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I. FYMSEENSEE

B CUGA®3 in vitro Transcription Kit Code No. 301-15491 5 it
Code No. 307-15493 20 it A
B CUGA®6 in vitro Transcription Kit Code No. 303-88221 5 Rt
Code No. 309-88223 20 &It F
B CUGA®T in vitro Transcription Kit Code No. 304-14641 5 &I F

Code No. 307-13531 20 it A

[ CUGA®3 in vitro Transcription Kit ¥ vrRZA]

5 R 20 Rt FA
A—H%—X7=a7I) ;i 188
CUGA®3 Enzyme Solution 5L 20 uL
5 X Transcription Buffer 20 uL 80 uL
0.1 MDTT 10 uL 40 uL
100 mM CTP 7.5 uL 30 uL
100 mM UTP 7.5 uL 30 uL
100 mM GTP 7.5 uL 30 uL
100 mM ATP 7.5 uL 30 uL
Control DNA (Cloning Vector pTS1 DNA/Ns/I; 50 ng/uL) 4 uL 6 uL
DNase Enzyme Solution 10 uL 40 yL
10 M Ammonium Acetate 250 uL 1mL
Enzyme Dilution Buffer 50 uL 200 pL
[ CUGA®6 in vitro Transcription Kit D¥vFARZA]
5 RiGA 20 Rt FA
A—4—-XI=a7I) 1 &B 1 &8
CUGA®6 Enzyme Solution 5 uL 20 L
5 X Transcription Buffer 20 uL 80 pL
0.1 MDTT 10 uL 40 uL
100 mM CTP 25 uL 10 uL
100 mM UTP 25 uL 10 uL
100 mM GTP 25 uL 10 uL
100 mM ATP 25 uL 10 uL
Control DNA (Cloning Vector pTS2 DNA/NsiT; 50 ng/uL)) 4 uL 6 uL
DNase Enzyme Solution 10 uL 40 pL
10 M Ammonium Acetate 250 uL 1mL
Enzyme Dilution Buffer 50 uL 200 pL
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[ CUGA®7 in vitro Transcription Kit D¥vFARZA])

5 RiGA 20 Rt FA
A—4—XI=a7I) 1 &B 1 &8
CUGA®7 Enzyme Solution 5 uL 20 L
5 X Transcription Buffer 20 uL 80 uL
0.1 MDTT 10 uL 40 uL
100 mM CTP 7.5 uL 30 uL
100 mM UTP 7.5 uL 30 uL
100 mM GTP 7.5 uL 30 uL
100 mM ATP 7.5 uL 30 uL
Control DNA (Cloning Vector pTS1 DNA/ Sac I; 50 ng/uL) 4 uL 6 uL
DNase Enzyme Solution 10 uL 40 pL
10 M Ammonium Acetate 250 uL 1 mL
Enzyme Dilution Buffer 50 uL 200 uL

(TER)

% AFXYRE-20CIZREL. Mm% 6 # ALIRIZHERAL TSN, £ BEQAENIEEITTIIESY,

% 5 X Transcription Buffer [£%& CUGA® R A5—E IZRBEIELLTHY . FFVEERAOMREREL>TLET,

¥ AREXUMIEENTULSEE (CUGA®3/CUGA®6/ CUGA®T Enzyme Solution & TU DNase Enzyme
Solution) DERYIRVLNDEEIZIZ, ERYTAU T HEIWNEFVE LT DIRETRIANEELELKS, =,
REEMEZER (15-25C) $5UL\E 4'C THELLZWKITFELLZSW, BREENMET T 58e4ELH
YEY,

(REEE]

Ty R{TD Control DNA 2 uL #4&E AR DNA L TAHWVW-REEERER(ICH LT, 20 uL (1 RIE5D) OB
2T nvitro S BERIGZEITLN, 37°C. 2 BRI 1,000 ng LLE @ RNA (100 base) ZEABI TEAIELEHERLTLVET,
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I. YL CHELRERR, B

ZRLEBOEE B TRELSL,

ME 7B K (RNase-free)
HBLI-RAA U KEA—FIL—T T 121°C, 40 RRENIBLF-EDZESHERAESLY,

IAVOERYEELUVERYLF YT

Ao X arR—4—
37°C T—EHMRETEDILDONVLETT , RIGEDBBER(TEzH. T7—RA>Far—4—DT
FEREETTHLET,

AR

§5% DNA
WEZABEK (RNase—free) ITHEMELI-ELDZETHELIZSLY 8 R—T [ [#E DNA DR AEIZDOLNT]
S8R),

99.5%T%/—JL

A4v7a//—)L

2x/—IL/PAARIVL/AVTIIILTILI—ILEEK (25:24:1)

E—rTRYIHBINEH—TILY (95—

AN EE

40% 72V ILTIR/EXTHVIILTIREER (19:1 HBLME 39:1)

10% BTV E=ILBR

TEMED
NNN' N -TFRSAFILIFLUSTIV

FR%

F7HAO—X

RILLTZILTERAR (37%)

RILLTIR

10X TBE &%
892 mM FJR (EROFXS AF)IL) TS/ A22/890 mM R9E/20 mM TFL U730 MERES
25 X MOPS &%
2 M 3- [WEILTAY /] TRV R IV EE/NaOH (pH 7.0)
BEXKBRAER
0.02%7AETT/—ILTIL—/0.02%F L7 /—IL/50%5 ) £O—IL/ 1SR T ILEREE TR L
IND—HTS54
BIFSYL
SYBR"Gold &% 3L \d SYBR®*Green II (Molecular probes, Inc.)
FSURLILZIR—E—
MLADUTIL—0 SR
0.4%k LA T IL—0/10%EEEE /40% A% /—IL
BRBEMHIRIILAFR
BARIZEHELTEEBEHVRXILAFREZHELLESW, BRI IL A FROEEICK>TRYRAH
PDEFELGYEIOT, RIEEHEZREILTILELHYET,
IBEEH:
EFFUIZH., SaX 57 ZUZH, HAATH
) BREES:
AT R AESE. ey T T 0y
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I *vyrDEE

[ CUGA® in vitro Transcription Kit D4§& ]

CUGA® in vitro Transcription Kit [, f XS = vRO—U T oMM BIZEFEL = CUGA R A5—+X % in vitro
EERIGICAWNSZEIZEY., BHID RNA EYEFEENDOXEICBHIETEIELML RNA RS YETHY.
UTOHEEAELTVET,

BARDOKIBRAT7—CHE T3RNARYAS—E/TIRNA RYAS—EB LUV HILERSEBE 77— H¥E SP6
RNA RUAS—t (LT, BERRYAS—E) OEEERTHSD CUGA™3 R AS5—E/CUGA™T R AS—EE LUV
CUGA™6 IR AZ5—+H (LLF. CUGARYAS—) #FERATHILICKY. EDLDTHED K in vitro BBERIEFR
DEBEMNTTREELYEL: (T R—=D [ [CUGA'R) A5—EIZDLTIS ),

e KEODRNAZFRHTBZENARE

TSRXZK DNA 2 PCR EMY., (L ERA VT XILAFRE, 5 DNA DIEFFCEREEETICKE
(BEEDFYRELEE LT, $2~5fZ2LLE) O RNAZFFETEE T, CUGATR) AS—E B LUV HRXH
LAFFEEREIZTHERLTLS=6. 5558 RNA (1,000 base LLT*) DFE(-£ELTLVET,

* A1—H—XT=a17JLTIE. 1,000 base LLTZH% RNA, 1,000 base LI tZESH
RNA ELTWLVET,

o REICEHLBESERIESEITICEATHE

CUGA R AS—ENER/LEMEICLY . FERKR)AS—EZAVERFEOF VPO R AN RRE
. in vitro SR RIG DI EAREBRICH ELELT=, F=. BERRIAS—FORALGTOE—S—F
FIERBAEISELTEBYEBADT. RO TAE—F—EINEZDFEFHEATEET,

o BMET D RNAZRIMICHHEA FTHE

CUGA* R ) A5—EHAWNABIEIZEY., BHORNAZEENDKREIZEHTESOD. nvitrodsER
[5Z ALV RNA AR ORI TH—T AN KIBIZHESNET,

o MREVHRSETF~DERA TR

CUGA®3/ CUGA®6/ CUGA®1 in vitro Transcription Kit UL\ TH 5= RNA [, FED K574 in vitro
BERIGEMNALE-BEORBRRICZEOEFANDENTEET £ 4 BEOUARXILAFLERE
AZHELTND=H . BIXILAFRHEIWNIEF YT 7RI EDFERIZKY ., SHICEHEERERR
EEEITDHIENTRETT,

BB NNVEERSATLADEBA
BEEIA(IOTFLLIRATA—T QR
BRENIVFAE—aVRAT0—J DR

RNA #&3i& fZ 4T

BEERETE RNA (7T A< — RS A L. T F R, siRNA. miRNA, %) QRS
M= mRNA DIEIE

SELEX i%
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[ cuGA* R A*5—E 12DV T])

CUGA R 25— (X, 77— HED RNAR) AS5—FCEBRZBAT L EICLYBFEINEL-, COTEE
AlZ&Y. FEDO LS4, EED RNA RYAS—FIZIFEMELA LIRS B EITHILTLET,

o 5% DNA D IKRIFDHIKRITIKELZWES KIG

BEHIELT-855 DNA D 3KIFEMNSHD T AT (RNATRY AS5—E D55 DNA NS DREE (ZKBEE
RIEDBF#EEEE RV EED in vitro Bt B RIGIZE W TIE, FBERIGEHDIVDIE IRBERIGEET 5
£l DNA MSIEFERRYAS—ENERBIZSUAITLEW=OICEEDKRENATTEL LAY, BHER
FYHERL RNA D EA SN DI ENHMBNTVELTz, CUGA R AS5— L85 DNA D 3 KindD 24K
DEEEZTILKWEREREERIGETIO. 2 DNA 2EHILT IO DFIREROIEHELEL
FIZ BELGE CTEREFZRESELIENTRETT , RITD KD EEEZ(HI W=, FEER
[SEMHVS 2nd strand cDNA ERKICKUERAR S D A H DNA 855! DNA L9 5IRICH. EHELGIERE
BHIENTEET,

o EREKRETFILHEINIIKELLEWVEGEE R

BAERRAS—E R OAODESRIEL T TIVEIIERHEL . ChAGESREICERESLTL
£V, CUGAR) AS—E[F—MDEERFES T FIVEFIZRHELEW -0, ChoDESIZEL HE
DNA Aot P TEERISHAMELL T HTEEK. BHIEHR D RNA ZHR T 5 EAHHETT

o EEERANIXILAFREIOLDIEHEREEE R IG
ZERBEHDIEZERA)TXILAFEEEER DNA T3 in vitro S5 B RIGIZE > TiEEHD RNA 2R &L

FTARICIIBEEDORASLBEREMAMARIDIGENHYET A, CUGARIAS—EEFERTHLIC
KU, EFELGHEEDEHE RNA 21852 EATAEETT,
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IV. #% DNA QIS

B 5% DNA OFREAEIZDNT

in vitroBs B RIGDEEE DNAIC[ETOE—42—ERSIZET A EHIELI-TS5ASIFDNA, B.PCREY.
C. EZEFANIXILAFEOWTNNEFERALET (CUGA®S in vitro Transcription Kit L \515&
(Z. A EIELI=FZXZF DNA $ 5L & B. PCR EMEEAL TS, HFERRYAS—E DE AL
TOE—4—EIZRBELELLLTERYELADNDT. KEDTOE—SF—4ZDEEFERATEET,
CUGA®3 in vitro Transcription Kit Tl T3 7OE—4%—. CUGA®6 in vitro Transcription Kit Tl SP6
FOE—4—, CUGA®1 in vitro Transcription Kit Tl& T7 7OE—4—%¢FhENERLET,

+1

T3 7OE—42—@&5 5- AATTAACCCTCACTAAAEGGAGA -3
+1

SP6 7RAE—4—E2% : 5- ATTTAGGTGACACTATAEAAGAG -3
+1

T7 7aE—45—E5 5- TAATACGACTCACTATAEGGAGA -3

1:  I7—Y RNARYAS—EDTOE—4—HE S

in vitro SR B RIG T, EEERIR R NS TRO T F U REHZEEHE DNA &L
T.RNA #&/LFETH. TOE—F—EIHAEELICZAEEZATS
WHEHLHYET, X1 TIE+6 FTEEOEIIZRHELTCVWET N 11 DTT7/
DUBRBETH invitro SRE RIGEFIRT 21-OIC T RELIATLET,

A BEE{ELI=TSRAIF DNA ZH AT 5155

AEXYrCTRTOE—Z—ERIHKFHLEHFERR)AS—ED in vitro SBEREZEFIALTLET DT,
BERELIZTAE—2—PRBETT, CEADTSAIFDNA [TTOE—S—DHFETHILEFHERLT
fZaly,

O TSRINDNA DEHEIESLUESR
AXYrTIE, CUGA R AS—EZFERTHIEIZLY. $55 DNA D KRiIFHHK (3° EHEXIHSE)

MEEERIGICRIFTEZELERLTOET, LA o T, $52 DNA ZEHIL T 5= DHIREER
DEBFEEVEE A

% DNA DHIE ITEEMRICKECGEELF T DT, 3 DNA (T8t VY LEE DECEER
DR BEICEDHEEH DN RNase BRI /—)LICESHHEZEToHEDETHEAIESLY, 3%
HELRETISEEIEHBRDOTSRAIN DNA BRXVNEFEZAVSLERTT . EZLZDEA.
RNase Z{# 3 ¥ v ZDWLWTIF#T RNase ZREL TS,

FIREEFRZAVTHEL TSRIN DNA OEHEIEETOIGE. ERIABIZKYHEIENTLTH
BIEEHERLTEEN, F =, 7 /—LIZE BB EL T ToTEELY,
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B. PCR EWZHEAY HI5E

AFXVhTRTIOT—F—BEIRENEHFERRIAS—ED n vitro SERIGEFRALTLNET DT,
HERELETOE—E—NBRETY, CEAD PCR EYICTOTE—4—MNEETHEEHERLT:
=AW

Fi=. 2 DNA [CTOE—4—EIIAFEELEWNGE (X, BHDEINFEIET 5T/ —0 5Kik
12K 2 D LSIZTAE—F2—EF|Z LT PCR Z#{ToTLEALY,

PCREYDHMEIIEEEMRIZKECEELEFT DT, T2/ —ILIEBRFICLVBERETH> TS0,
BRD PCR EMFEHA+E Y (fl: MinElute® PCR Purification Kit; #RXES#¥T74 V. %) ZRAVSLE
FITY,

(T3 7AE—4—FE25I) EREtLI=T 514~ —HBHI)
5'— CAATTAACCCTCACTAAAGGGAGA + NNNNNNNNNNNNNNNNNNNNN =3’

(T7 FBE—42—EL3) (B&ELI=T A< —E5)
5'- CTAATACGACTCACTATAGGGAGA + NNNNNNNNNNNNNNNNNNNNN -3’

2:  JOE—S—EIEAMTEHDTI17—5FKE

THREIIESERGICBHALLSRIERLTVET T34 Y—2 a8 BRI,
TOE—2—0 5 RIGITRENRELIIGEEEEL T BEEFMLTGZE
L (B2 TR, OFDUBREZEMMLTOET),

| EZ |

CUGA®6 in vitro Transcription Kit #9556 . LEEDAHETIE+HLREEENFONEL
HEMRHBYET ., CUGA®6 in vitro Transcription Kit Z{EFL T PCR E¥IM DS in vitro .8 B R %
1515 E &, PCR EMID Kifm(Z SP6 TAE—F—HEE LKL TIZELY,, SP6 TAE—4
—ERBIOFRIFETIC 34 EE U LD ZAREE DNA SN D KIICERET LTS5/~ —%A
LT PCR EMIZEFRRL TZELY,

34 3t o

A OFE—A4—

— — SP6 OE—4
5'= NNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNATTTAGGTGACACTATAGAAGAG
3'= NNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNNTAAATCCACTGTGATATCTTCTC

£33 DNA

X 3: PCR E¥)(Z SP6 TOE—4—%B AT B8 DA
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C. LEEHAVTRILAFrZHERAT HEHE

5EHD RNA OFIRZEET DI5E LFERAVTRILAFFEHE DNA ELTHEATEEY .
D FRITL—FEH—FIvDH BT HPLC ZHELTEYFT,

RIHD RNA DR ZITIGEICFES OMBMNENEZLSATOET A XXV TREERIGE
HORBILETO>TEYET DT, IRKICRNAZHR T HEATEETT

CUGA®6 in vitro Transcription Kit Z{E 3 %154 . TOE—42—HE 5D DA THL, 2 DNA
B EREICZAEIZTINENHY. £1-.B.PCR EYEFEAT B A LA, TOE—4—
DLERADIERMAMARBBERYET DT, RTOLILEHRLTEBYFER A, LFEERAYT
XOLAFRERWVNTIEE RNA &5 /T 555 L. CUGA®3/ CUGA®T in vitro Transcription Kit %
CHIALEEELY,
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EZEEBAIITXILAFENLDEEE DNA SFE

KT ITOE—2—EHHRHNTEELZAEEERT DESITIEEERAITXILAFROE
FHEIToTIESLY, —ﬂxa’amﬁ#i DNA a>/5vr7°(il X 4 ZSBL T,

8 DNA (X, AT RXRULAFREZEEEILT OR—DFa1—TITHA. CORBREZEEDT
——1>5 8y T7— (20 mM Tris—HCI, 2 mM EDTA. 200 mM NaCl) &EFILT 75°C T5 4[N
L. IBOMNIEER (15-25C) ISRT ZEICKYRARLTIIZSLY,

T7 FOE—A— g

5'- CTAATACGACTCACTATAGGGAGA -3’
3'- GATTATGCTGAGTGATATCCCTCTNNNNNNNNNNNNNNNNNNNNN -5’

T7 7AE—4— |
5'- CTAATACGACTCACTATAGGGAGANNNNNNNNNNNNNNNNNNNNN -3’
3'- GATTATGCTGAGTGATATCCCTCTNNNNNNNNNNNNNNNNNNNNN -5’

T7 7O0E—4— g

5'- CTAATACGACTCACTATAGGGAGA -3 —»
3'- GATTATGCTGAGTGATATCCCTCTNNNNNNNNNNNNNNNNNNNNN -5’

\

+1
T7 70E—%4— >
5'- CTAATACGACTCACTATAGGGAGANNNNNNNNNNNNNNNNNNNNN -3’
3'- GATTATGCTGAGTGATATCCCTCTNNNNNNNNNNNNNNNNNNNNN -5°

+1
T7 7AE—4—
5'— CTAATACGACTCACTATAGGGAGANNNNNN -3 ——p
<4—— 3~ CCCTCTNNNNNNNNNNNNNNNNNNNNNNNNNNN -5’

T7 7A®—4—
5'- CTAATACGACTCACTATAGGGAGANNNNNNNNNNNNNNNNNNNNNNNNNNN -3’
3'- GATTATGCTGAGTGATATCCCTCTNNNNNNNNNNNNNNNNNNNNNNNNNNN -5’

+1

EFEHA)ITXILAFREMLDEHE DNA A (T7 TOE—2—Z ALVl

a: JOE—A—EIDHANZEKEDLD

b: TOE—A—ERIISIUVEMNERIIN-KEDELD
c: DNARYAS—EZHWTZFKEZRHIEL-LD

invitroBf ER G TClX, BB AN TRO T F U REFHE DNAELT.RNAZERLET
N, TOE—3—EIHDERRIZZAREERRTIDHENDYET, LUSHELS RNA ZE/RT
AEEICIE. b HBEINT c DESICETOMEIEFE-AREICLTEE,

TK_Ver400_JC28FM.doc
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in vitro SEE RIS T, BBERIAR (+1) DT T/ UEEFTHA AR DNA ELTHAELTL
NnIE in vitro BB RIGHFIRSNET N, COTT/OVBREDET (2 Mo Tl ITFIDVUE
ENERT SR DNAZFERALIIEE. in vitro BRE RIS DRFENSERERIRDENZFLE
TIHIENMBNTVET,

FVIRILFFEORIIREFFICEERERETICTI AER (U700 . 7TZ0) 28<E
BEEtd (B1TRLETAE—S—ERS) & LROMENKIBICRESN T ELESRRHE
FTEFEY,

+1

T7 7O0E—4—

5'- TAATACGACTCACTATAGTTTT TNNNNNNNNNNNNNN -3’ BEOEF
3'- ATTATGCTGAGTGATATCAAAAANNNNNNNNNNNNNN -5’

l EEMIRAETICT)UIEELEA

+1

T7 70F—4—

5'- TAATACGACTCACTATAGGGAGATTTTTNNNNNNNNNNNNNN -3 wZELT-E25
3= ATTATGCTGAGTGATATCCCTCTAAAAANNNNNNNNNNNNNN -5’

H5: EIMKRFNLGESRRIEOETEREETH=HDRLTTE
(T7 FOE—52—ZAL=H)

B Control DNA [ZDUL\T

AX VML, FYLDOHERELZHER T 5= DEEE DNA LT, Control DNA (50 ng/uL) MiFEftah
TWFET R [REEE]ISR), AN—  BELBRDLLALI B EDORERBADIEZLELGYE
FTDT, ;ST ILDRIZTHEHALIZELY, Control DNA [, Cloning Vector pTS1 DNA #4U\ME Cloning
Vector pTS2 DNA (X &t =wiRk>oO—2TF0) ZHIREER Nsil HBHULE Sac 1 ITKYEHIEL. RE
ERELL-EDTT,

e CUGA®3 in vitro Transcription Kit M15%& : Cloning Vector pTS1 DNA/ Ns/ 1

e CUGA®6 in vitro Transcription Kit M15%& : Cloning Vector pTS2 DNA/ Ns/ 1
e CUGA®T in vitro Transcription Kit M15%& : Cloning Vector pTS1 DNA/ Sac 1
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Sacl Nsil Nsil

T3 FOE—%— T7 70®—4— SP6 JOE—4— T7 7Ooe—4—

Cloning Vector
pTS2 DNA
2,800 bp

Cloning Vector
pTS1 DNA
2,800 bp

HIREERHELE TOE—5— HIBREERHIE

Héh-l $% DNA

| in vitro B8 R it

| 100 base RNA |

6: Control DNA DEXE
A: Cloning Vector pTS1 DNA D#ER X

B: Cloning Vector pTS2 DNA MEX X
C: 7RE—4—LEEE DNA B OEEER R
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V. in vitro B8 5 R i

1. BERICAREORMAE

FYMMSLUTOF1—TE#WMYHLTERE (15-25°C) TRLICHERZ. BGREELTHRREN —
EIMEEIZKYBREF1—T DEICEDET . 5 X Transcription Buffer RIZEHUVEERY (Z’\)b://)
NEONDGEX. BRI HEEINLGLLEDETF1—TEER (15-25C) [THEL=#%.. /\vT7—D
BEN—IZ8DES. ERYTAUTEITFAVELTIZRUEBHL TS,

5 X Transcription Buffer
0.1 MDTT

100 mM CTP

100 mM UTP

100 mM GTP

100 mM ATP

L 2K 2R 2% 2% 2% 4

2. EREREBRDFAELEET DNA DR

FLOWF21—TICUTOREFLHSIBHEICMA . LFGEFILI-E. R (15-25C) [TEEFET (CDE
BETERERIGARIETFLET), 5 DNA DBRRBREICIHLT. 22 20 pb LD KIIITHBEREZ K
(RNase—free) MHFMEEZFAELTESLY, 5B DNA LS DETHREEMZ =R, EXRYTAUTF=I1E
Fa—TODFvVTEZHDH. FVEVTIZEYREBL TSV, BETHIEIC. AN RETHLEER
(CUGA®3/ CUGA®6/ CUGA®T Enzyme Solution) MEETEEFNAHYET DT, TEELFLSLY,

&2, 0.05-0.25 pmol (FS5AZK DNA DIH A, 100-500 ng F2E) D 5T DNA Hﬁﬁ}irﬂﬁsi&(—nui
(BE20uL &T ), BIRRERMKICERYTAU T FIZFVE LT ICEYEB LTSV BET BRI, &
ANRETIEBRENKRFTIEINLHYETDO T, TEFEIZSLY,

[ B% (CUGA®3/ CUGA®6/ CUGA®T Enzyme Solution) D7 |

FEFENTESERSENNSE(CEDOLNDIIHEE L, $5E DNA ENBIFICDLEWEES(X, B
% (CUGA®3/ CUGA®6/ CUGA®T Enzyme Solution) % &0 Enzyme Dilution Buffer T 2 &2 E(Z
FRLTHWSCETHRENWESINSZENHYFET,

(TER)

% 5 X Transcription Buffer [CIXZANILEDUMEFENTNET  ARLLIDVIIREELESAREREKL. 5
BIZES>TRATBMEEL TEBRT DA HYFET DO T, B DNA (FA T REZITINZ TS, ik
BERBLIEE . BERIEDMEBENELIETLET , 5 X Transcription Buffer DiREDFH—{L%E
<=8, BRE RIS ARDALIZEIIVNTER (15-25C) FHE T TIToTLESLY, F=, AFX YL TlE
RNase [HEFIDERAZHELTEYFELAD T EBERIGAERPIC RNase AEFIZHRMLAENT S
LY,
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CUGA®3/ CUGA®1 in vitro Transcription Kit

BEZAEK (RNase—free) __ L
5 X Transcription Buffer 4 uL
0.1 MDTT 2 uL
100 mM CTP 1.5 uL
100 mM UTP 1.5 uL
100 mM GTP 1.5 uL
100 mM ATP 1.5 uL
CUGA®3/ CUGA®T Enzyme Solution 1L
#%Y DNA (0.05-0.25 pmol) L 2820 L

CUGA"®6 in vitro Transcription Kit

WE2XBK (RNasefree) L
5 X Transcription Buffer 4 uL
0.1 MDTT 2 uL
100 mM CTP 0.5 uL
100 mM UTP 0.5 uL
100 mM GTP 0.5 uL
100 mM ATP 0.5 uL
CUGA®6 Enzyme Solution 1uL
#:% DNA (0.05-0.25 pmol) L £820 4L

3. invitro .EsB RIS
AoFaAR—E—%FFAIT37C T2 BRBIRIEZEITVET URXILAFRARETHEXILAFRORERY

AATIS—AFEET HAREMENHYET DT, in vitro BRERIGIT 2 BEI L EITHGRON TSN, KUBE
DEL RNA ZRELSN DI E X RICFZ 30 S REF TREMEL TZSLY,
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VI. RNA D5 Sl

1. $5%YDNA DX

1-1. DNase Enzyme Solution M sl

DNase Enzyme Solution 2 uL #EERIGERICINAZ (28 22 uL), ERYTAUTF=IEAVELT(2&Y
BELTESWL, BEE T, [UENRETHEEBRNKLTTIEINIHYFET DT, TEELLESL,

1-2.  GEIERE

AF1R—A—%FFAV\T 37°C T30 HREREETLNET,

2. RNA BEAHFEDORA

FyhMid 10 M Ammonium Acetate DF1—JZHWMYHBLTER (15-25'C) TRLICHMRE. BGES
TERREH—IZL, B BREICKYBRETFI—TDEIZESHETT, 10 M Ammonium Acetate (£, LIED 2
£ 3-1. $BLNF3-3. THEALET,

3. RNADBEEBLIVESRKIIZLSEH

KERIEDURIXILAFRELUVEBEZRERETHE-OIZ. 7z/—IILHBHEB LU IS/ —ILikiBEITo>TLE
LY, HBHULE, HTHRD RNA FFRAHAS L (f§l: RNeasy” MinElute® Cleanup Kit; %X FT772 . F) %

CERICGHEERTT,

LTI, #3E95RNADFEE REAEERLET . AT S5 RNADERICKY ., FBE. REAENER
YEIT DT, TEELSLESN, RA—5F—X<7 =27 )L Tl 1,000 base LA FZ4%2$8 RNA, 1,000 base LLEZE

$8 RNA ELTLVET,

& 428H RNA DIHE

3-1.  %5%H RNA D¥EHL:
3-2. ESE RNA OEH:

O RIERNA DIBE

3-3. RfH RNA OFEEL:
3-4. ESHRNADEH:

(TER)

I/ =V E SV IR/ —)LILRK
EHRIT OV IVTIRT IVESKEIC &SR

Jx/—IILEBE LV TO//—ILLiE
EUTAO—RFIERKENIZLDEH

* 55 RNA OEHIZBWNT. 4/V7a/nRN/—ILEBERWVSERIGHENETLES,
*  FiH RNA OFBRIZIE. 55886 RNA ORI A ZEZRAWNAIELAEETY,
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Vi.

3-2.

G8E RNA OFER: Jz/—)ILHBE IV IR/ —ILLE

RIGAR (22 22 ub) IZRE AT K (RNase—free) 78 L #MZTEE= 100 yL &L, 7z /—)L/90O0O
RILL/AVTIIILTILA—ILRER (25:24:1) 2100 pl (ZfZ2) MATEEERICKYRELI-E.
=8 (15-25°C) T 13,000X g =T 5 HREELLET,

B, EE Ok Z2HLVF2—TJIZBL. BE. 7z/—/)L/200KRILL/AVYTIIILTILA—ILR
Bk (25:24:1) %100 pL (FEE) MATEHERMICKYESGLIz#E. =R (15-25°C) T13,000xg [
T5EEODLET . LB Ok#) ZFHLLF1—TIZBL. LIBOIEEICEATIEEL,

WE XK (RNase—free) 50 pL (0.5 {£&). 10 M Ammonium Acetate 50 pL (05 {5 2) ZFNFNMA
THEERY T4 H{To1-1%. 99.5%TH8/—)L 400 uL (4 {5 8) ZMZ TEERMICLYEAL. =R
(15-25°C) 125 NEMELET

;8 (15-25°C) T 15000 % g [ZT 10 HRI&ELLET,

LEEZERYRRE, 70%TH2/—I)L 1 mL #§H(ZINZ ., =8 (15-25°C) T 15000x g [ZT 5 HEEDOLE
ERS

LEFEMYRKRE. LBYZEREZICKVEIELE T RERITIMEZAE K (RNase—free) $HHULMEIE LK
N I7—ITBEEL. TCITERLEVWESIE-20C $H5UME-70'C TRELTIESLY,

SfH RNA DR ZTHRUTZOVILTIRSILERIKEIZLSEH

72 g DRRF|IZA0%FTHIVILTIR/ERTHVILTIRESR (19:1 HBUME 39:1) 12 mL, 10X TBE jBiK
4 mL, 10%BFREE T E="V L 300 uyL ZMZ TEGEFL =%, TEMED 30 uL 2 A CEHIZKGEFIL .,
HIIARIEFRAA BULEI—LEEZELRAATYILEEESEET,

RNA BRICHEZEEND SMRFRBR BEXXKBHEREED) ZMAFET,

55°C, 15 SRHERMIEL =, | x TBE BREBERIABAHEERLL T, 50-300 V DEEETERKBZE
TLEY,

BRABR. ZIVE pg/mL DRIEIFOIVLRRICSELTREBL, BRI TICTAUFOHERS

FUBERELITVET . HAWE MLAOUTIL—0 RBETERTLHILITLY. AIRAT THRE
YHIELARETY
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3-3.

Vi.

3-4.

K RNA OFBEL: Jz/— LB LI T0//— )Lk

RISEE (€2 22 uL) TR E % E K (RNase—free) 73 uL. 10 M Ammonium Acetate 5 L Z1Z T2 E
100 yL &L, Zx/—)L/2881RIVL/AVTIIILTILO—IVEER (25:24:1) 100 L (ZRfEE) AT
BEERAICKYES L. =B (15-25C) T13,000x g [ZT5 HRE&EILDLET,

EiD&k, LB Ok#) #HLWF1—JIZBL. BE. 7=/—)L/900FRIVL/ A FIILTILI—ILVE
A% (25:24:1) # 100 L (FEE) MZ TEELEMICKYESALI=%. =B (15-25°C) T13,000x¢g (2
TS5 BEDLET ., £ Ok#E) 2HLWLWF1—TI28L. LB OIREISEA TS,

AY70/R/—)L 100 pL (FEE) £MA TEHERMICEYESL, ER (15-25C) 12 5 HMMELE
ER

;8 (15-25°C) T 15000 % g [ZT 10 HEI@ELLET,

EEERYRRE, 70%TH2/—)L 1 mL 250Nz, =8 (15-25°C) T 15000%g [ZT 5 HEEDLE
ERR

LEEZFZRMYRE. LBYEREZICKVEIELE T, LIERITBEZRE K (RNase—free) HHULMIE LK
N IT7—ITBREL, TCICERLEWESIE-20C 5LV E-70°C THRELTEELY,

R RNA DR : ER7HO—XTILERKEICLSRH

FHO—X 10 glZ, 288K 39 mL #/NZ THEL., BfEL. 25 X MOPS jBi&%E 2 mL. RILLTILTERE
& (37%) Z# 9 mLMATKGERLI=&., BICHRLAATY LVERBILSEET,

RNA &% (< 25 X MOPS ;&% 0.4 L. RILLTILTERAR (37% 1.3 L, RILLTIK 3.8 L. ERIKEN
AfFR1uL. 01 mg/m BRIETFOHLARKON uL EHBEAZE K (RNase—free) ZMA . JAKRESE 10 uL
ELFET,

55°C. 15 I EAVLEEL 7=, 1 X MOPS BREE X KENAEE®KEL T, 50-100 V D EEE TERIKE
1TULWVET,

BRkB®. ROARBHTICT\VROERBIVEEREZETVET,
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VI. STV a—T42%

AXyrDFERICEWTHELOMADEEAREL-HAX. LTOEBICLE=NA>THRBLTLESWLY, F=, Fyb
#™{F D Control DNA ZHWNTHE B DF v IZEITH>TIEELY,

1R REH LU= 0E
1. #8535 RNA DEM | - 5XTranscription Buffer DFEMEFEHALILBEEM, BEETFICLDE
DI EOFH—1t
- $% DNA OBEIEM
- CUGA®3/CUGA®6/ CUGA®1 Enzyme Solution 03B EiN
- E5Z! DNA OFEAELY

—>AKF YT invitro8zs B RISZEFIAL T S1=8., $5% DNA DFEIZE-TIX
BEEMERICENELDIEELIHYET . T-. SEEDECREEEFIOES
AHFEERGDNEEZTIFEIRAELYET ZEE. XILT7—HE . ZTOMHD
THEDEAIZETZELZSLY,
- ARJLEDULER DNA B E S K EREBLTWS
—SHREFFMNIIEF FGEEDRICKEFELEFTOT. T RKI—F—X
I-aT7ILDREHABICLI=M>TLIESLY,
- EERERMAORINESHREDEICEELTLS
-1 R=UFTHHEEE,
2. ERENLTEERI | - HRERICESEHE DNA OHEIEAFELTHS

EMHZL —invitro B8 ERIGTIESUA DICKY REERIESEET, TSRXIFDNAF%E
$52 DNA ITAHWIS A ICHIBEREIENTELTHSE. BOSEE LIEFEN,
SHETTEHEERGAITHONET , 855 DNA (THIBRERELIZE TRERIC
BEHIELTWWAIEEMEREL, AR THNIETHO—RY ILERKEEITLN. B
B0 DNA B B &5 Lo . FBEL TR,
- PCR MiATEIZH L TIEFEML DNA M EIESh TLNVS
—PCR EWZEE DNA LLTRHWSIGEF. FEFEMNE DNA AEIRS R
ST THE DNA O REEITH> TS,
- RERLERERIGEYMOREL
—in vitro BEE RIS TlX. RIGIEDHEL RNA AREICEEFZELTWE
T AL YNTIE, ChERBRTEH-ODRBEILEITo>THYET A, HEES|
[C&-TIRIIARRILAFREZREIL T SHIET. REURLGIEE RIGEM DR
BONEL T HIGEELNHYET .
- TRE—ASA—HIEREFEETS
—$#5% DNA OEHI R TAE—2—EIIMNFEELEN EERERL TS,
3. RNA AA2<{BoniEly | - 83 DNA QLERICTOE—S—HEELLL
—# % DNA DIEFEICEAHL T TOE—4—FHEICEAL. A1—H—X<7=
AT IILTHRLTWSES|IE—BL TSI EE AL TS,
- 5% DNA O#ESL, 3 DNA OFIBEEREEAFES
— it 2. ZSRL TS,
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