Iz &
» 0.2 ml Hi-Tube Dome Cap (85— K NJ200)
+ 0.2 ml Hi-8-Tube (& 3— K NJ300)
+ 0.2 ml Hi-8-Dome Cap (&g 31— K NJ301)
+ 0.2 ml Hi-8-Flat Cap (85— K NJ302)
+ T-100 FRffilF 8 EF 21— (Bio-Rad 1) % &

(125 )
- MERRE O
W=V
TaKaRa PCR Thermal Cycler Dice® Gradient (845 31— K TP600)
TaKaRa PCR Thermal Cycler Dice Touch (85— K TP350)
T-100 Thermal Cycler (Bio-Rad #1)
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IV. ERICELT
Aty M EERTIROIEEECTT, FRMICBTERHFLEETL,

1. BB . KF v b NoV DEEGFEHIBDF=HD PCRIBIFICERT 2H&ETY,
Primer DECHRIGEGFOEEPLKIE HEALE CTRICiE, BIETE
HWEEHDH Y ET,

2. REE: ARHIBRMERT2HDE LT BHROREREIH > THEELTL
EV, ERREIIEISFRICRS. RETIIREICAVHREFITS
FEZSURERZ AU T 121°CT 20 DM EMEVAREILIE, ScldRiER
B U LERTUEZET oo b, BHERORBRMERENE =177V
WOTHMELTLLEN, HERZRERET HRIEZEDKTHRLTILEL,
TI2RAFv 7 EOHERBRLGOSUICREIR. EENONES LUERIC
BT 2ERICR > THELTLIZEL,

V. BFLoEE

1. HEONTETS EEE BTHLOT A ZE—FTNFy TEBO. $2 IO
Y RIR—Y 3 VEBELTREL,

2. B— YWY TIRTSAR-—DRENEER (XU L7 —1) ORAICKYHEEIN
& EHGRENTEET R, RREDTLERLNSL XV L7 —EHNEAT BHH
BEMED DV ET DT, MEEBIRCLICT A AR—T T IVDFRERE LU AV ER
BE. BEICITHODIRZI D TLEEL,

3. RISBRDFRA S PCRIBIEEMDEFE T, RD4DDIT) 77Z2RE L. MENICIR
BT LEMELEY VILARE : TUT7DFICONWTZER), AV23Ix—Y 3
VREDFERREGVETDOT, TUT7 4UNTIFIBIRBENDA > fcF 21— 7 DREEAIX
BEHFTLIEEL,

OITVU71:PCREREBDFAH. DEZEITVET,

O I V7 2: BAEDFAR (RNA #HE) 2170 &E T,

O ITU7 3 PCR RIGERNHFE RNA DAINZTVNE T,
OITV7 4: EXUKENIT PCRIBIBENDERZITVNE T,

4. Y=< A 75 —DEIRWNE. TNZNORBOEIREGHAZICRE > TIIEEL,
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VI. &1k

1. #&&FH 50D RNA # (T 1) 77 2 TRiE)

RNA v Mk U iRfEH S RNA ZHH T 5,
(MRERARE< =27V /O74IVA (B 1) 15 RNAHH B8)

2. RT-PCR R

(1) RT-PCR RIGEDI AZ—= v 7 AN (L) 77 1 TEiE)

DEE (F{EE+ Negative Control, Positive Control) + a 9D SR %E K E TR L.

PCRAFa1—71C48 ul ¥ 29F9 %,

[T RIGZDRIGHE ]

H20

(O RT-PCR Mix (NV)

O Enzyme Mix (NV)
@ Gl Primer Mix (NV)

Total

(2) SROFM ()7 3 TE)

RNA # &% 2 ul 09 %, Fiz. Negative Control & LT RNA HHBRD KDY
ICH0 % 2 ul inA fz& M. Positive Control & L T Gl Positive Control DNA (NV) %
2 ulMAEEHEDEREY %,

BRI

ER-S

(3) RT-PCR RIGDEHE
UTDRHTRIGZEREYS 5. RIGKTHER. BIREYIE— 200CTRET %,

[PCR &M ]

42°C
94°C
2
98°C
48°C
68°C

2053
19
0%

5% :| A5 A7)
30 %

m#&. F1—70&F%ZL, BKRAEVYZOVLTHF—RIVFAI7 57—ty b

LHZINAF AR

& — K RC120A



3. PCRIZIEEMOFEEE (T 7 4 TRHE)

RIS T %, RIGROD—E %7 HO— X7 IVESUABINMHT % (2% agarose gel 75 &),
Positive Control & & UF RNA 3R Z AW B AT, 579 bp DIFREMHESN TV S
T EEFERT B,

M 1 2 3 M

. Positive Control

: RNA $H&

. Negative Control

1100 bp DNA Ladder (Dye Plus)

zWN—‘

2% agarose

X IBEARDZEIE. RNAHHRZBERINL C. BE PREIEZHE L {LELY,
BRI 7 IV R A L RT-PCRIETRIERD / AV A JVADEEZH LIBEICE. B
ZELT. ZTOBRD CED 200 KB THNIFE 4 FHMR. Ct{ED 200 ~ 260 THN
i 2 ERINL T RNA SR ZE AT Y M T 5 SIS NS EReEN D D & T,

4. PCRIBIEEWMODHER (T )7 4 TREiE)
BEXUXENCHERR LTci.. ¥ — 7 Y R Z1T D e IIBIREY Z R T 2.

[ BT A XDE—/\Y FHFONHZE
PCR RISBRD—EZRBWT. 7IVAVRAT 72—+ (SAP) LIFYXILT7—L |
(Exo I) IBFEDHECHEBIERZT D, BRUKBNTOMERKIC. HH KT DEIEEY
DiREEZERRL>TH,

[ IR GIBIEE A RO SNIHEE ]
BRAIE. 7HAO—XTILH 5B/ FZEEUX L. NucleoSpin Gel and PCR
Clean-up %z E %A L THEREZ1T D,
BRI, Axo DIRNEZRIE L. BONRBRIBREYDREZELT 5,
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5. PCRIBIEEMD > — 7 > AR

Fv MTEE NS Sequencing Primer F1 (NV) B LT, BoNTREIEREE DD —
7 AN (FrEEfgir) 175, WEITIS CT. Sequencing Primer RT (NV) &/ LEH
BIFETS & BEDEVWY—T Y AT—42H85N1%,

% O~ Y RBRIRICIE. BHSNAFBHEY—ERTTLI v o RY—4 Y RERIF DT
FIREHES LET.

(TLIvIRY—7V RENZRAY 558 ]
UTOREEMZ SRR, 1 DDV TIVICHET .

i S fERE
KR RUBIEEEY) 10 ~120ng
Sequencing Primer F1 or RT (NV) (7.5 pmol/ ul) 1 ul
H20 X ul
Total 15 ul

- MEBUEIEEY R 1 RIGICDE 10~ 120ng THELZEL,
AHYTIEDVWTERR2REEBRY ET DT &K 20 ~ 240 ng DIEHIBIEE
MHOREELIZYET,)

1 DORIGT TIVITDWT 1 DM Sequencing Primer (7.5 pmol/ul) & 1 ul il A
28X 15 ul/VTIVERBRSIGARWEE, TEECFEEL,

HEEMEEE D T TN TLI v RY =V AR 8 &F1—7 /96 V)b
TL— )1 ZTBREEL,

<ERS VT VA EMECBEETRET 5 LHABETT,

ZO0HBE. FY MDY= RBTIAR—IE 75 pmol/ul EEH>TVWET
DT, BEFEAEERAELTSERLLEL,

6. IEEECTIIRIRORA

FONTAGRETIERE 7 — 2 \— X EDES & DHEEMRE* Z1T00 NoV (Gl) DEfR
FRZEHRIT 5.

¥ I TFREDT—EAN—XTldE. &=HD NoV DEEICE DV GBI TN AIEETT,
Norovirus Typing Tool : https://www.rivm.nl/mpf/typingtool/norovirus/
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VI. FSTIWoa—F42T

Vill. #R:

PCR BIREEMIDME SNGELN,

« A0 LTz RNA R ICRISBEEMELN EEN S,
- RNAHHEZEERRL T, BEPRBIEZHHAL LTV, Bajic) 7IL2A
L RT-PCRIETRIEFD /AT A IVADEEZER LIHEIE. BRELT,
DEED CtEH 20.0 Kim ChHNIE 4 FHRIR. Ct{EN 20.0 ~ 26.0 THNIE 2 BFHR
L7 RNA diiiRZE A+ Y ciEl s 5 S BRSNS AL DY T

- D NoV 5 Gl TH 5,

— NoV (Gll) DEEFEHIRIITIE Norovirus(Gll) RT-PCR Kit for genotyping (&I — F
RC121A) A THRIELEEL,

TUT7HFIEONT

® ITU7 1 RIEAEDHERZR ST T

Ty71 R | 153 SRER PCR RISHDAR, HTEIT 5.
/ U7 4 (870 & 755 DNA IE— 5 E 5L
e AR N
(FU—RF) (=7 ||| mEAaz | @ TU7 2 BRORRIVY
HRIKDERIRL P DNA FBR%E1T S,

IVU7 2 BEORRIVUT

BEIGECTREF v EXY M ERET 5.

@ T3 . SEEDNAAEHST))
o DIEBHDRIGERN\DEEE DNA DFINETT D,
ZeFrExvb

® TU7 4 PCRIBIBEMEIURS T T

PCR RDIBREN = EXUXBN T 21551 T
72 3EREBBANETITO

TaKaRa PCR Thermal Cycler Dice® Gradient (845 3— K TP600)
TaKaRa PCR Thermal Cycler Dice® Touch (85— F TP350)

TaKaRa Norovirus(Gll) RT-PCR Kit for genotyping (8% 31— F RC121A)
TaKaRa /O VA GI/GI #H =+ v + Ver.3 (81— F RR298A)
TaKaRa gqPCR Norovirus (GI/Gll) Typing Kit (84& 32— K RR250A/B)
TaKaRa qPCR Norovirus (GI/Gll) Typing Kit (1 Step) (45— K RR262A)
0.2 ml Hi-Tube Dome Cap (8& 31— K NJ200)

0.2 ml Hi-8-Tube (&&3— F NJ300)

0.2 ml Hi-8-Dome Cap (85— K NJ301)

0.2 ml Hi-8-Flat Cap (848 31— K NJ302)

NucleoSpin Gel and PCR Clean-up (8&3— K 740609.10/.50/.250)
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X F&

- AYRIIARAHETT . £ b BMNDOER. BARIENCIFERLEVE S TEEL
TV, Ffeo BA. bR REAREFL LTEALGVTIREL, BERBRAIEICK
DRETZEEICELT2AZ N\ T H/ARHIE—TDERZAVE EA,

* BATNAFDERZFTICHMOBR - FE. BR - BEDLHDYE., BAMMOE
EICERT ST EERELEENTVET,

c DAL VRICETZBERIIEHV T TAZATETELLEL,

+ Thermal Cycler Dice (&% 5 5 /\A A #{=#tD. SYBR IX Life Technologies Corporation.
DBFREIRTT . PrimeGel 1E2 AT /N1 AKARHDEIETT, ZDM. AFHAZICE
BINTVERHEELUERLELEIE. SHOES. FEBFEEHD L ULRERD
EIECTHY . TNLIEFEFRBEEIREBLET,

HAICODWT ORI EBEEVEHbES
TI7ZAIVYER—=FS14>
Tel 077-565-6999 Fax 077-565-6995
7794k https://www.takara-bio.co.jp
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