IO—=ZVITRBINIRT VY

*FALT5—=avyDEEDS
Feboarnoo0——_ 0% Tx

7O0-=VJ £ (BRIEDRN)
- BIRREESE,SAT7—aryya—-=T 3Ix—T

- TAZO-=7 Br—3

* In-Fusion 70—-=% T~—>
cDNA& B On—3
AR 10—
FHO-RTIVERKE Mr—y

=
' |

W\Mm 18

TalaRa




I0—ZVJREBRDFF|E

BEIDDNA (2—4 Y L) ZIEEDONIL2—ICH BB 70— TR EEF IEEROERBETO—DoTHY . IRE
HBL2EMREBEETHAINTVET,
FIRBRORREZOICAICKY). 70— T ARAMOBEVWFEELTRBELEL A VEETIEHIRBRLEEZN—-XE
LaEWwWyO—=2%7743%(TA cloningi%XIn-Fusioni®) DRFICKY . ESICEBRENE VWV O—-Z I P HBEICE>TVET,
F 90— 0% BEY T IVHASDO S ) LDNARRNAOHHE - FFE . mRNAHD»SD W EE G ICEDcDNA
4. PCRICLADNAKT H DiEELEFHEAEHET. BHDNAB A 2 MBI EBEELAT YT TT,

ANRTyI TR HIRBEREAWV A -V R 70-Z2 7 FZR AANATAO—Z & RHO/O—-Z2J&T
HBIn-Fusion7O—=>7EICMA . 70— =27 DRI ISR RERR(F (DNAFER. cDNAS K. PCR.IO=—PCR%LE)
HHETHALTVET,

JO-Z2 T MOTITIH PO HRIRERBRINTVIFET. S{OMREFOERICKRIDAREREL[/O—=27T
KRN Tv ] BFRICBVWTEIZITFERAEEIL,

70— 7 BRIEOEERNIGTN
H FE 4 #

HiEYDODNA

HIPREE AL IE, Ry
DNA{E & 279Xk
(> H—{30. (IR BRI R L)
Kk B,

Fl—=av)se

cDNAZ177V)—

t HRIODNA

(HEIER IR ICdARTHN)

KIBREMD FBREDHZE L.

) LDNALE — AARHIRISET .

| H#ODNA

total RNA BT R (In-Fusion754~¥—7C
MmRNA cDNA& B PCRI1E)

1 ‘9775“'(1‘ IA-Z2TERBRINART Y




{IO-ZV7HEDHH

J0-ZV7FHik

129 —rDNABT R DK imiE:&

Ny 8- AN

DNAIT Fr O (C HIRREE SR AR 2 XS £ 5

DNAKTF O iwIC XIS T %

1
_ﬂpgﬁffgy BEN 55, BEANRBEERCEHETNE | HIIRERE IS, G B
7 FEERDIFEAD TES, BB L BRI A 5.
3 RIBICAAE T BPCREER CRISE T,
. BB TFRERBEORIBENICIAEMITS | 37585 dT % 10L 7 7 B
TAYO—=29 RISHBE, N %
BADOARIGERDSNE,

In-Fusion/0—=%

N7Z—DRH16IREA BBV LE S Z 1 H0
LPCR7 21/~ —TC . BREEFEIBIET %,
ERBDNIE—THEERDIFEAN FIEE,

EBONT7Z—TEAF
HIRRE% SR LR, £/-(FPCRIBIR
ICEERIRIET B 720

HIFREE®E 21 75—3 B Rk
ot (arersbEN) .
07) . /\79_* i
BamH | — A0 =—T R
5 GATC s
H/T'r(r:del‘ls I @
o,\AGAGG/\
*BIRNY 24— EHIRBER CHIRTE, S VIVHL . $7212 (B E0) B BIEH BB = 4EI/:*f_—P|~C;:‘L::f76
TAO—=2% @
TRy &—
T
: <
. . HEIDNAD A
In-FusionyZO—=>% .« =Y AR
s AVINVB R
— 5 X In-Fusion® HD , sEg—s
——  Enzyme Premix [ BEFEA
- R D s JLIVX{ER
In-Fusion B A K1 0) * in vitro Translation
HREL15EEEME LE

5hT/\MF YOS TRBNAT Y | 2




N SIREERSA5—Yavickdyn—=—F

BEYDODNARTF 2 BEIDANY2—TZAINICE RO T EILEEF TEEROEXRTY,
CCTIAHIFREEET4 DNAUZS— (DNA Ligation Kit) &RV 7 O—= 2 JMEEBBILE T,

BRIEHEOBIE
1.1 Y% — FDNAD ¥ (EE9ODNAE R DFRR)

(a) BIFREERZ TOYHL

HoUHERIDNART A OFIRREE R IR & A2 EEL. RICERTS
NIE=TFZAIROI7A-ZTHAMIEDE T UWHUICERTS
FIRREEZEZRTE T B0

#IPREEFEHind Ill&BamH ITMOdouble digestion®D 15l
ORSEERAET 3,

EEDNA (=1 ug)

Hind 111 1 ul

BamH | 1 ul

10 X K Buffer 2 ul

ME B K up to 20 ul (B<2yE> YL TREE
!

@37 CT1RERE RIS

!

@7 HO-RAFIVERKEN LTI EFERR
MRISEDES (10 uIF2E) (CLoading Buffer& bl A TikEh
!
@BERDNAKTE DN RESS A IVETET,
MDNANDIBEEIZ 376, UVERSH IL5ERERE TIT,
}
®NucleoSpin® Extract Il £#HWT. FILASDNAREEL
(FIVHEREFIEE10—U% 8 )
!
® 1Y —rDNABRIAIET B,

(b) PCRIC & B 1E1R
NIE—EDBIEIFERTIHBRBERYIM S 25 RIS fTh*L
TAT—EAWT 1> —FDNADPCRIZIEETT,

K EIRRBE SR YIMT SR + I5(C5AIC3IEE LI &R0

TaKaRa Ex Taq® Hot Start VersionZ{ER L 745

MOPCR

10 X Ex Taq Buffer(Mg?* plus) 5 ul
dNTP Mixture (£2.5 mM) 4 ul (%200 uM)
primer 1 0.2~1.0 uM (final conc.)
primer 2 0.2~1.0 uM (final conc.)
$5RIDNA < 500 ng
TaKaRa Ex Taq® HS 1.25U
BEZRE K up to 50 ul
(BLavELILTRSE
98°C 10 sec.
55°C 30 sec. ] 30 cycles
72°C 1 min./kb
!
@HIBREE = RIS IC &R e PR (L EICISU TR —IvT 7))
LFERIEHE =2ul
Hind I 1 ul
BamH | 1 ul
10 X K Buffer 2 ul
TR R K up to 20 ul (BRI TLTRES)

BATINAA  IO—ZLTEBNRT Y

}
@37°CT1ER Rt
}

®NucleoSpin® Extract Il E&HWT. FIILPS5DNAL SR
(10— )
}
G®REUL =B EL Y — DNABIK (Al T 3,

2. B=T 5 A NDESH
OBHDARIZ—TSZIK(BBR) Dya—=> 741 & &IRREE R CEIRT
[~ 2—DIRIR1E]

NJB—TZZXIFDNA (=1 ug)

Hind 111 1 ul

BamH | 1 ul

10 X K Buffer 2 ul

BEAREK up to 20 ul (BKayETULTRA
i

@37°C. 15 RIS

}

®NucleiSpin® Extract 1Z% BT RICHENPSDNAZ F5EL
(107—YESMR)
!
@TE Buffer(20 ul LIF) IZiAREL. 75 XIRDNABK (Bl &3,

i 1B SIREESE T —FDNADIBE. NI 2—TFRIF |
DBRILEFTIE BB IGRIELIERTZ—DELTFT
B—a kBAIET B0, TR B EAREET, i

L BUSBLAMEE (1751 =  DRBLE)

FHIBRBESRANIE B AN Z—TF XN 1~20 pmol
Alkaline Phosphatase (BAP) 0.3~0.6 U
10 X BAP Buffer 5 ul
BEZEEK up to 50 ul
(BLEYESTLTRE)
|
37~65C T30 BRI
| :
T1/—IVIARRIVL AT IV ILA—IL(25:24:1 ) it (2@)
l [
JO0FIVL AV TIVTILO—IL(24:1) 3 (1E])
|
I%/—IVILE%
|

: TE Buffer(20 ul B F) &ML, 75 RIRDNARK (Bl £ ¥ 3,

5 -RIHRIFOM - BIEIZCIAP (Calf Intestinal Alkaline !
Phosphatase) (C& 2L TH+ A TTH. FBRIFPI-REKIF !
DY B{EIZIEBAP (Bacterial Alkaline Phosphatase)
DfEREHRELET,


http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100003084
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100002682
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100004543

3.1 —FDNALBIKILTFAIRD
F15—=ray
DNA Ligation Kit{Mighty Mix) {EFMNIE &

1> —RDNAB& [A] 25~250 fmol
7T XIFDNABK [B] 50 ng(25 fmol)
Ligation Mix 7.5 ul
BEZRE K up to 15 ul

)
16°C. 304 Rt (£7-1325°C. 59 R iS)

4.8 nik
E. coli HST08 Premium Competent Cells{fEF D5 &

MOHSTO8aXET>h2JL100 ulzfERAERNICK ETREEL TIRP,IC
BB A4 MAEF1—T BT (RILT YT IRA]),
!
@315 —2a> RISHEDAR10 ulEhA. KR30HEE
!
@42°CT 45FRE1 > FaN— E K1 ~2H5REME

!
@H5PUHITTITIRBL=SOCEMERIET MIUCHEBESICINA B,
!

®37°CT1ERRES (160~225 rpm)
!
OLBEIRTL—MIEYEFEE 37 CT—IEHE

W BUFREEE SA45—YavickByn—=29 )

4 N\
@ E<HBEM

[Q1]S1 5 —2as PRIV HEGBRMEN B NEX(C

ABETBHIE?

[A1]

A=  RICEBEIERL TLEIV,

‘DNABRDIEREN ESVESIr—2aENMETLET,
BT R/—IVEBREOBREEE 7 E= Y LAE IR EERERLET
DT IH/—IVEBOBRICIHEN ES LWL, TEICH SR E
EfToTLIEE LY,

‘DNAMHE Xy ERALEZBAE BEHBRO I/ —ILiLRETV
Ny T 7= BET. AT =2 a RIUAETEEN H)
%7,

RHKRIFED T -2 3> DIFE DNABR (X7 Z—+1 % —h
DNA)#60~65TCT2~32iE#. 245L TH5Ligation Kitd
BRAEEMARICET>TTEV S =Y a BRI R R
PHERSN HEGBENSRNESNDZEN BIET,

Ll EDBETHEINE VIS A IDNAD B EIEHELET,

[Q2] ESEDyO—=2F TREDIFBEE?

[A2] ESBICHBIFESAH—Sa RN RT T HERI HIET,
TaKaRa DNA Ligation Kit LONG (8@ 30—k 6024) K
DNADSA 4 =3 A2 EELTHY. 10 kbl ED S~ 5>
TGS ICRNIERELET,

F/ ALY —RDNAZE DT SZIRNDLH A I AZNES (43I
10 kbZ#BASHE) IEKBEANDEANE,IEL LY, KBEAT
DTSAIRDREMBETTEIEN HB/0. RELETO—>
ICEBPHERIELENET  KELE YA X DDNAE IR S B dnit
TE3BE. coli HSTO8 Premium Competent Cells (84%3—K 9128)

5. 1% —=brF1vYPCR DIEAEHBOLET,
6.18®%. 77 AR - J
ALY =R FTyIPCRIFENR—T % TI7RINBERIF10X—VESH
(Ba:ER & ZH]
HmB RE fma—k AR (i)
Hind 1l 10,000 U 1060A ¥6,500
T BamH | 10,000 U 1010A ¥6,500
Rt BEAE Alkaline Phosphatase (E. coli C75) 50 U 2120A ¥10,500
Alkaline Phosphatase (Calf intestine) 1,000 U 2250A ¥10,500
PCR TaKaRa Ex Taq" Hot Start Version 250 U RROO6A ¥30,000
DNA Ligation Kit{Mighty Mix) 1 Kit 6023 ¥26,000
SAHF—a0. TaKaRa DNA Ligation Kit LONG 1 Kit 6024 ¥26,000
ZEE E. coli HSTO8 Premium Competent Cells 1 Set(100 ul X 10) 9128 ¥21,000
E. coli JM109 Competent Cells 1 Set(100 ul X 10) 9052 ¥19,000
DNAYU—>T T NucleoSpin® Extract Il 10H] 740609.10 ¥5,300
T AINIEEL NucleoSpin® Plasmid QuickPure 10 740615.10 ¥4,200
Agarose LO3 [TAKARA] 100 g 5003 ¥17,000
BRUKED 100 bp DNA Ladder 500 u!(100ME) 3407A ¥19,000
A-Hind 1l digest 100 ug 3403 ¥8,500

BHZNAA JO—-Z T RERNNRT Y
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http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100004426
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100006111
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100002682
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100003084
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100003140
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100003142
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100004543
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100004426
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100005178
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100006111
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100003496
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100006678
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100006781
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100003520
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100003463
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100003456

Tag DNA PolymeraseEDPCREBRICLSEIFBEY L. ZDI KiFIZ
TAXIT T/ (dA) P—IEEFMEh TOE T, TAYO—=J Tld. 3K
ICTFHAFIFID(AT) a—EBEMNMUAETANY2—%EH L. PCREIREY
NDAA—IEHERHE I EHBENELDL2FALTEEIC/IO—ZT%
ITOET, (1P —FDNADS KigDYU > EEIZARETT,)

TAZO—=%

BRIEFEOBIE
1.1 9% —DNA® i (HEIDNAE K DFFR)

(DPCRIZ& 31818 (TaKaRa Ex Tag“ERADIEE)

10 X Ex Taq Buffer(Mg?* plus) 5 ul

dNTP Mixture (£2.5 mM) 4 ul (& 200 uM)

primer 1 0.2~1 uM (final conc.)

primer 2 0.2~1 uM (final conc.)

$5RIDNA < 500 ng

TaKaRa Ex Taq® 1.25 U

BEZRE K up to 50 ul
(BLEYELTLTRR)

98°C 10 sec.

55°C 30 sec. ] 30 cycles

72°C 1 min./kb

¥PrimeSTAR" A EaR OPCREEER Tl 3 RimICAAF [ IILEWD T
EBYDE(RN—-VSE),
)
@7 HA—-ZAFIVERIKENC LV IERENEERT D,
ABIEEMIN DT IVINRDIZ R [ 2 TN 2—=EDF1 7 =2av [ITED,
TIAT—FAT—XHEBENLEEBN R RBOSNEBEEE.ER
EKENVE T HO—XZILDSEEDNARK A DN REE)HL. DNA%KE
835(0®),
)
®NucleoSpin® Extract 1&# BT/ ILASDNA%FE S
(10— %20R)
}
@B 1787 E 1Y —hDNABIRET B,

2. TN B=EDFA 5 —ay
Mighty TA-cloning KitfEF D5 &
OFLWF2—TIUTERET S,

BERE K 3 ul
pMD20-T Vector 1 ul (50 ng)
PCRE# 1 ul
(1% —rDNAER)
}
@Ligation Mighty Mix%5 ul IlA. B LIRS
!

® 16°CT30R B> F2N—bF 5,

AHTINAF  yO—Z T EBRNRT VY

3. HExRiR
E. coli HST08 Premium Competent Cells{fEFDIH &

DHSTO8aEF > JL100 ul%{ERBERICK E TRIBRL TRP /I
BB A4 ml AEF21—T BT RILT9IZARA),
@aw—mi&m&w;@% 0 ulZEINA. KH 3045 FEME
®42CT 457‘rvll)Fa‘ﬁ»r‘/ﬂh/\“—l~?§\ Kep1 ~2 A EiE
@55#[5&)37{’0L:1%5Ebf:SOCi%iiﬁ’&§'§ﬁ$§1 MB35 £ 3.
®37°CTH E%F:EH)Ec‘:i (160~225 rpm)
@LBi%?RTl/l—h(LB+Amp+X-GaI)L:ﬁ%%i%ﬁ?t’é—ﬂﬁ%@ﬁ
%/Elﬂt%émm:—ﬂ@ﬁt?&

¥E. coli IM109%fEHT3HEIET7EV) 2 X-Gal. IPTGEETLB
TU—MIZHT 5,37 CT—MEEL. T AHETCHINZ &
&9 %,

4.1 9 —pF1v7PCR
EmeraldAmp® PCR Master Mix{EF D&

EmeraldAmp® PCR Master Mix (2 X Premix)
25 ul
0.2 uM (final conc.)
0.2 uM (final conc.)
up to 50 ul

Forward Primer
Reverse Primer
dH20 GREK)

!
@7 L—hLEDIAO=Z—%F v T DR TIKD EFEW), LEEDPCRRISH
ICRBL THEIET %,

98°C 10 sec.
55°C 30 sec.

] 30 cycles
72°C 1 min./kb

!
Q@PCRRICHE—ET7HO-RTFIVETIXENMHLA Y — e

5.18%. 77 AIFHER

OBMNDT I AINEFE DI EFMBLAIO0Z -4, LB+Ampigit
2 mICHNA T—RRIRESEET 5,
!
@NucleoSpin® Plasmid QuickPureZ#H T 7S5 XIRDNA% 55!
T3,
(FBERFIEF10N—TSR)


http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100006111
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100005120
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100006212

. TAZO—=>% (%)

-

@ PCREEEDIESE L KIRH I

PCREADNARUAS—HEIFAZL2DDRLTICHII5NET, Tag
DNA Polymerase#3UsHET BPol IE (family A) BESZ&. Pfu DNA
PolymeraselZft&R&h5a®! (family B) BEE 7,

A ZE [ Mighty TA-cloning Reagent Set for PrimeSTAR"™] %
ZHELTVET AXyMIFEFBRIRED DPCRIBIBEN DI K ik
ICAAERT DT 728D A-overhang mixtured [FINTHY. BEL
BIETTAZO—Z T FIEETT,

@ TR Z2—=ICDWT

TA Cloning KithfhiZ 2 fENDTNY&Z— T-Vector pMD20
BELU T-Vector pMD19(Simple) #BRFEL TV ET . WThEFE
B#EOE BERHYFEIEETT,

T-Vector pMD19(Simple) TidpUC19ICAHR TR~ ILFIO—=2%
YA EDTXRTOFIRER Y I BREINTWS D, 7O0-22F
B Y- B DFHIREBER (MR T 255 ICEFITT,

@ 5 kbi L OPCREM DY O—=3 5

REEOPCREY (5 kbl L) DIFA . TAVO-ZLTHRIET T3
o FEKRIFEIO—Z 75 BEOLET, RisFBILB LU E{L
D-HOEFELHNIERFEZES ST Mighty Cloning Reagent Set
(Blunt End) (84&3—FK 6027) DERIEFTT,

Pol IEIDNAKUXT—t B LUPol |BERN—ZETHHBEPCR PCREZRD Pol 18 a®

B3 (TaKaRa Ex Taq k&) DIEENDIFEALE. ZDIKHIC a7 (family A) (family B)

FAXLTF IV (dA) P —BEMMERTVET, ZhEFALT BIBENO | dAPMEND Bk

PCREMEZDEETAYO— = J (S ERARETT SEBMOMR | (TA7A-=>7F)

— . aBDNARUAT—CIZ LB EBENDIZEAL . BREEH TaKana & TTaa‘; PrimeSTAR" ~1=X

H D@ /143 —5exonucleaseiE M ICLNFRBRIKGELESTHN . ZD TaKaRa Tag™

FECRHTAZA-—Z Y BRI TEE L A FBRBOPCRENETA — MigythAmp*l— X

JO-Z JICHWSIGEICIE S RIFICIAZFINT 2LEN HIET, EmeraldAmp®

- ¢ N [, . . SapphireAmp*®

AATNAA T BREDTAYO—= > BE % [Mighty TA Cloning SpeedSTAR"

Kit] (ChlZ. aBIDNAFRYXS—H (C L BIEEENERADTAZO—=%
N\ J
4 R

PrimeSTAR*>)—X % EaBlsR X5 —+ THEIEL /- F B KRB DPCREY
F)UBIEL TEBRRB/O—=J %1755 4126, Mighty Cloning
Reagent Set(Blunt End) & ZF| <280,

Ori

lacZ
T-Vector pMD20

Multicloning site

(2,736 bp)

S J
(B9 ER &Y ZH]

Slim# RE SEI—F S (50
Mighty TA-cloning Kit 20[E] 6028 ¥21,000
TAZO—=2%5 %k Mighty TA-cloning Reagent Set for PrimeSTAR® 20[g] 6019 ¥32,000
BEVTAYE— T-Vector pMD20 1 ug 3270 ¥9,500
T-Vector pMD19(Simple) 1 ug 3271 ¥9,500
E. coli HSTO8 Premium Competent Cells 1 Set(100 ul X 10) 9128 ¥21,000
?ﬁ%ﬁgﬁﬁ:y[{ E. coli JM109 Competent Cells 1 Set(100 ul X 10) 9052 ¥19,000
E. coli DH5a Competent Cells 1 Set(100 ul X 10) 9057 ¥19,000
1Y% —~F1v7PCR EmeraldAmp® PCR Master Mix 160[g] RR300A ¥16,000
DNAYY =277 NucleoSpin® Extract Il 10[E] 740609.10 ¥5,300
TIRINFER NucleoSpin® Plasmid QuickPure 10ME] 740615.10 ¥4,200
Agarose LO3[TAKARA] 100 g 5003 ¥17,000
BRUKE 100 bp DNA Ladder(Dye Plus) 500 ul(100ME) 3422A ¥19,000
A-Hind Il digest 100 ug 3403 ¥8,500

BOZINAA JO—-Z T RERNNRT Y
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http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100006304
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100005120
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100005119
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100006304
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100006304
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100006111
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100003496
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100003771
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100006212
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100006678
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100006781
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100003520
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100006303
http://catalog.takara-bio.co.jp/product/basic_info.asp?unitid=U100003456

7

Clontech®In-FusionB %% AW TDNAKAE R+ DX iz 15EED
| F . 7D —_ 7“ RS EMASEI_ETI/O-—VIETVET . EATAER
Nn-Fusion _— DN E—DOXRIFERINEFALT/O—Z T &21TOEH. H5HD

7 N A= ERATE. KBRS —YEFMEhT . UhrHEFE

JO-Z T THIEN TEBBNEFETT,

In-FusionF¥vyhMiyO 7y 7t OEETT, C Clontech

FEEH R

Q1 Y= DOEE. /O-ZUJ 8 NI 8—2RIITT(L I aFcya-=05
@il 5K (50 bp~15 kb) ¥ THFELL/O—=F 0K

Q@1 ENRET. EHDNAB K ORE/O—=7 & &

@ In-FusionR &3 HTFH159 TRT

é
5> In-Fusion HD Enzyme & dR20- ¢ ¢ isionBEE 4. DNAKF K O 881 51 KN IERESI 4 BA 5
o et K= EDIO—= T LM BOE R 5E£EZNEh
ARIBR LI IILAT 517 — CREE(E TAPCRIEIET 5.
@

I
T

QHIREERNIRE /(31 /N— ZPCRICEVIRIRIEN V2 -5 AEL.
DONDPCREM* &In-FusionB¥Z %8871 3,

—— HIEHEMNLIEERI HIEEICRAECHTLBEE ST
X X INCRDIBEIECloning Enhancerfli2 % 17> TEAL TR,
®@50°C153DIn-FusionRISIC&N Y —LLADDEARBICI/A—Z2F
PET
BIEFEDOBE (FEF -V OFEMIC DOV T BT IR HEAB A HEBL T,
1. 8RNI 24— K01 Y — I DNADTAR ' _
' @1>4%—rDNA%PCRIEIRET 5,
OFERTINIE2—E7O0-Z T EBUERTEL. FIRBRNIEE/-IE (Advantage® HD Polymerase Mix& B\ =184
A2 IN—ZPCRICEWNT Z—EIFIRIET B,
RIRIENT 2 —E R [A] 5 X Advantage HD Buffer (Mg?*) 5 ul
! dNTP Mixture (2.5 mM each) 2 ul
@1 >%—rDNADPCRIZIEND -8 DIn-Fusion Primer&%5t4 5, FW Primer/RV Primer %0.2~0.3 uM
. B Advantage® HD Polymerase (2.5 units/ul) 0.25 ul
A —rDNA% IR 57D
Forward Primer HRMAECSIZEM Template 200 ng
5’-|NNNNNNNNNNNNNNNI—' Sterile deionized H20 up to 25 ul
NTE—KED 5. NNNNNNNNNNN| NNNNNNNNNNNNNNN ..-3’
5=HDIES  3-.. NNNNNNNNNNNNNNN NNNNNNNNNNN ..-5’ .
T — 98C 10 sec.
«——NNNNNNNNNNNNNNN -5’ .
Forward Primer Reverse Primer 55C 5 sec. £7:1315 sec. ] 30 cycles
5’-INNNNNNNNNNNNNNNI—> 72°C 1 min/kb
N72—K#ED 5. NNNNNNNNNNNNNNN NNNNNNNNNNNNNNN ..-3’
FBDHBE 3-.. NNNNNNNNNNNNNNN NNNNNNNNNNNNNNN ..-5°

- o

«——NNNNNNNNNNNNNNN -5’
Forward Primer Reverse Primer
5- NNNNNNNNNNNNNNN ——

Ve
NTE—RIED 5’-..,INNNNNNNNNNNNNNNINNNNNNNNNNNNNNNNNNN,..-3‘ @ 7547_§§§+m717“y_,b

IRENHZE 3-.. NNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNN ..-5°

| —
<«——NNNNNNNNNNNNNNN -5
Reverse Primer

BR LA FA Y R—bY—IL, [In-Fusion7 747 —8&Et 91k
) (In-Fusion Primer Design Tool) ] #ZFIHZEL,
L DiEEE1 SIREDBRESIEL T

HAETo http://bioinfo.clontech.com/infusion/

In-Fusion® 3% 3. EDNAKTH DK% 1518 EDHERE S| #8450 T
INERMESEET, CD-HEMNA - ePCREERT 2B EICIE.
FERTIFRIEXNT2—DOKIGERFICHRL15EE % BEIIFEN
T4 —D5KRBICMAIMNTEZEN RAATT, ERDISITHRIRIE
NT2—DEKRETIRIZEHE T, In-Fusion Primer&z%stL T80,
%5, In-Fusion CloningRICIZIEIBEA DA-overhangDEEIZLS
FELEZRWH. PCRIEREYDA-overhangzcEE T3 LE L
HEEA,

BATINAA  IO—Z T EBNRT Yy
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. In-Fusion ZO0—=>% (&%)

2.7H0-A5VERXBTPCRIGEENZHR 4. XBEEANOBHEERR

OBTAEBDERICIECT.UITOEICA Y —IDNAZLIET S,

EIREDICEFRNCIEZESDROONGE -
BN R DA% HL. NucleoSpin® Extract IZFWT
2L H T LERET,

WIREDH 7NV EDi54ECloning Enhancer

ALTE A HEAE
PCRR5& 5 ul
Cloning Enhancer 2 ul

37°C 154—80T 15%

)
@1>H%—rDNABRI[Bl T 5,

3.In-Fusion CloningK&

5 X In-Fusion® HD Enzyme Premix 2 ul
RIRIE~NT2—[A] x pl
fE8L% CEMIEE#PCRUITH [B] y ul
dH20 up to 10 ul

50C. 153 RS~k LEFE

Stellar™ Competent Cells(8153—K 636763)X°E. coli HSTO8
Premium Competent Cells (£153—K 9128) %#&, Mo EE#fash=s
1X108 cfu/ug 7" AIRDNALL E DL EFT UL EREHEELET,

549 —pMF1vIPCR.1BE. 77AINER

1Y —bFTvIPCRIZENR—J%. TIXINBRIZTION—JE SR

p
@ SHDNAKROYNFI/IO—Z=0)

Fragment 2 FEEGHEIO=—# 415
Fragment 1 % Fragment3  FLWWHESGBRAEDEIS  7/10

S

RN 52—

Beyyno->

In-Fusion Cloning%s~ILF 70— F bR EILATHIZEN TE
%9, %1 KoODNARTH %ZIn-Fusion® HD Cloning Kitz B\ T
JO0—=2%0L.dA=Z—PCRICEWIH—REWEERL /L2 A,
107A—>h770-TIELWEADER TEEL -,

\\§ J
\ Ge\\
2
RPN @
ALt O >
AT E 60\0 %Q\(\ R o [
(BER &) ZN] o W e

B BE HFO—R A& (50)
In-Fusion® HD Cloning Kit w/Cloning Enhancer™ v 10[g] 639633 ¥22,000
In-Fusion®™ HD Cloning Kit w/NucleoSpin®* v 10[] 639639 ¥24,000
In-Fusion®™ HD Cloning Kit w/Competent Cells* v 10[8] 639642 ¥36,000
In-Fusion® HD Cloning System CE* v v 10ME] 639636 ¥37,000
In-Fusion® HD Cloning System* v v 10[E 639645 ¥39,000
In-Fusion® HD Cloning Kit* 10[8] 639648 ¥21,000
In-Fusion® HD EcoDry™ Cloning Kit™ 8[a| 639689 ¥21,000

T3y I LB HAAEZL1TDIn-Fusion HDIZIE. EEEDIEH. 50E BEE100E BEN HYET,

#In-Fusion® HD EcoDry™ Cloning Kitld. RIEF2IR 217 (FiB. 77 —2—WRTFAEE) DIn-Fusion® HDFYhTY,
RAAF2—TIIDEBADEOESIFERTAIIEN TEET 240217 (8FEF 2 —TX3K). 9621

(967 IV TL—RN) bHIET,

In-Fusion® HD#R {484 &

Cloning Enhancer
PCREMN I TIVN RDIGEICHEREENEZDEEIN-Fusion
RISICEWA -0 DOFNIBHEE, ZOMIBICLY), PCRICEAL-
TIAT—REHTIIIN ANTPDOEE%Z 3. In-FusionB &
PRADINTIA—TLAERTIEN TEB,

NucleoSpin® Extract Il
PCREMH EH/ L RDIS A IS FIERETIZAELHT L

Stellar™ Competent Cells
W EEkEEE OO ET ML, REET S XAIRDNAOKE
EHRICBEVWTHEVWIRIPEON FHEOEEFEEEDMHD
AEFUMILEEEL TaO=— R RE N E L pUCR T T RIR
TOWEERDBIIE, B-HFINZ—EDa-HAHEMEFIAL.
X-GalEMIC LB HMABDTS  ABEETIZEN TES,

BHZNAA JO—-Z T RERNNRT YT
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BEEsISh/RNASS, RT-PCREAIILibrary(ERZ1TH1HE .

> — . 9 W E 5% (Reverse Transcriptate:RTase) CcDNAILT 2040 E

. ﬁiﬁgﬁ?% & CDNA A ﬁﬁ HPHVET, Tl .MMLVERDRTasell&B1st Strand cDNA
ERETHIOHO—MEEET7OMNI—ILERBALET,

REMEZARTELGLHEIh WS HEEERR(C(E. avian myeloblastosis virus(AMV) ICEEET2H D E. moloney murine
leukemia virus (M-MLV) ICEHHR T 2D D21EFEN D, (iEK. MRNAS KEEDFHRELEOETIFEREL THRTTEEI S VAMY
RTaseM{EREN TV D EE. MMLVE RO R EEESE (PrimeScript” RTaset &) DMEREN B EL =70, 2E5D ERICE) D DH B,
HH WEEEREAV-cDNAS K TId. RNA LICRICRBMEEAD T I1Y—4T7 Z—IEE 3D . 2OTI1v—ICIERBND
BVWHDS LITOIEEN H5,

1. A)JdT7Z14~— : mMBRNAMDpolyA taillc 7 =Z—JL&€. 3'flH»5:#IRAVICCDNAZES,

2. FELT 47— (BE . GIEENSIEETREE) | MRNAD TR TOHEE,PSCDNAS R EFHAIE 3,

3. BEAMOESIFENET 71~ —  HEEDCDNADAEEKT B0

BRIEHEOBE

1st strand cDNA& R 5 , jﬁﬁ Gt o Lt
7000—61573 B /Jml./ Cf \5 —(";TJ |] 60
PrimeScript® RTasefEADE & !
Ov170F 2—TRICK T D$EERNA/PrimenE & &% HE T 2, Z5LTESN /=15t strand cDNAIZ. PCROFBEEL T, Bt
2nd strand cDNA& R RICICERTES,
Oligo dT primer 50 pmol
(or Random primer (6mers) 50 pmol)
(or Gene specific primer 2 pmol) 4 )
dNTP mixture (10 mM each) 1 ul @ v e
total RNA*' =5ug F 7;]-{/l~
=
ANase fre(grdr:i')\m . to_110“ﬁ) #1 CDNABRERINEE 310 HEDZVRNAY L TIVESS
H ZENEE,ZDEHICIE. MIEAICE N BRNase DA%
! MABIE EAERT 2B LB RE EHEHSDRNaseD
@65 CTEHBIRBLAE. K ETRATS, 2 BAEETBZENDEICE D, RNAGIRDORRIE, RERE DT
! RIS S EN3RNase DR AER DI EEFRII AL EICEEST .
OITORBEREINA. £E%20 ullicT 3, BERETAAR—YTINIO-TDER%EIHS,
LERHERNA/Primer Mixture 10 ul 2 BIEPEALIBIC £4), RNADE RIS E Y
5 X PrimeScript Buffer 4 ul
Aiee nlalisrir _ 20 Ll *3 Random 6 mers& AV VA5 AL E
PrimeScript® Reverse Transcriptase 100~200 units
FNEEE (i Clrko) Ly it 2E %4 RNAD S RERT 370213 REEOSBNEER T 55D
l tiéiljk:\o
@OBEHRT 2, EEMMLV R R B RTaseDHEEN L), PrimeScript”
! RTaseN&IIC. 42 CRICTHRNAS RIBEICLBMERIE
OLTOERGTRIET 3. PRE %A CEBBERNERFTTIN TS,
N\ J
(30°C 10 min.) *°
42°C(~50C)* 30 ~ 60 min.
(R ERZUZN]
EE B2 IR A& (Be30)
RemEND1st strand ) . o
Y PrimeScript® Il 1st strand cDNA Synthesis Kit 50[g] 6210A ¥34,000
PrimeScript®” RT-PCR Kit 50[m] RRO14A ¥31,000
JAAHRT-PCRFvbh
PrimeScript® One Step RT-PCR Kit Ver.2 50[m] RRO55A ¥42,000
2 RcDNAOEE SMARTer™ PCR cDNA Synthesis Kit 10[g8] 634925 ¥174,000
_— -
%@B{LMEHB%{C)? PrimeScript” Reverse Transcriptase 10,000 U 2680A ¥29,000
WEERER

BHTNAF  JO—-Z T RN KTy
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PCREIGEND T4~ —BE. 7HO—-XFIHS5ODNABIR, 75 AINDNAFESL
BE /7O 7042 EBECRAR- BEILOEMEICEEBEBEREZITILDIC
AECHT LA T OREBEEX v N ERLET,
CCTIRIVAACTUREC AT L ERLU-DNAORER S EZEBALET,

ZEEDFER

RIEFEZOHBE
T7AIRDOHER
NucleoSpin® Plasmid QuickPure{fEf D5 &

OARBEEER (BIE-TFZIN 1 1~3 m) &EDL
(11,000 X g.30%). LiBERTTIRL MRS,

!
@A1/NyT7— 250 ulehlz. Vortex THEI A% BT 3,
!
®A2/3y 77— 250 ul&ila.7~8EIFEEEIEME,
508iE [AHE]
!

®A3/NyT7— 300 ulEMA. 7~8EIZEERFIRFNHE.
&=0F5(11,000 X g8.54)0
!
®_LiE%NucleoSpin® s LICEBLTHED
(11,000 X g. 1) [#E&
}
®AQ/\y 77— (+EtOH) 450 ul#IIATED
(11,000 X g.3%) [%:% 25i2)
!
DAENyT7— 50 puleh I LICINATEETIHE
)
@& (11,000 X g 1) ICEN TS ZAIRBRERINT B,

BE HE iR RIR B

7HAO—A5WHSDNAZRH

NucleoSpin® Extract I"{fEFDIH A

@4 L1000 mglCNT/Ny77—200 ul%MNZ. 50 C103 1> F 2N~k
LTHIVERER
)
@NucleoSpin"h 7 LISAREREL CGEID
(11,000 X g. 1) [#&&
}
@NT3/Vy 77— (+EtOH) 700 ul&iNATED
(11,000 X g. 14) [%:%]
)
@OHFLD*ATL%EIE (11,000 X g.2%)
)
G®NE/NyT77—(15~50 ul) #hJ LICINIATEETI HEEEE.
#:0>(11,000 X g, 14) [(5H]

A

THA=ZTI

%NucleoSpin® Extract i, BU/Ny 7 7—%#FBAWTPCREMD V) —>
Ty TICHERTEETY,

p
(D) #zvo#1on

A+ 38707757 1— (NucleoBond”$')—X)
BRI ARPHE M T CTIRICFv—I LA A ST EITRHE & T3,
EpH SIEERELEMICTREAF X BENISEREET S, ZhIZL,
T SME SBT3 EN TES,

(=h5> 27273327 L—RD TS AIRDNAKSELLE)

IIHA T ZAEY DT L (NucleoSpin®o ) —X)
SEEOAAMNIE Y7155 & EBinding Buffer& iR & LB L. 2K FK
PEDLDNIREBELGNIVAALTLUIEATEY RIEEBED
Elution Bufferzfilz 3 &A% E8IE B U KK EEBL. SUAXTL >
POIREEL CAHENS, YUHAL T DERICKY, B E,DEIXN
TDNABRETOIZEN TED,

\ J
(@R 2 1] Fvarosgis. v no1-r—rusonser. QY
87 BE @I filIA& (50)
500 740588.50 ¥10,400
NucleoSpin® Plasmid 250 740588.250 ¥48,400
75 ZIKDNAI=F L7
500 740615.50 ¥10,500
NucleoSpin® Plasmid QuickPure 250 740615, 250 ¥35,700
RS2 ZXTTI3a3 9L —RD » 10ME] 740410.10 ¥13,700
—'5 2 IRDNAfES! NucleoBond® Xtra Midi 50 740410.50 ¥60.000
PCREMDT—>T 7 E o 50 740609. 50 ¥12,300
TV O 7 (A RTRE NucleoSpin® Extract [ 250[] 740609.250 ¥41,000
- 4B E o Diotal RNAKEEL | NucleoSpin® RNA I 50 740955.50 ¥31,800

BOZINAA JO—-Z T RERNNRT Y
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JO—Z T ERIC BT DNADH . ERER(CEDTE
7R — SETR=Y Ny BOVRETT . ZOHRTEHE7HO-RSIILERXEICLBDNA
W THO=RTIVERKED  Rusasminenmnotios, ooy foexin

TEREROISEALET,
BRIEHZOHE
1. 770=-A5 VOIS #1 ZATIAATHEVY  BRD2~5EREBNDE—H—EFESILT
(1%,72)1/\ 150 mlﬂ;ég@i%é) ?&%%Bﬁﬂ:'{%éo 3%LLU:(7)%_5}%E’T)II’E§H§QT%><‘:%LL E5(C

OT7HO—2¥5%%1.5 gBUELS, k%gﬁ%izt@@méc’ . .
DB A EEOEB T BB EARILA T p—2 150mEiEE  *2 3% EOEBRES N ERNT ST HO— X FH /ST 7 —

Lt ST AR—ZREMNA D, (BREHRLUOERER>TRHL TH) PEUKVBEY 555 H50UH/NyT7—EK ET105RIZE
@97 TE 1 HRAEEORER WLVt LIET 3. AHLTBEARLPT G,

B 4 S TIBEL . 24 IR RRT 553, *3 BFLOUTNEAT IR BREFPBRUBLAR TSI
@MBIRTRBFLLUNSHL. BHICBAL TH—ICLarBY R BIDTRPICERN BB THB, Fo, KGR C/BIcholder®

(PBEISCTBUERER) SBOLREKENZ TRRLIKDERD) WAL F REER T3 ENLELL,

OB REERICEVWTS0~60CETAHL. O—LE YN EFILILA
ICHULANS, EXYNF YT HEETAERIBRE APLE DS, X .
OEBONYT7—4BBHI-LEALKBECET, (TCicEmR (THO-ZAOBHEEREDER)

LEWEE I Ny 77 —Eib LB ERICA NSRRI RTET 5, ) SEEL B IR FEATE7HO—X
: N e 3] st
2. BERABY 7 VO o - sl A B
SKEDY T ILEEIC1 /108 D10 X Loading Buffer# A T & GRE ’ ’ Agarose LO3 &
7%, DNASF BV —H—bRIICENHT 5. 5000 bpiLE 0.-7%
FIDITINH > TIVERET T4 3o
(DNARFEv—H—DikENR)

B . —
EKENEB (ST —HTS1) DIy FEANTETKENERIIAT 5. B —34ls
DEEIEET S GRE LA RS, TRAlCBEE Ly 3), ME
ICDBEL 7RSS TR v F £ Do ;;“’ 585

-3
4.7V ORE O s s B
KEYEDTIVETF U LTOVAK (EtBr) . SYBR™ Green | €DK @1 Kb DNA Ladder -
1287, (1% Agarose LO3) ko) 125
®A-Hind 11l digest (bp)
(1.5% SeaKem GTG)
[FERZZN]
e BE SEa—K & (Bi51)

o Agarose LO3 [TAKARA | 100 g 5003 ¥17,000

7AR=A NuSieve™ 3:1 Agarose™' 125¢g 50090 ¥62,700

BNy T — AccuGENE™ 10 X TAE (Tris-Acetate-EDTA) Buffer*! 1L 50844 ¥8,500

ERKHEE Mupid®-2plus*? —=X M-2P ¥40,762

100 bp DNA Ladder (Dye Plus) 500 ul(100[]) 3422A ¥19,000

AFEY—H— 1 kb DNA Ladder (Dye Plus) 500 ul(100[]) 3426A ¥13,000

A-Hind Il digest 100 ug 3403 ¥8,500
FIREEE Mupid®-Scope WD — MS-WD ¥340,953

*1 ! LonzattDEETT, %2 1 PRI ZHOEZETT,

Hot Start PCR : Licensed under U.S. Patent No. 5,338,671 and 5,587,287 and corresponding patents in other countries.

In-Fusion Cloning Products : This product is covered by U.S. Patent No. 7,575,860 and European Patent No. EP1741787.

2D R (RFD T2 XER) ICBIL TEBEAE Y 1 TH A M TR S,

ARINTLyMIREIN TV 3B ZI FICRBE A THEROBEIE, $1 3B EEIETT,

ARINCTUYNCRBA LR R TR THRBAEL TIRFEL THVET EN BN OER. BRRZEAICRERAL VS TEBLESV 1 R& bR REAGZEL TERALEWLTZEL,
BHTNAFDABEETICRHROBR-FE. BR-FEEO-ODORE. BANROE FEATIIEEZIEINTVET,

AN Ty R OMIEI2011 E7R1 BREDH L/NEER T MISICHERREEN TENEE AL

INS)\ T TR s=1t (Euis N

REARRFEER TEL03-3271-8553 FAX 03-3271-7282
FEEARRFEER TEL077-543-7297 FAX 077-543-7293

TaKaRa 77 ZAHIVHR—FZ1 >
RO MNECEBICEFOBRABILALET,
TEL 077-543-6116 FAX 077-543-1977
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A m DAy R vk http://clontech.takara-bio.co.jp 2011 7AfFR30K
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