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[1] [FC®HIZ

AERE. BFERRFLELTHOND Y ILERS ., BGEHNEXEGE. FFAED
BIEFETILFILYI R PCR ICTHEIEL, EvaGreen®®H & F % AL\ 2Rl fZEh iR A7
MIZEYBRETEX9NTT . RERERNSZEIZKY, 50 BEORERAEET—ILLT-
BAETHLESEAELRFULDORETHRETAIEMNTIRETT,

T—=ILRINFTUYIRX PCR ZIZKDBREBREDAI) =V T DIRE

SILERS, GEHMEXRGE. FRARICKLIBHREFTHN-6H. KEFEHERT
IR EEERNREL-BRERBEEEPRMICITIZEAERFEDITONTULVET ,
BREEGEZNRETIEEGREEOHEEZENEL-REREDIGES. TOEMH
(L 0.1%UTTHY ., RKEBAHMNEETT , COXIHEE. RAET—ILLTRYY—
ZUTETVN KB DEREBRAEEEEDTHETEIEABUTT  RYY—=4
T LGS =T —ILIZDVWTHEA ORAEIEEEZTREL. BHERAZTHIELET,
BEZT—ILT 5L BHEBRIKIIEERAEICEYFERSNETITA, A& FIL. 50 FEE
TOREBRAFET—ILLEBRAETHNIE IEBEZLAZLULORETHRBETEIEN
AIRETHY . REDHEEICEE#RIZLEFE A,

T—IL-RILFTLYI R PCR ZEZETS5FIR
MBEEHHIZI0~BNIEEDEERAZHIETEET,

REGRERAWNRI—=VJ EHBEE TR T TEEI DT RELHIZ 90~95%
BEDREEFHIETHENTEET, EHEEL-T—ILICEEFNIRAIL, BRI
EEEAICTRELBERAZHELET,

(2) FBAEEDRANZEZ 10 9D 1 UTICERTEET,
AREAERAWNERY)—=2 5 Tlk. 900~ 5% IRENIEMHRAETHETEET DT,
IEEETRETIRERZH 10 90 1 LLTFICIERTEEY,

QB HEAIEEICEYET,
AERF E—VDBRBIZKYHEZITVET ., TDH. I0Z—DBEDOBKIZEK
SHEICLABHREICITAET

TR
(DAEGRZZMBIVBRBRBREECEIFERALEN TSN FE R FERKRZHETEHY
FH A,

Q)FHBKZEAVTRY)—=VJETIRDBAEDT IV BD LRIF 50 BRETY . O
FHLBEAMIDBRHBREZLLICRBEESNT=DTY . S0 RBEERIST—ILETO
A==V T [FATH0ENTESLY,

RIAHADEAICH-->TIF ERETO—BROIEEHRZHMTL. RLICHELTES

LYo




[2] HEAT

AERBIZIEX LTORENEENTVLET , AR A TIE. PCR 480 [H45.

T— LB, BR{EARIK 24,000 & AFNEREETY,

mBBLIUVAE INILDE *RF 5E
. -20°C 9.54ml
PCR Master Mix KE SR 7 (1.59m X 6)
10 x Primer Mix Ba -20°C 1.2ml
75YI)LDNA JYas5—E€ - 0
(UNG) e 20°C 60ul

50 &K

PCR Master Mix
- R/ S 77—, EvaGreen®, dNTPs, Mg® . DNA 7R AS5—E R U, $i DNA 7R1J A
S—ERBGEESOTLIVIRBRTT,
-ARH L (ZE&E EvaGreen®lE#kE Biotium Inc. ANEFHFEEBLTULVET, BIEHIL
Biotium Inc.LDE D HLEAHRZERFTELTEYFEI DT, BEHRTDIMEURE
HIXBEHYFEE A,

10 X Primer Mix
-HIILERS(nVA EEF) . BEHMEXBE (VT EiaF) . FAHR (ipaH EIEF)
EINWFILYIRTEIBTELETS5AY—4EATLET,
-PCROMEEIZLAAEMNZREET D=0, AEEZEZEIFO—)L DNA B LU RER
A MO—ILEIERTS/Y—%2&8ATWET,

53 )L DNA F)as5—+ (UNG)
X)) —A—N\—FEL-EIREME BT SN AIREE ISV ILDNAS )OS
—E(UNG)ZEHFT,
Xl ) —F—/N—iF$ (L. PCR TERBLI-IEEEMZEXREILIED PCR RiGHiKIZ
BALTLESICETY . BEALIIBIEEYZ SR ELTEENRIS=O. AEHED
BRRERELGYFET, RELR TIX, UNG 12&Y. 10°~10%copy/ RIGIEE DR A LT-1E18
EMEREL. AEEERIET 52N TFEETT,

AESDORE. FHICTONT

B EFE®IE, -20°C TREL TS,

-FRRFE. MESEE. RERAL. BREESICHE L L TITHERES
LY,

'ﬁﬁﬁ&li BEBEFZELTRELTESL, 10 B EDEERFEORYIRLIZ, ME

[CREENGNEEERLTULET,

-PCR Master Mix IZ2W\ T, X BETHS EvaGreen®F&H %3, EvaGreen®

DHEILBEZHCTO . REDFITESLL TSN,

-2.-



[3] HEDENHETZLD

AERZOMIZ, LT ORE-#REEIRAELS,

e HESR AL AR
J7)LBRA L PCR &&
E—~JOvs 1.5ml Fa—T% 95°C LI EDINEIEMN A RELZE D

a0 o B

12,000rpm Di=IDLA AT EEZ LD

AEVF U RINEID

S

5.0m Fa—7

O PANIEA0))

PCR AL —bERIEFa—T

JF7ILEAL PCREBERDIL—b, F=EFa—7

1.5ml Fa1—7

TA4yAERYL

Fy

T4 EA—FTDED

A 7K

[4] BHSNSEEERHSNSEET

EiE AT B

HILERS invA MERDHFEIXTEEFEA

o 1 VTL VT2, VI2vha, VI2VOb. | b e i (5o st A
VT2vpl

T ipaH ipaH #3 DIBERAMXE

EHIRHLET




[5] BER7TE
EBREEF )T T R E SIS RSN b OEEALET,

(N REREDBREDFR
Ti ABULWTIIODOFETT—ILBEREERLET.

A BRIRZLIZBEARZERLTHT—ILTEHE
1) 1.5ml Fa—TITHBEK 50ul #EVYFET,
2) RBEENCEEZELTHRE. H)OFa1—TITRERL.1-2 BELIKRILTYIX
LET.
3) BERKE 10ul F2HLLY 1.5mI Fa—T 1 RIZESH .50 K T—ILLET,
(BERAZEET—ILLELTESLY)
4) Fa—TD51=Z%FH®. 2~3 EERELIEM. FIEEBRILTYIRLET,

50 BRIRIZHET=HEWNES (X, T—ILEROEEHD 5004l [2HE LS. 3)DT—IL
L=&RISREKEMA TSN,

B UEDDRICZHDEERAEZBRALTIT—ILTHAE
1) 5.0ml Fa—TITHEK 2.5ml #&EVFET,
2) REEIOEERZIRE. ZEEICMEZHEL. 2-3BELTLET,
3) MBEF 1)DFa—TIHEL.2~3ELETLET,
4) 50 EDEEIZOVT.HLWVTEZFEWNGLS 1 KOFa1—TITBALT
WEFT,
5) Fa—T D51, 2~3 EERELEF., £IXEBERILTIIRALET,
6) 5)D &% 500ul ZHLULY 1.5ml Fa—TIZBLET,

(2) hnErn R, =il 5 B
1) 1.5ml Fa—TIZA-=BEK(T—ILLI-BEK) % 95°C 5 nMMBALET,
2) 12,000rpmx 3 73fE BDDBELET
3) = EF 2ul ZMBNEBFEFERAHRELLTERALEY,

ER L BIZPCRZEZTHLVGS [LEBLTREFLTZEW M BRIRERFATRTI AN KR
BIZTEALESL,

AT BHRRIE. RhfRE . =0 5B (12,000rpm X 3 43fE]) Z4TLY . SEALIESLY,

INEMEZLTOEWRERIIRTFTEETE A,



(8)PCR it i# DR
1) FFELTWSRETTELITHAELET.
2) FAMLTIHEUVMRICLGN G, BB THRITEHLET .
3) BKREVAIULTHF Y YT DEIZTDNVTWAREEZRELFET,
4) 1 &m&;r_uuwn/\ NHBELEGYET . VERLED 1 EIELEET
TARA—ZIVIREHRBLFET,

FRE0 RES)
PCR Master Mix 15.9 ul
10 X Primer Mix 2.0 pl
UNG 0.1 ul
ait&RE 18.0 pl

5) YARA—3IYHR% 18ul § 217 ILEA L PCR RIGTL—b, £ EFa1—TIZH
FELET,
6) MELIEERERFR(P4) DLFE 2u T OFRMLETS,

(4)PCR. BhfZHh#RARAT
YT ILEA L PCREEBICTUTDYAYILEHETPCR, R IREITEZITOVET .

ATv7 mE iedis|
UNG R 20°C 10 &
PEAZ 1% 94°C 2 4
PCR*! =i 94°C 10 #

7=—UJ>4  55°C 15
40 cycles
(docycles)  fmg 68°C 30

RbEZERERARAT 60°C~90°C *?

ALY ILEHIZDNT
EERYAIILHE R TESIE% Bio-Rad MiniOpticon™, Applied Biosystems®
StepOnePlus™ [CTHEELTWVET . AT S 7ILEAL PCR EEIZKHT.
YA EENELDIGEENHYETOT, MR TIZHILSAVFETH
FULEHE TS,

2 ERARRBERERAT D T —RAUNER A M DNV T
LR IRARAT DT —FUERAUMNE ERT BT ILEA L PCR KEIZKST
B Y%EF, Bio-Rad MiniOpticon™ TI&. 0.5°C/step. Applied Biosystems®
StepOnePlus™ Tl 0.3°C/step IZERTEL TSN,
ALEERRIRICA - DENRONT-IGE X, T—RRERA U & DH S (0.3°Clstep
LUT)ZETHETDIELHYET . TDIHEE L. RAEMERETOABEITOT
Q=AW



[6] HITE

(ME—VRHEERE
AEGTE UTORICSRIE—VRESHREICEN T, AFREE—VLBEE—
IHRRHENET  BHSNE—IDEE (Tm ) IZE > TEEZHELET,

E—YRE" HILERT BB RS
RERIZHE 69.0°C <Tm {E=<73.0°C em o do . N
HILERS 73.5°C <Tm {E<77.5°C . ‘5
BELHMEREE | 78.0°C <Tm fE=81.5°C E
TRFIE 81.5°C <Tm {E=85.5°C T v

B E{E (L MiniOpticon™ (Bio-Rad #t) TOBIFEETY ,
BIEICKS>T Tm ENFTE T HEELRHYET . COZE(E. = : : : : ;
MEMEED Tm [EEHHL. 71°C EDREES . FABH S
LizfEEE—2BELL TS,

(—HDEETIE. FTBTELVWGEELHYET,)

(2)BREHR
RNEIZEE SEEDE—VDEFEIZL>THIELET,
HILERD
MEMEE | BEHOEABE | RERECRTRE
_ . I,

Pt R S TREIRET EBYET,

o i LR
S LA ENBEA DRAER IS ELET .
e

" - BN REET ORIEAEST. NIELD BIEAEE TS
BN BHRBYET . COBEIRBELEELET .
S LITAENBEA DRAER RIS ELET .
HETEE (RSAETLTOEEA).
ERICEEDBABL. HHNESBOF v —A—/

" " BENEETRBAEALENE S A BYET .
(1) LI S BB R A WA T 2 (SRS A RLERE
QT —IVIZEFENZE 2 DRAEFRFKIEE
DNFhADIEEEYET

KYILERS, BEHOEXRGE. FAEOE—INRESNEHE . AREEIGIEELGYE
IH E—INRHEENGN>-EEBIC DV TIXREM THEAEHIET S ENTEF A VILTF
TLYY R PCR MIFA. 2 BEUENT—LRICEFNIIGSIC, BIEOBEICEY—HOE
BOE—ILMRHTEGWMEELHYFET , COERKY, BitE—IARESh =GR R
THEOFXREEET. WTHOEBLRE TELEMICERIEETHILEHEHLET,

-6 -



(BIE—IDEHR

E—UDHEHEHMT DI A—AFM(UERELFT . ULTORICSRIRED
RERBATZERNIR—RSAUELGY  ZOR—RFAV LY EITDL T FILEH S
BRICE—IABHLHEHIMLET,

BEHEHIEE. COE—IAFRDIN (1E—IRBEREE ISR RESHZERNICEEN
HMEMNTHELFET,

B
REpIEHE 69.0°C ~73.0°C XGBEE (L., MiniOpticon™ (Bio-Rad #t) TOHEIEETY
FLERS T4.0°C ~B25°C RIS L>TIHEN IR T 2B AN HYET,
T TT—— - - COBEE. REMRED Tm EZHHL, 71°C LOREE
W B IR 73.5°C ~82.0°C 5. FABBULBEEREREL TS,
TR 73.0°C ~87.0°C (—HDOBETIE. TABHTREVNESEHYET.)
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[7] tERE

BEDAERHZECHEHEFEIODRE

TRICEEDEEDHZREEZSOBHEFLZ L. BEEBEZBLUARERTENE
NEHELEL, TOHRER. AERITIEFRZIIHL, VIILERSE LUVEBEE R ME X
0157 T 100 {&. FR#IE T 1000 {E DR HEREEZRLELT -, COFER LY. 50 BED

BRAET—ILLTHEBZULDRBREZRFL TS IENERTEEL,

1Ly

4 B (cfulg) 0 |5x10%|5x10?|5x10°%|5x10*|5x10°
HILERT R -l - =-|-1+]+
AH S PCR & - =+ |+ |+ |+
BB (cfulg) 0 |3x10%|3x10%|3x10°%|3x10%|3x10°
0157 [iE&ik - -1 =-1-=-1|+|+
A B S PCR i& -l - |+ |+ ]|+ ]|+
4 B (cfulg) 0 |3x10%|3x10?|3x10°%|3x10*|3x10°
FFE [EEE - =1 =-|-=-1+1+%+
AH S PCR & - |+ |+ |+ |+ |+
[8] ST I a—TaT

HIEAREEIZHE D BEOEHEIHIZEZ LN

MENIFFEEBRBREEIC 10 FRREREK
FTHRRLTITHEALESLY,

E—2 A7 BB T+

E—rIOvODRE. MERHZE CHERESL,

BIDDEEAT T2

BIDREBRODT T OEEE =D EEDR
MZEIERLTESLY,

PCR &It &z KRR
BELT-

PCR RIGHZAHRKIIMEL S ELIZIRAED
#h0, PCR. RAMZERIRAZATE ML TEELY,

Fv—F— B

LROMRTHLRRLEWVGEIE, Fv)—F—
N—BENRELTLSAIREMENHYET . &
HOKERZER. BFRBREFEFGESENY. UV R
) XKL TS,

FRAREDIRARAT DK | AR IRAET DT —4

AR IR DT —2NERA U L DRERERD

TREL EIZISHEREMN

AEND URERA DA | TS, BREL T, 0.3°Clstep LATFIZEEL
JGLY TS,

IR RA—ILDG | RIGE~NDEER(E | RIGE~NDEBEER (EER OFFAENEIRIZE

12735 ER) DFHAENSZLY (WML, FRERBIEAELEL. BlELHIESI

BIBEENHYET . MBNMBEFEEREBREEIC
10 EREERBEKETHRLTCSEALLSL,

=1

Fxl)—F—N—5%

Fl ) —A—N—FENRELTVDAEEMELH
VET RE-KEZEERR. FRBREFFE S
Y, UV BHF)ZERkL TS,




[9] BAEm M

fn o Code.No.
J A4 )LARHEF Y b G1&G2 -FhfEh 1R fEAT- 100 [E1 FIK-203
J A4 I)LABHETY b GlUG2 -FETO—THRE- 100 [E A FIK-253
JAIAILRAEEF Y b G1/G2 100 =1 F FIT-101

FRHEEECFRET Y b -BERLRE- 480 [A1 FIK-311
BFERHEECFRESY b -TO—J/KH- 480 [E1 FIK-351
BFERHEEECFRETY b -L VT ILRE-

HILE+ S B 200 [B]1 A FIK-361
BAMEEETRIES Y b -3 U  LRH-

B 5 1K B e 200 B4 FIK-362
BAMEEETRIESY b -3 VT LRH- o0 BIF e

FRFIE R H

Label License Statement

NOTICE TO PURCHASER: LIMITED LICENSE

This product is provided under an Agreement between Biotium and TOYOBO. The manufacture, use, sale, offer for sale, or import of this product
is subject to one or more patents or pending applications owned or licensed by Biotium, Inc. (U.S. Patent Nos. US7,803,943 B2, US7,776, 567 B2,
Japan Patent No. 5249013). The purchase price of this product includes a limited, non-transferable immunity from suit under U.S. Patent Nos.
US7,803,943 B2, US7,776, 567 B2, Japan Patent No. 5249013 and corresponding patent claims outside of the United States, to use only the
purchased amount of the product and components of the product solely for the buyer’s own internal research (whether the buyer is an academic
or for-profit entity), in a manner consistent with the accompanying product literature. No right to use, sell or otherwise transfer (a) this product
(b) its components or (c) materials made using this product or its components to a third party, or otherwise use this product or its components or
materials made using this product or its components for any other purpose or a Commercial Purpose, is hereby granted expressly, by implication
or by estoppel. Commercial Purpose means any activity by a party for consideration and include, but is not limited to: (1) use of the product or
its components in manufacturing; (2) use of the product or its components to provide a service including without limitation, reporting information
or data resulting from use of the product or a its components for a fee or other commercial consideration; (3) use of the product or its components
for therapeutic, diagnostic or prophylactic purposes; or (4) resale of the product or its components, whether or not such product or its components
are resold for use in research. For products that are subject to multiple limited use label licenses, the most restrictive terms apply. This product
is for research use only. Diagnostic uses require a separate license from Biotium, Inc.  For information on purchasing a license to this product
including for purposes other than research, contact Director of Licensing, Biotium, Inc., 3159 Corporate Place, Hayward, CA 94545, Tel: +1-(510)
265-1027. Fax: +1-(510) 265-1352. Email: btinfo@biotium.com. All names containing the designation® are trademarks of Biotium.
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http://www.toyobo.co.jp/bio
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TEL 03-6887-8819 FAX 03-6887-8951
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TEL 06-6348-3888 FAX 06-6348-3833
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E-mail : tech_osaka@toyobo.jp

[URL] http://www.toyobo.co.jp/bio



