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{#47: 5'RACE TS OligoF-70°CRF—F, HMhZEH-20°CREF—F,
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TransSeript® 5'/3' RACE KitZ URNA AR, SRGH R 2 KDNAFF UL HiER 3 E /953" imdt fTa s
FYIEBNRFE, ZRTEEHRES. AMEENR, BREFERERETNEERBNSREREYT
EMix, FHORBLLHT KB TIERES RACES3 RACEL R AT

R

cBPBRREMEE, BEHE, REHE

o O] [l A 20 kb A #E AR RN

B AT RILE{RZE1.4 TPM (Transcripts Per kilobase Million) %% K A% o

EMTEE

REF. FRFEERNEEFTFE BRI,

7 L
Component AR101-01 (12 rxns)
5xRACE RT Buffer 48 ul
TransScript® RACE Reverse Transcriptase 24 ul
3' RACE Primer 24 ul
5' RACE Primer 24 ul
5'RACE TS Oligo 12 ul
RACE Universal Primer 600 pl
RACE Nested Primer 240 ul
TransStart® RACE Amplification SuperMix (2x) 2x1 ml
Dilution Buffer 1 ml
RNase-free Water 2x1 ml

HRPPEIBER

#FHHE A0 ng - 1 ug Total RNAFETTS'/3' RACEY 18,
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5' RACE
Total RNA
5' poly(A)3'
5' ——NNNNN
5' RACE TS Oligo 5' RACE primer
Reverse Transcription
5' —_NNNNN 5 poly(A)3'
NNNNN 5
Template Switching
5' ——NNNNN poly(A)3'
——NNNNN 5'
PCR
5' ——NNNNN poly(A)3'
5' GSP
—
—NNNNN 5
i
RACE Universal Primer

5' RACE Product
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3'RACE

Total RNA
5 poly(A)3'
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3' RACE primer

‘ Reverse Transcription

5' poly(A)3’

5'
‘ PCR
5' poly(A)3'
3' GSP
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5'
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RACE Universal Primer

3' RACE Product
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* 5Y3REFRERYES 1P (5'/3' GSP) o

o Ry AR F].  EasyPure® Quick Gel Extraction Kit (TransGen, EG101) o

» REIKA: pEASY*-Blunt Cloning Kit (TransGen, CB101) o

o BEALARFA. Trans1-T1 Phage Resistant Chemically Competent Cell (TransGen, CD501) ; Ampicillin
(TransGen, GG101) ; TransCulf® LB Agar Plate (Ampicillin) (TransGen, CPI111) o

s BIRPCRIXH: 2xEasyTag® PCR SuperMix (+dye ) (TransGen, ASI11) o
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() SIKE. 23-28MEFR, BKOSIMSRSY B~ MaESM.

(2) BIMGCEE H50% - 70%; Tm{E>65°C, #>70°C{EHTouch Down PCR,

(3) R —fFNEFKATTIEITZ&GSP, RGP A ThE,

(4) BINRACEY = R#Bid2kb, £HEXNFEKE10kb)FHFR LA BRIKMNEF A, GSPREERCDNAK
¥y o

(5) YE—EFAE LLGSPH, ThUEFFEHEITDNARIKIIGSPANGSP ( £ERGSP ) ., BEY EHRMAR
£, NIENGSPHIS' Kk 5SGSPHI3 KisB~10 nttiES, MRS R LRY W MNEHFM,

(6) Rt AL IGSP/NGSPE Blasttt X T 5% PE e 2 Hth B & 751 o

2. RNASEBEN % e

{5 PR TR BEME R RS BB Sk AR S 2100% 75 A8 Mtotal RNARYSEEERE,

3. 2K cDNAGR

(1) IR2BTBUHE Fr B cDNAS A3 RS, AR ET K EER,
{##: 5' RACE TS Oligot ZL RGBT RERS), T BIRE,

(2) K EMAIATEHER,

5' RACEMF FIAR
Component Volume
Total RNA 10ng-1pg
5' RACE Primer 2ul
5'RACE TS Oligo 1l
5xRACE RT Buffer 4 ul
TransScript RACE Reverse Transcriptase 2ul
RNase-free Water up to 20 pl
Total volume 20 ul

3' RACEWE R R
Component Volume
Total RNA 10ng-1pg
3' RACE Primer 2 ul
5XRACE RT Buffer 4 ul
TransScript RACE Reverse Transcriptase 2 ul
RNase-free Water up to 20 ul
Total volume 20 ul

Q) BBREKRES, RESRE D,
4) EFPCRIVF R, BFMAT,
50°C 60 min
85°C  S5sec
4°C  Hold
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6) YRR, RIEBEETHER (NP ENERAREELSSE ) , BXFIEB#HMDilution BufferfcDNA= )ik
TR, BEBETATIEE, 1 ug Total RNATT N AIcDNA = B HRE 106 E 1A T — SRR FE
Fﬁ o

4. cDNAKMHEN # (RACE)

(1) K EMANL TR,

Component Volume
5'RACE-cDNA / 3' RACE-cDNA ( E#7=#7) 2.5ul
5'GSP/3'GSP (10 uM ) ** 1l
RACE Universal Primer Sul
TransStart RACE Amplification SuperMix ( 2x ) 25 ul
RNase-free Water 16.5 ul
Total volume 50 ul

*o] MR NGSP / RACE Universal Primer# 5 [#) X% 8820, X IEEHY 1E~Y),
*E B IXSreDNAKE, 5' RACE-cDNAX}RZ5' GSP; 3' RACE-cDNAX{RZ3' GSP,
Q) BEERRES, RESBEL,

(3) PCRY G FI T
GSPHYTmIE 460-70°C ; GSPHITmIE>70°C
98°C 1 min 98°C 1 min
98°C 10 sec 98°C 10 sec
68°C 15 sec j 25 cycles** 72°C 30 sec* j > cycles
72°C 30 sec* 98°C 10 sec
72°C 5 min 70°C 15 sec j 5 cycles
4°C Hold 72°C 30 sec*
98°C 10 sec
68°C  15sec j 5 cycles**
72°C 30 sec*
72°C 5 min
4°C Hold

* 4 B Y Y > 3koRt, ] U 72°CREHRT IR Z 14040,

= INE BRI EE, oTIE Y EKERE.

4) $:XPCR ( T3k ) : W—KPEHRARLF, TJINANGSPHITERPCR, K EMAMTEHER, TELEXPCR
BEHLR, FEBII2R,

Component Volume
E—RY R~ Tl
5'NGSP/3'NGSP ( 10 uM ) 1ul
RACE Nested Primer 1ul
TransStart RACE Amplification SuperMix ( 2x ) 25 ul
RNase-free Water 22 ul
Total volume 50 ul
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RRESERAEOE, ETPCRUFREY, BFIES R LE—®PCR,

5. Hi&ARmgitk. %

He## (% Fl EasyPure®” Quick Gel Extraction Kit ( TransGen, EG101 ) { E M7= @3S B 9 F BT E R4
1k, ZEdaknEytiT—RNFLE. BEAFRERENTIHEE ST, BERESBIERHIE
H,

bEd =g A

c —EEES|WRITENEITSY, SNRMEY 1S IEA L.

o BRI EIGSP/NGSP#E{TBlasttb X, 7 ILEC E Atb B £ 51 518 B AE 4 Ry 18,

o B —TFFEA{#E F100ng total RNAF TSR,

 BRIERIATRNRNANZEE, —EE2FATEERSMotal RNA K RIGER,

+ 5'RACEFI3' RACEAE ¥ F R D EANS IMTEAE, BEFXSD, BOHEE,

* 5'RACE TS OligoTE I 5E R 37 Bl & & FF R IRIKE-70°C1R 77 o

A7 LRSS, AR T IER S
BRASS: V1.0-202305
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