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AEGIE. UTIVE A LRT-PCRAEICKYFREIOF T AV (SARS-CoV-2) DR/INA Y 2N EIC
HONBEEDIBAS2REEEFER (70O bR A T HEK) O 452L ZHAT 2HDT 51/ —-
7O—7TY, U7 )LRA L RT-PCR & Z SARS-CoV-2 Direct Detection RT-qPCR Core Kit (81— F
RC330A) LDfEHEDEICELY .. 24 LY MEEHRIEETT,

L452RZRIE, FHEDOF VA IVADRAINA I 2V IN BEGFICREIEBEBRICKE T I/ BER
TY, LAS2REBREFDEBEMKITIEZ. 7V F#%B1617. AU TA4IVZT7#B1427 HXUB14297%5 L
SN TVWET,

¥ ABROBBICH > Td. BE/N—AKERER ANE—HRICEBWNEEE L
[BR]
CFROOS VA IVAEREF Y b (Direct) (SARS-CoV-2 Direct Detection RT-qPCR Kit : £
J— F RC300A/RC30JW) ERILRSRZEHALTVWET,

- RNA BRI AE
YTV EFMEBEEEDREREBINIET BT OBGREFINEBTY 7 IV R A L
RT-PCR \DFNARZ AR TEEXT,

- BAED SR E T 1 BFRELIA. FURICH]ERTEE
FRERSRIE. BTAUEEANG 5 9. ) 77L& A L RT-PCR H44 50 D DAREHEREE T,

(BExRETO—T15H ]

TR HXT R 70— JEH
452L wild FAM (LR—%—) /Z—=00TVFv—
L452R Mutant Cyanine5 (LR—%—) /HA—=0 0TV Fv—
. W&
Primer/Probe L452R Ver.2 10 X 300 ul
¥ HAER T O—TEBATWSIo. BEHICEELTIEEL,
I &= —20°C
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. ARBUMHELGHE, HBE. H#SR (FEH0)

(%]
« )77 U2 A [\ RT-PCR 5%
- SARS-CoV-2 Direct Detection RT-gPCR Core Kit (85— K RC330A)

« > O—JU RNA
- Positive Control RNA Set (L452R) (85— K RC373A)

[%2])
SRATAERY b
CRAZBERY MBF Y T Bk 1 ILE—(H)
CUTIVEA LPCRADF1—T %

[ 1425 ]
< U7V A L PCREZE (FAM/Cy5 ZEHAI8ERE D)
- Thermal Cycler Dice® Real Time System Il (Cy5) with PC (8% 31— K TP990)
- Thermal Cycler Dice Real Time System // (8&h 30— K TP900/TP960 : #£5%)
- Thermal Cycler Dice Real Time System Lite (&g 31— K TP700/TP760 : #£5%)

% TP900/TP960/TP700/TP760 &, Cy5 A F 3> 7 4 IV Z—DBIMHDARETY,

Filter Unit (Cy5) for Thermal Cycler Dice Real Time System (84& 31— K TP803) *
Filter Unit (Cy5) for LED (845 3— K TP703)

- CronoSTAR™ 96 Real-Time PCR System /1) — X (8§ 10— K 640231/640232)

- CronoSTAR Portable Real-Time PCR System < 1) — X (&5 0— K 640247/640249)

- CFX96 Touch Deep Well Real-Time PCR Detection System (Bio-Rad #t)

- LightCycler 96 System/LightCycler 480 System Il (Roche Diagnostics £t)

- Applied Biosystems 7500 Fast Real-Time PCR System (Thermo Fisher Scientific 1)

- QuantStudio 5 Real-Time PCR System (96-well, 0.2 mL block) (Thermo Fisher Scientific #)

* L FHRIIEAE THERVEDESEEL,

IV. ERICELT
AR EFERTRBOFEEIETY, FHRNICKTERHF LT,

1. ERE/
ISR AHE T,

2. BIERER
AHURBETA IV REBLFERHET 2HETH B cH. BEEDOEVWRELLI N1
IWAZGE T BAEEEDHY 9, Ffe. Primer/Probe OEFINICELTFOEREP
KB/ BADE CTRICE. METERWVBELRHYET,
(RIMERICKWRETAHBAICEALT. 2H N\ AHAHIE—TDOEEZEN
FHho)

3. BZE

ARIBRRLEZETSEDE LT BRERDEEREIM > TRELTLILEL, £
EXFHIEIEITHFRICRE, Y TIVERBREICAVCRESRREAS RS Z A
W 121°CT 20 U EMBRELIE, SIS REIERES b U LR CRIEZIT2
feb. BIEROBRRMEZNET — 217 ) VIO TIBLTLEEY, HEEZRET
BEIFZEBDKTRLTLIIEEN,

TSAF v B EDHERBGSCICHREIR. EEMOWES L UERICET 575
ISR THELTLIEEL,
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V. #BFLoEE

1.

Primer/Probe L452R Ver.2 (Z7Af#R#%. K <EEL. BKCREV ATV LTHE TER
fEEW, FER%IE— 20°CIRELTLIREL,

. AEODFETO EERBTHLOT « AR—FTIVF v TEBV. TV T7IVEDD

VRIF— 3V ERIELTIEEL,

A— U7 T70—-7 To2AI-HIREBIEER (X7L7—1) OEAILK
DRBEND L. ERGRENTET A, EREOTPERNSH XV LT —EH
BAT ZEIREMEDD Y LTDT, FEBRCLILT A AR—FTIVOFRERE LU
RAVERGE. BEICITODIEZIL>TIEEL,

AVZIx—Y a3V, )7 IV E A L RT-PCR RIGEDFHEISEIEBICT )
TRFLT, MENICRMT 2 EEZHRELET., IXHE: TV 7OV =
TEBEEEL, EDTUTICBWTEH. BIEENDA S fcF 1 — 7 DFEFIZEEITT
IEEL,

AEMCITBERISEREZ ) 7 IVEZA LTI céd. RIGEDEREN)Z BXUXE)
FETHEINT 2REEHY) T8, RREADKEDIAVZIX— 3 VREDRE
EBRVETOT, BREMZF 1—THSWMIET T LIFHEPHIEEL,

)77 IV 2 A s PCREBEDER Y KNI TNZNDEEDEIREHAZITHE > TLIEEL,

AE@IE) T IVZ A LPCREE TCORENICK > TREHIEZITVET. U7ILEA
Ly PCREBENDETE Auto HEEDELE IC@H GH o fcima. RHUEDRRICEY £,
BEIGCTY 7))V 2 A L PCREEDEHREHAE ICIEL. Manual EREZ1T2CLfE
_SL/\O

D71V ZA L PCREBDHIEICK > TE KRR EDERRHENBEICENELDHE
HHYET, £target ZEFFHCERTY 5 EFEDBIRBEIRDNE CRRENDHEIE
KRR T target ZRI R ICRRERTHT L TSEEL,

VI. %2 7IVOFERICDOWT

SARS-CoV-2 Direct Detection RT-gPCR Core Kit (& & 3 — F RC330A) LfAHEHE
Direct A CRMEY 55HEld. REBEREZTVELADT. 2VI\VEBEHEIPIZ/—)V
EEEGARICH Y TIVERE LTHEE. PR RIGICHEERIFIEIREEL DY £, &4
ZIIRLCTARRLEDESY (PCRIAZEDERELG L) ZHFllcHR L LT, A¥aET
FERCIEEL,

(&% ]

B Primer/Probe L452R (SARS-CoV-2) Ver.2 |Z¥584 RNA > 7LD S DB T
fEFAPIEECY .. RNARERZIT O, RED IVI-1. GiE (REOEZHE) | %
HEY. VI-2. U7 L2 A L RT-PCR RIS 3) R DA ICBWNT. 6 ul DR
RNA Z 3 FEDIAZ—Z v 7 AITHRIMLE T,

+ Primer/Probe L452R (SARS-CoV-2) Ver.2 % One Step PrimeScript™ Il RT-gPCR Mix
(85— F RR600A/B) L#dH+EDE T RNARBRATRIET 5T LEABETT,
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Vil. #{E

SARS-CoV-2 Direct Detection RT-qPCR Core Kit (&& 31— K RC330A). Positive Control RNA
Set (L452R) (g 01— N RC373A) LHEAFEDOE TERAT 258 DRIEEZUTIRLETD,

VII-1. #iSLR (EEDf§Zii) (BSL2 REREATRNE)

1) Y27V EFBHAZEDRE (REF v EX Y MRTER)
MY TIVEPDD qPCRAF 1 —TEBET %,
(2)gPCR BF 2 — 71T Solution A % 4 ul 2979 %,
)R DPCRAF a2 —JIcH > FIbAE 16 ul FZML. BEIOEXY 71 VI TRE
95 (Ffeld. Fa—TDEE LIEEICZVYEVITREL. AEVEA VT 3),

[1 RIGHDEER ] fERE

Solution A 4 ul

Al 16 ul

Total 20 ul
XPMBDRIGREZIE. 40 ul ETRT—IV7 v TRIEETT,
[BELEDFRER]

RELDELDT. Q) DAT v 7T Solution Ak, Fa—TBEDTOAHICHEL
TLREEY, ZO%. Q)DR Ty T TH 7 IU% Solution A LA L & T AITH
Mml. ZOFEHEERY T4 VT LCARERE (X, Fa—TJDERELE
BlIBYEVITREE) LEY,

> |\ »

2) qPCREETLUTORLIEZTT S,
95°C 543 (= 4~10°C*)

* L MNBARERIE EPHITUT7IVEZ A LRT-PRRISZRIELTLIEEN,
AIEED AR ZE —FREFT 5551E. KEFRIF4CTRIFLTILEL,
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VII-2. U7 )b% A L RT-PCR R

(O FE—IURISIZDOWT ]

EROHEEIELITS . Negative Control. 452L Wild Template. L452R Mutant
Template M 3 EEDO Y FO—IURIGEIT O TLIEEL,

Positive Control RNA Set (L452R) (8F 30— K RC373A) =AY 335515, UTDRKE
)77 JV2 A [s RT-PCR RISDFHERE L TAHRMLE T,

Negative Control (NC)

Negative Control 6 ul
452L Wild Template (Wild)
Positive Control RNA (wild) (1/100 &FR) * 6 ul

L452R Mutant Template (Mutant)
Positive Control RNA (L452R) (1/100 &%) * 6 ul

* 1 2 ul @ Positive Control RNA [Z 198 ul @ EASY Dilution (for Real Time PCR)
ZMATHAB LI 1/100 BIRRZEALET (AREREAR).

1) U7 IVRA LRT-PCR RIGERDY AZ—Z w7 ADAE (L) 77 1 TRHE)
LUFOERT. BB (> 7L+ NC. Wild, Mutant) +aDIYARZ—Z v I X%
KETHABT B,

[ ROX Reference Dye Z{#f8 L7z MEA *1]
[1RIEPDDIAZ—Z v I X ]

Bk S fERE
RT-gPCR Mix 15.0 ul
Primer/Probe L452R Ver.2 (10 X) 3.0 ul
RNase Free H20 6.0 ul
Total 24.0 ul
* 10 N REE

- Thermal Cycler Dice Real Time System Il (Cy5) with PC (8& =3 — K TP990)
- Thermal Cycler Dice Real Time System // (83— K TP900/TP960 : #&7%)
- Thermal Cycler Dice Real Time System Lite (8§ — K TP700/TP760 : #£7%)
- CronoSTAR 96 Real-Time PCR System </ 1) — X (83— K 640231/640232) *2
- CronoSTAR Portable Real-Time PCR System /1) —X

(B 5FH3O— F 640247/640249)
- CFX96 Touch Deep Well Real-Time PCR Detection System (Bio-Rad #t)
- LightCycler 96 System/LightCycler 480 System Il (Roche Diagnostics £t)

% 2 D IRVEAEDEEMIE. TCronoSTAR 96 Real-Time PCR System </ 1) — X#21E<
Za7I =0+ U4/ )VR (SARS-CoV-2) BEBHER T A< —+ 7
O—7&R@EHERA— 1 (ZHTN\AFDA > Z4 0 hHZOT TR &TBEL<
EEL,
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[ ROX Reference Dye Z Y 14 *2]
[N RIEADIAZ—Z v X]

BiE S fERE
RT-GPCR Mix 15.0 ul
Primer/Probe L452R Ver.2 (10X) 3.0 ul
ROX Reference Dye Il (50X) 0.6 ul
RNase Free H2O 54 ul
Total 24.0 ul

* 21 N RIEAE
- Applied Biosystems 7500 Fast Real-Time PCR System
- QuantStudio 5 Real-Time PCR System (96-well, 0.2 mL block)
(& %12 Thermo Fisher Scientific #)

CEE] UF2). 3) ORFRIERERTITOTCLRLEN, KETHISE UTILEA L
RT-PCR RIGEERDBEZLIC L) EAREICRKEZRIFIIBEDHIET,
ARRIERPOCRISZERMIE L TLIEEL,

2) RAZ—Zw I AD53FE (L7 1 TEHE)
QPCRADF 1 —TITRAZ—Z v I A% 24 ul $D2793F7 %,

3) SEOFM (T 7 3 TEiE)

Al D BTRIEEDARE 6 ul DELL. T 3,
a bAa—)b i NC, Wild, Mutant D&R%E 6 ul HMN9 3,

4) )7 V2 A L RT-PCR RISDRKE
UTFDRGETRIGERET %,

CER] RISEICR T F1—TRTL— b Z2RAEVE DY L. RENDRISRDTE
PR ENWT EZHRLTLLEN, [AHLH S L. HARBICKEZR

BIHmanb) &I,
<RISSHE>
(1) FEE R
5C 5%
95°C 10#
(2) PCR: 451 7)L
95°C  5#

60°C 30 # (EJEARH : FAM/Cy5(/ROX))

% Thermal Cycler Dice Real Time System Il Tl&. Speed (& Fast Z3&R L. f#Fd %
BRICIEAREABIE " OFF [T LT 2L,

% Applied Biosystems 7500 Fast Real-Time PCR System. QuantStudio 5 Real-Time
PCR System Tl&. Run mode/Ramp speed % Fast [CFRE L TLEELY,
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Vill. #E

RIS T #%. BIRIREHER L. B/ A—2D0BYTHD T LEmRB L2 CtiE

=BT 5.

* 1 BITAEIR. SERDY 7R A L PCREBOERAZ % c8BEEL,
* 2 ARRER T, DI OARBHELDRTEDHYET, 9. JbO—)b
RICDERAESE(CEY)EMBICRRMEZEREL TLETL,

[y FO—IVREDHIE ]

FAM Cy5
(452L Wild 1 H3R) (L452R Mutant #&H )
Negative Control Nt N i
452L Wild Template Ct=30 T
L452R Mutant Template AR Ct=30

+ Negative Control (&, FRHTH 2 L=ZMHERT %,

CENBHEINBEIF. AVZ2IX—Y 3V ORVDH D, RISKRDFASIZHL
BRERZERR LIS A TBRIGZEIT .

- 4521 Wild Template I& FAM T E N, Cy5 TREEINGWT & & HERT 5,
- L452R Mutant Template (& Cy5 THRH TN, FAM TREITNGEWT L5 HERT 5,

4521 Wild Template ¥ L452R Mutant Template B IE LLSEE TIRE T hEWIEEA.
ASHDERETY 7 VR A L RT-PCR BNEBITITHON TRV, BRIEZTTI,

[ FILORIEREROUIE ]
FAM ©y> 7
(452L Wild #H ) (L452R Mutant & H %)
Ct > 40 oIS, Ct= 40 L45R ZERH Y
Ct < 40 Ct > 40 E X TR (Wﬁfﬁ@b)
Ct> 40 TR | Ct> 40 Fola g HIEREE

+ 452L Wild #RH3R. L452R Mutant iRt Ct > 40 LI MRETH 2 iz a1

HIEARBEL 5D, T8 PCRIRE T SARS-CoV-2[ZTH BT LR LTV TV
ZERA LB, RERRUTHSWVIIMBOERDPIREMD D 5, SARS-CoV-2
DBENRERDY > TV ER LIBE(1E. SARS-CoV-2 BRMEDRIREMN B 2.

LHAZINA TR 8
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IX. =B

Positive Control RNA Set (L452R) @ Positive Control RNA (wild) 85 & U Positive Control RNA
(L452R) = EEAR L. 1 RIGH Y 0 (Negative Control). 50, 500, 5,000 1 &°—# &7
& LA LIS EDRIGHIZE LU TITRY,

(qPCR Z£i&I& QuantStudio 5 Real-Time PCR System % {£/)

<#5HI> Positive Control RNA (wild)

Amplification Plot

ARn

0.0 — ™ —r

2 4 6 8 10 12 14 16 18 20 2 24 26 28 3 2 34 3 3B 4 4 4
Cycle

M wild W L452R ]

<§EHI>  Positive Control RNA (L452R)

Amplification Plot

0.80
0.75
0.70
065
0.60
0.55
0.50
0.45
0.40

S 035
0.30
0.25
0.20
0.15
0.10
0.05
0.00 o
-0.05
3 4 6 8 10 1 14 16 18 2 2 2 2 3 % % % % % 4o o
Cycle
M wild W L452R ]

2AZINA F AR 9 S — F RC346A



X. R :TU7SFIcoONT

T TIVDOEIFNIE, BSL2 RBREDREF v EX Y FRTITVET, £foo FELNETT
BZETIIBREAMERTZI5ENHYEITDT, BSL2ZERBRENTEBL TS ZEL, UTILE2A
L RT-PCR ISR DBEUE BSL2 RERZEAN TITOLEEH Y ELANEHEANDIVZIX—T 3
VBAEDS. TUT7 1 ETVT73DORRITETHIEELBDLET,

OITU71:PCRRICEHEDHZRS T 7 (FEREEDFFE5AHEILE)
OITV73: ElCHERREERSTIT

[BSL2 REREANTINTCDEEZEET 5355 ]

Y71 IU73

HEANE AL

(Z)—XVF) (Z)—RVF)
BSL2 RER=

gPCR > 7 )L OFALER
®iE (BLFrEZVH)

. ReEFvERY MATH Y IV EHMERRZRET 5,
qPCR & & CRLIBRDENIBZ1T S,

TUT71D7 )=V FTUT7IVEALRT-PCRRIGDIAZ—Z v 7 A &R,
U7 IVEZALPCRADF 21 —TE & T L— MTHET S,

TY73D7) =R VFTCRELIEIRAZ—Z v AICHHLBEDARZHINT 5,
Control Template DFMET V7 3DV V=XV FTITD,
qQPCREB T 7 )L 2 A Ls RT-PCR &£ LT 5.

whn =

AR

[ BSL2 REREA CHIMMEE TOREZRIET 5555 ]

________________________________________

U7 1 qPCR 973
SHEFRA e FEELANA

(FY—=RYF) (HU—=RYF)
BEORBEIUT

BSL2
qPCR i%ﬁg B> 7 IV DRLER
ég (HeFrERVP)

________________________________________

< BSL2 REREANT>
1. BSL2 %%ﬁi?\]@tzé#v EXxwv FRTH Y T ILERNERREEET 5,
2. BSL2 REEZEAD gPCR B CHIIERDEILERETT D,

<BEDEERT' 7 T>
3. TUT1 D)= RVFTUTIVAALRT-PCR RISDYRAZ—Z w7 A &FFABL.
7 )W2ALPCRADF1—TFeETL— MIDEFT 5.
4, TYT73D7V)=INVFTRELEIRAZ—Z v AICHEBEDREZE FINT %,
5. Control Template DFMMETY 7 3DV )= NV FTITD,
6. QPCREET 77 IV RZ A Ls RT-PCR ZRMEY 5,

2AZINA F AR 10 S — F RC346A



XI. BIHERS

SARS-CoV-2 Direct Detection RT-qPCR Core Kit (85 0— K RC330A)

Positive Control RNA Set (L452R) (&g 1— F RC373A)

SARS-CoV-2 Direct Detection RT-qPCR Kit (8453 — K RC300A/RC30JW)

Thermal Cycler Dice® Real Time System Il (Cy5) with PC (83— K TP990)

Filter Unit(Cy5) for LED (84§ — K TP703)

CronoSTAR™ 96 Real-Time PCR System /1) — X (85— F 640231/640232)
CronoSTAR™ Portable Real-Time PCR System > 1) — X (&5 10— K 640247/640249)

XIl.

Eﬁ;
ot

- AEURIIHAZASRETY, b b BMANOER. BRZETICEFERLEVNEL S TFEL
EEW, £fel BR. bR REASRSFE LTERLEVLTLIEEN,

c BATNAFOFEGRERTICHRAOBR - FE. Bl - BEOLOHORE. BHRMMROD
BLEICERT AT EIEBIETNTVET,

DAV RICETBBERIIERT T THZOTETELEEL,

+ Thermal Cycler Dice I&%2 /15 /\1 A HHA S DEEREIZ CTY . CronoSTAR. PrimeScript
WERAZNAFHERRHEDEIRTT, ZOM. FHAZBICEHEIN TV IRHELE KU
EmaG L. SHOBEE. £EBREHFE LJIIKREROBIZCHY . Tho5EE
FrEEICRBLE T,

HAICODWT ORI ESEEVEhE S
TI7AIVYR—= 314>
Tel 077-565-6999 Fax 077-565-6995
7794k  https://www.takara-bio.co.jp
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