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@ Hil5mixeH
Takara IVTpro™ mRNA Synthesis SystemBRal T M- MRXFIEABRK

(1) AT TriLink ASIAICapZ4 [CleanCap Reagent AG B CleanCap Reagent AG (3'OME)].
AR THIEin vitro transcription(IVT) #EiREHIIEEIXFIE

(2) {ERMERIERGL, 1813 /n vitro transcription (IVT) EEAEE%_EE\ == 8CleanCapf&ifimRNA

Ei0)E: gl

- T7p 5" UTR 3" UTR Poly(A)
l LI l

(1) BERNTRRE = (I l In-Fusion Z5f&

CDS

E—

Hind Il E§tJ
(kL)

in vitro transcription
(BB mRNA)

(2) Cap &4 mRNA BIERL - ,
5 Cap

.\ AAAA: -

Poly(A) tail

B 1. ARy

(1) Cloning Kit for mRNA Template (Code No. 6143)

BT MEEFEPSET7 promoter. HEFRIEIAFES (AGG). 5° ~UTR (untranslated region). 3" ~UTR.
Poly(A) 5! (105E), BT In-Fusion®ef#BRIAERIIFS (coding sequence: CDS),
BREMEF AT AZE. /NEERIMAERYER T CleanCap Reagent AG#HITMRNAR B A RIENR G
Filo

(2) Takara IVTpro T7 mRNA Synthesis Kit (Code No. 6144)

UEET7 promoter FHRINEEDNA N IENR, #iTin vitro transcription (IVT) RN EEBEMRNAKIRF
8. EZEYMDPHNSIEAREEERNANS iFHCapsil, AF=F{EFEMCleanCap Reagent AG
(TriLink 2 FIRICapELH: FEFIMNER), BEBESNHIEEB CapBEaHImRNA, I, A THEES
N REREE, PIERARBRREEREEERE (UTP), MAASAEREEMRNARTE.
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@ FIEAR
Cloning Kit for mRNA Template* (Code No. 6143) (10 R kI)

(@)  Linearized Template Vector (50 ng/ 1) 10 pl
FLuc Control Fragment (100 ng/ pl) 2 10 pl
5X In—Fusion Snap Assembly Master Mix™ 20 pl
Takara IVTpro T7 mRNA Synthesis Kit* (Code No. 6144) (20 JX. 20 pl RREHER)
10X Transcription Buffer 40 pl
™ 10X ATP 40 pl
@ 10X CTP 40 pl
@ 10X GTP 40 pl
™ 10X UTP 40 pl
@) 10X Enzyme Mix 40 pl
Nuclease—Free Water Tml x 3
&  DNase | 80 pl
Lithium Chloride Precipitation Solution 600 pl
¢  Positive Control Template (FLuc) (0.5 pg/pl) * 10 pl
*1: FIARRIR;
*x2: FAF In—Fusion SZFERIXEE DNA K&, EvE1E T Photinus pyralis 5yt 88 CDS,
AL T AR,
*3: 5 In—Fusion Snap Assembly Master Mix (Code No. 638943/638944/638947 —
638949)1HE],
*4: B T7 B&F + 5 UTR + FLuc-CDS + 3’ UTR + Poly(A) BRI M1 R
K1 DNA,
® R 7F: -20C
O HFIESNTRERRFIRER
(571
o RS

—~ E coli HST08 Premium Competent Cells (Code No. 9128)
— Stellar™ Competent Cells (Code No. 636763)%
o SOCHEFH
e LB (Luria—Bertani) 1Esc&
* LB/ FHEZ (50 pg/ml) FiR
* Hind 1l (Code No.1060A/B)
» CapZfilsy
— CleanCap Reagent AG (TriLink’A&): Code No. N-7113-1/5/10)
— CleanCap Reagent AG (3 OMe) (TriLink/A&): Code No. N-7413-1/5/10)

— N'=Methylpseudouridine=5" —Triphosphate
— Pseudouridine=5" —Triphosphate
— 5—Methoxyuridine=5" —Triphosphate
— 5—Methylcytidine—=5" —Triphosphate$
o ZB2. 3 MEEERSN (pH5.2) . TE buffer (0.1 mM EDTA)

[E828E ]
s RERE. MERRS. Bk
o [ER/KAFEHE Thermal cycler
o RENEILHL
o MFKELT



- NanoDrop (Thermo Fisher ScientificAB]) &

@ RIETRFTIm
AR eE DNA 1R, 117, BTRNANEE. MEBRERLFREN RNase /5%, 2SBRNGEIRE
RNA WEMEK, RNA RERBI. RNPMNERETAXENMERRERL, FREFHN—REFE
LAFALE RNase 55,

@ BfrERRFE: (1) Cloning Kit for mRNA Template

(1) ez
Cloning Kit for mRNA Template (Code No. 6143) A= RiEZLNE 2 A/B FiTRo

Target CDS ﬂ

+ In—Fusion cloning
T7 p-||5=UTR ﬂS'—UTR Poly(A)

Transcription start sequence (AGG) ™ RE sites (Hind IIl, ...)

Linearized Template Vector

2A. @ In—Fusion Faf& " M IR Gl

%]
TAATACGACTCACTATAAGG
T7 promoter —

Transcription
2B. f#F CleanCap Reagent AG BFfY DNA iEiREERi2IaF5 (AGG)

*x1: “Transcription start sequence (AGG) " 2ffM CleanCap Reagent AG BXHI&H
Cap £/ mRNA B BRVEE RietaF 5.

* 2:In-Fusion FEERFARNE S B AN BMiGHI In—Fusion Snap Assembly Master Mix(Code
No. 638947~638949) TifH.

(2) §%4% DNA BIHI&
AT AZEFEA Cloning Kit for mRNA Template (Code No. 6143)
A) BERR CDS %t
1. RENEFRIAERER CDS 58,
o RAEEANFZH CDS (FhFAEHRAERZEFRIL IEZIEFR DNA F51). RiXEAN
Xt B ERIAERTLIEZBETFS (218 B) BT PCR /7/A#|& BRI CDS FE).
o BAEMNREEE—NMRIEEIBFRY. EATHREMESRWENZEIL, FESFEREILEE
BFEARI CDS,
2. RIESIN mRNA BU4RREFHZE, ik CDS ZEfa+
o BEREL T A HERYE,
* £ in vitro transcription &A% RNA B, A THNHIFELYE MM ERESFERBRRESE
RE—MKRE (UTP) (ZEXH 1), BREERIIASHFEEN UNFERMENRESR (58X
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it 2 %0 3). BB EFAEEMMENERBF R TFE U BERNZRIZTT CDS.

3. MMEMRRELE NI I ERAIRSIENIEIRAIGL SR (HE Hind 1Il) ANFEETERENER
B[R CDS 1, tNRBFEARIBRGIENIEEALRFET COS . MEAANKERERRFT I
ERZREF (Bl LEBZHEFA) “UCU” B “UCC” )RXZ DNA 5.

UEE] AEEPRZUEFEER Hind 1,

o [EARHIEAIEERIR RN, DUEBR mRNA BRI R, BIRE, LARSIE
WIESTIMTREMR BRI R IR A 3 R, BREMX N TIEFEAR X EAFTIH RNA (&F
ik 4), EHHEFESIM 5 RESTEERHIPREIERIEE, o, mRNA B Poly(A) 75z
[ERIEIINF 5 P BES MR mRNA BUBEIMERNER . 1B AR PTRE 274 B ENINF 5 ROPRH M A Bt
TS,

4. BT AERL DNA 3¢ cDNA SEEHI BT ER EIERR CDS.

B) & PCR Al B#I CDS FrEk
1. WITPRR, TEREESEITERIERA CDS #718/7 Forward 1 Reverse 514989 5" i, &0 15 MEE
B9 In—Fusion 3l (41€),
o BIREET (IEE) LEEET (RE: BihE)
* FEIRITAY CDS A Lk In—Fusion F7IAIERXNEE DNA FEgt AT In—Fusion 52, tHRT,
B4 C) In—Fusion =&,
#l: FLuc
Forward primer:
5" —AGAGAACCCGCCACCATGGAGGACGCCAAGAACATCAA-3’
Reverse primer:
5" ~CGAGGCTCCAGCTCATCACACGGCGATCTTGCCGC-3'

Forward primer
Vector 5'—AGAGAACCCGCCACCATGGAGGACGCCAAGAACATCAA-3” Fluc CDS Vector

+ - ACAGACTCAGAGAGAACCCGCCACC | ATGGAGGACGCCAAGAACATCAAGAAGGGC GCCAAGAAGGGCGGCAAGATCGCCGTG TGAGCTGGAGCCTCGGTGGCCTAGC + - -
+ - TGTCTGAGTCTCTCTTGGGCGGTGG | TACCTCCTGCGGTTCTTGTAGTTCTTCCCG CGGTTCTTCCCGCCGTTCTAGCGGCACACT | ACTCGACCTCGGAGCCACCGGATCG - - -

3"-CGCCGTTCTAGCGGCACACTACTCGACCTCGGAGC-5"

Reverse primer

3.B¥r CDS FERHIFIE (f5I: FLuc)
2. A EARS14, WA@Y @ Linearized Template Vector FIfim R A H1E 15 MEEESXHY
CDS #{T PCR 1%,
 BEEFAEESEREMR PrimeSTAR® Max DNA Polymerase (Code No. R045A/B). S BEE S
S1RENR S PCR RIHZR) TaKaRa Ex Premier™ DNA Polymerase (Code No. RR370S/A/B.
RR371S/A/B) kT EFERERY CDS FERY 1L,
3. BB RALE (405 pl) STIEAEHESEAREK, RIAY 18R PCR - YIRESE.
o BT DNA fify #HT%RtE, FEEL 50~100 ng/ p | A9 DNAER. 5A/)\VMELAT DNA FRCHISE
HEHITILE, FHRIABTIET 2B E.
4. INRREGEBEN PCR A REHR, BERASOELELEFIE (#1290 NucleoSpin Gel and
PCR Clean—up (Code No. 740609.10/.50/.250)) #{T4lft.
o WY EAIZENMERR, BRET-20°C,
s MRAZANTIEEY, EEIRTIREULBFR PCR =), 3t#{T PCR &4t E#HZiT3I147.



C) In—Fusion 52f#
1. EZETAMR (1) Linearized Template Vector 71 CDS K EY, RERARHTED.
2. HIENTRAR,

<PMRMN>
A RS
@ Linearized Template Vector (50 ng/pl) 1 pl
AN In—Fusion FF51JAY CDS FE& * 100 ng
Nuclease—Free Water X pl
5X In—Fusion Snap Assembly Master Mix 2 pl
Total 10 pl

x 1 {#EFAEYFLuc Control Fragment B, & 1 pl (100 ng).
3. 50°CR&E 15 7%
o RNEAIMEMERR, EREFFKkLEs-20C,

D) ¥t
f#F Stellar Competent Cells 8 £ co/i HST08 Premium Competent Cells BHAVIR/ERIZN
TETRe ERFEMEMET 1 x 10° cfu/ p g RIBESMAE,

1. ek ERC RS,

2. BIRARE, K50 pl BZSHMEEZELED.

3. fIN25 pl REGRAFEERS, Wk LERE 30 744

4. BRERSHRE 42°C TR 45 7

5. K EREN 1~2 78,

6. NAAN 450 pl SOC IEFE, £ 37°CTIRAIESF 1 /)\it,

7. K50 plFFRERRM SOC HFREPR 10 FHRBARAESE TIPSR LB IRHP, £ 37C
TERIETR.

E) WHi%ER
fEFAEIFLuc Control Fragment A, %% 50 pl EFFEEREITAR—AREF4E 100 MU EETE,
RIMEEIEFRETE, FHERAMEREUTE (40 NucleoSpin Gibraltar (Code No. 740588.10)) #il&
R, HASRIS AL . FRAREI(T)Linearized Template Vector BFF. MUK 3E-) FLuc Control
Fragment 31T In—Fusion FefERHMERMEE RSB~ mIH.
* IRIEFTERI R ESIEFRTANEARRE, Poly(A)FRIITTEESTE =, BT ENRELTER
RO TERNE, BHlEL N KT ERENE BE AT

Poly (A)F5IEBS FILAER AT 5 14181 THAIA.

Poly(A) Forward 3|#): 5° —CCTCGGTGGCCTAGCTTCTT-3’

Poly(A) Reverse 3#1: 5° ~CAGGGCTTCCCAACCTTACC-3’

@ ZHHIENRBTRAYSIE: (2) Takara IVTpro T7 mRNA Synthesis Kit
XA AHEHFER Takara IVTpro T7 mRNA Synthesis Kit (Code No. 6144),
A. SIEURIRBR SIS
a) FREMEMITIBSHUGER
AR RNA FEFRY DNA =i F5 IR RLRERN 0.5~1.0 pg/ ul. EERFIMERNIIENER 282
TUESAE AR 5 ERIEINERIG R, 1ESIRI T SiEfIifE ZEeH TIRGIENIES IR BRI E
_5_



(1]

<8P RR>
&R BT 50 pg
10X M Buffer 20 pl
Nuclease—Free Water X pl
Hind Il (15 U/ pl) 10 pl
Total 200 pl

fER Hind 1l (Code No. 1060A/B), 7E 37°C&4Ri#1T 3 /\RTRFIIEATIEELIE,

=2

ook W=

o WNRREHIEATDERNERER, FERBINIMRIEREA, MESEMATBRA/NE RNA. B
—E ) ERTINIET A DNA HTIRASHE SR B, AR T2 0.

) ZEETUE

TEFRFIMENTIEEM IR FRTAR TR 1/10 2/ 3M ZER (pH5.2) & 2 BFE2RIZEE.

FENRE, E-20°CAENZE D 15 704,

EBE A UEREE S 15 2$HEUTUE DNAG

INOBRE EER, TN 1 ml 70%282, AERERETHE RS,

BRINLEREER, BETR.

F7=1=3] Nuclease—Free Water ¢ TE buffer (& 0.1 mM EDTA) ;&f# DNA, FIE DNA

RE. NEVE, KERREREEN 05~1.0 pg/pl. ERAZHIRE-20CEE TS HRE,

* REIUEAU EFIETHESRIRVZ RN G BLAT mRNA IR BRAL, R5E A 6EH RNase

EH. ATHILE RNA 7%, BSIRFIENIIEENIREFAIATRE,: AR, RE@EIZEN
TR TAR

B. PCR iRk &
1% PCR =1 RIEMRET, 4 T7 promoter = Poly (A)RIFEFI#IT PCR ¥ 18E, &EXAS _EdiEE
RO LB T3t T

® VT &K
1. EFIRES,

10X Enzyme Mix DUMIFTEULEESNEER TR, BRREEHBELVEHEER.
FE2hERE 10X Enzyme Mix, ERZBIEBERT KL (TBERIE)-

2. EER FIMATIIZEN UHER B R,
MIFF MR THIRFE RSB
[T CleanCap Reagent AG &, CleanCap Reagent AG (3° OMe)8J mRNA &5~ ]

<8TRR>

Nuclease—Free Water X pl
10X Transcription Buffer*! 2 pl
@» 10X ATP*2 2yl
@) 10X CTP*2 2yl
D) 10X GTP*? 2yl
@  1ox uTP 2 ul

CleanCap Reagent AG*® 1.6 pl

DNA 1&g = 1 pg
10X Enzyme Mix 2 pl
Total*® 20 pl



*1:(@)10X Transcription Buffer F&H 5N, WERFISZEEMESY), EELEBERTSN
TEATNBMEYIR, REES IR ERIFERINES
*2: & NTPIREA 100mM. EREIH NTP B, 1EEHENAT NTP #HTEE 5%,
*3: {#F8 CleanCap Reagent AG[E{ CleanCap Reagent AG (3’ OMe)liY, iEREBS NTP K
4/5 BEIREL (RERE 8 mM) #HITHERA (SHRE 4 A/B)o
* 4 FERATE AGG FRERFYINIER. REERERTARIRANIZEME, BEEN
£ 0.5~2 g WSEERNER (B8BE 5). ¥FE Positive Control Template (FLuc), & 2l
(1 pgle
*5: TFIIRIEFIREIEARNGER (SRE6 A/B).
3. TMREBRE. £ 37°CIRE 2/ 1\,
o ERBEMKEMAEN RNA 2R RN E. (S8BE7 A/B).
s RNERE. FIRESFEARITE. AHRMNZFBRAERIRER RAR P RIEr R ERER
. TavEEIRE, BHREHIT T —HRE “DNase | IR,

@ DNase | BSE
VT R N-3.BI&= A, TN 4 pl B DNase | BBEZEBERE, BXE 37°CTEER 15 7.

@ LiClTUEstft.
LICUTEEPIAB R ERFEANRM NTP FIEB R, B2, RNA SHET 300 MaE, & RNA RE(R
F 0.1 pg/pl B, MFTEEREUL RNA. LR, XA ERE: SARIENZETUELEN. B0
FE4Eft (NucleoSpin RNA Clean—up (Code No. 740948.10/.50/.250) ). XL SA4{LEY RNA B
RATEFE. BFILHEMTHEFXRN (SHBE 8 A/B).
1. £ DNase | MEBFEIZ924 pl IVT REGRSAOIN 30 pl Nuclease—Free Water #1 30 p |
@) Lithium Chloride Precipitation Solution f &z Ff 1k,
 {HH Lithium Chloride Precipitation Solution BIHEEER MGEHRR. mfEE. NRTMESE
MAIDUTUE, 7l 37°CIREAH. RMBITUEY). EEEER, XHEaEgEFh,
BEE, E20CTMRIELEED 30 7.
ERA IR UBIRAESEE 4°CTEL 15 DLUTHE RNA,
INOERREER, FR1 ml 70%ZEEE KT,
BXBERRHBE UG RIRE 4 CTED 15 74,
BRINLER BT,
EBTETUE, FBMAE 100 pl ¢ Nuclease—Free Water H1,
o IEIE: TETIRSE RNA 7£E) Nuclease—Free Water i3IBS,
+ IRIERNATE, BARIIGERE—LAE, BEETERK 4°C. SRSFHQN,
8. JAfEfS A NanoDrop FMZE RNA JRE . SRAIZEMEA RNA #&, BE-20°CUUT &R RRE-
o WIRKIBABINTP. Cap W, SEATAER DNA % EB7E RNA JARH, M0 OD

A T A

£, REWIHRR ERTTEHITANEREmRETIE.
o WARE, ERATMIRIENR NGRS Bioanalyzer (Agilent) MEIRFH RNA RUKE
FLERE,



® %p]
[ 325a6l 1-A]
250

200

150

Yield (pg)

100

50

No CleanCap CleanCap

4 A. {#F8 CleanCap Reagent AG(3’ OMe)RtH) RNA F=&

<HE>

ARE IVT RESRFAIIAFIAAIN CleanCap Reagent AG (3'OMe)HIIER T, & FLuc mRNA,
<HER>

8 CleanCap &R RNA =288 700,

[5=561 1-B]
160,000
140,000
120,000
100,000
80,000
60,000
40,000
20,000
0

Chemiluminescence

No Transfection Positive Control No CleanCap CleanCap
Control

4B. ff CleanCap Reagent AG (3° OMe)&RAY FLuc mRNA 7E HEK293T i AyRiA
<FE>
fEF Trans IT-mRNA Transfection Kit (Code No. MIR2225/MIR2250/MIR2255/MIR2256) %32
350 1—A hIREM 0.5 ug RNA 5533 HEK293T i,
<ZHR>
24 /Bt fE, WEEHRRHMITE FLuc BYEME . Z5RRA, &8 CleanCap B IVT RIEZRERHAT FLuc mRNA
5mELEER FLuc mRNA positive control EEMHEEREE. S—AME, ERMA CleanCap BY
VT RAGRBPERE] FLuc mRNA S&BMREEM, XFA Cap £M3F mRNA BENERER R
DA NIR: U

_8_



(K506 2]
250

200

L ]
L

[*2]
o

Yield (pg)
3

50

0 0.5 1 15 2 25
Template DNA amount (pg)

5. #&#z DNA #1 RNA F=E/)%x 5

<J7iE>

BT EE/ Positive Control Template(FLuc)fE/91&4%, S CleanCap Reagent AG (3'OMe) #l
N1—FRERRREFHIT A E R AT EAY IVT R, (20 pl REAER).

<ZHR>

RNA F=27E1&1 DNA 05 pg RHARIIEE, MeTZERME (05~2 pg) B, RNAF=EZMHR/

[ 3538451 3-A]

2500 250
2000 200 g
=
_|
S 1500 150
8 5
< a .
@ = == Tolal yield
a 1000 100 — )
= e} =@=Yicld/20 pl rxn
= R
« >
=~ 500 I 50
0 . 0
20 50 100 200

Reaction volume(p )
6 A. VT RELERMIES RNA F=ERIXF

<FE>

L Positive Control Template (FLuc) /9184, MO CleanCap Reagent AG (3'OME) #{T IVT
KRR PRRALRERIN, IRARPBIERNEHT.

<#EBR>

RNA /=85 R MRAERMIELL, BRI K RS RART=F0r=2.

_9_



[ K586 3-B]
[Fu] 20pl :l_«_ 50l
A t
1 I T T I I LI I |
25 500 4000 Int) 25 500 4000
FFul 100 el 200
100 B
50 =
i A
T L L T | L L T L
25 00 4000 [re] 25 s00 000

6B. RNA =#J184 Bioanalyzer 7M1

<FiE>
{3 Bioanalyzer 73R40 3—A 3RBHI 1 ng RNA =4,
<#ER>

VT e A RRRTER R =520 RNA F=HRIEE .

[5:%61 4-A]

250

200

)

w
(@]

Yield (pg)

(=]
o

50

0 5 10 15 20
IVT reaction (hours)

7A. VT [ AIE) S RNA F=E8RX &

<FHE>

f5F Positive Control Template(FLuc)fE/v#&E#R. AN CleanCap Reagent AG (3'OMe) #1 N1-FR
EBRREHITAE R NATERY VT R A,

<HER>

LA MRNA KE AR 1.9 kb BF, RNA 2L 1 /NPARIEE, Zfg (1~16 /\6TF) W
FRITHARN

_‘| 0_



[ 55361 4-B]

Ful. 05 h [Fu) 1h
", 7]
20+ 20
10—
o o4
T T T T T T 1 LI ] T I
% 500 4000 nt] 5 500 4000 )
[FU] 2 h [Fu] 3h
=) N
50 20
o ot
L L T T T TT T T T
35 500 4000 [ 25 500 4000 [ne]
FU) Ful4
20+ 104
0 0
T LI T T T L T T
Fi 500 4000 [nt] 25 500 4000 [mt]
7 B. f#H Bioanalyzer 7347 RNA =4
<HiE>
{3 Bioanalyzer #IASRIRH] 4—A IREBHI 1 ng RNA =4,
<HEFR>

R MRS (BN E 2200 RNA P89 5= .
[ 52361 5-A]
250

200
150
100
50
0

LiCl NucleoSpin(Elution x 1) NucleoSpin(Elution x 2)

Yield (pg)

8 A. B LiCITUEENMB AT RNA fE{EAJELER

<HiE>

874 CleanCap Reagent AG (3’ OMe)fl N1-FREBRERERY IVT RESRP A FLuc mRNA, ¥
B LiCl STUEEEL NucleoSpin B 0MEEH#ITRE 451t .

<#EER>

BERAEOEER T ORBIESH RNA 2T LiICH TUE:, BmK%ER (50 pl x 2RI RNA 85
LiCl STURAIE Y. S@ZUENE A B U AR 3 TR o

_11_



[ 52561 5-B]

300,000
250,000
200,000
150,000

100,000

Chemiluminescence

50,000

No Transfection Positive Control LiCl NucleoSpin
Control

8 B. BIZAIAIRISH FLuc mRNA 7E HEK293T R ARIA

<FE>
A TransiT-mRNA Transfection Kit I§3256{5 5-A 551569 0.5 ug RNA 543 HEK293T AR,
<ZER>

W& 24 /N\REHIRBEFHNE FLuc BUEME, BIARIMEREMEYSHER FLuc mRNA Positive
Control BRI EEE 5.

@ Troubleshooting
[ RIR1S B iR BThiAT ]
* In—Fusion Snap Assembly Master Mix (Code No. 638943/638944/638947-638949) A
FMHIZEHAY Troubleshooting Guide.
ESBIITALNGMiY, https://www.takarabiomed.com.cn/
* In—Fusion Cloning tips and FAQs
ESBIITANT US Mk, https://www.takarabio.com

_‘| 2_


https://www.takarabiomed.com.cn/
https://www.takarabio.com/

[ EfhiEi]

= R P ES

R#FEr: SAREURSIENIIEEGRERIRIR DNA, A5

RNase ;5% DNA — ey
’ B Z BT TAL .

BN DNA 1 TIRAEHE SRR X, 1A DNA £,

i DNA E45E
R DNA BASE IS OD MBER—5, EAE RAAENR DNA.

& RIRY [ A FE 53 BIEK IVT RO MRS i)

RNA KT 300 bp. = | BEIHANERE: SUAREEMZETUEAEL. BOEE
RNAKERT 0.1 pg/ul | 4k, MARLICETUE X,

RNA JTUER BREFEARKNNIMERRE VLA EER.

IRIE RNA =8RG, BRE A REFERKNE. FEE
m 4CTHE, TMRIHE RNA T2BREFNE
RNA &%/ FRA TN RNA 8. SRNAKNEHR, BENNERER. L, RS
OHEEAERE, ARSI RRRAT2RIE . 38
ZUER 2 Rl (F1A150 pl1x2).

RNA 21K

WA 88 SR T\ R | REFTERINRE. RAFENANER, RN RE—XEF

RNase ;5% E, BALE RNase BN\
BIEEREENE T K L. BT ERSSFat. NRER
WA R ) Positive Control Template (Fluc) JoiE5k15#85d 100

b g B RNA, 1EEFRMEAR G,

B AIRGIMEATIEE LI RIR AL, FEERARET IRiEE

5 | BRERAT
ANA tE | RIRRAEICTE BRI 2 .

KINEK

RNA THETR TS 1515 A IR RE VR £R A N R K B R SR B 1 T BE ko
B&T5T7 RNA

RNA Lt B #r PoT/r:e?ase HOEE A e D WRAIEE, 1BFENFY. RTRIEFFINT, BEFRSRER

VFTIKER SE=) TR ZS (S \\#,—%_\.E_ .
KINE/N AR FHARZER T HTEE TR
2 I 1

7% AT B — RENFERRRE . ELENAETR, RERRE —XEF

frn K/NBY F | RNase ;53 £ Bk RN B

Eﬁ'ft RNA s ase Jte/\o

@ ZE K

1) Karikd, K. et al. Incorporation of pseudouridine into mRNA yields superior nonimmunogenic vector
with increased translational capacity and biological stability. Mo/ Ther J Am Soc Gene Ther. (2008)
16: 1833 - 1840.

2)  Vaidyanathan, S. et a/. Uridine Depletion and Chemical Modification Increase Cas9 mRNA Activity
and Reduce Immunogenicity without HPLC Purification. Mol Ther Nucleic Acids. (2018) 12:
530-542.

3) Xia, X. Detailed Dissection and Critical Evaluation of the Pfizer/BioNTech and Moderna mRNA
Vaccines. Vaccines (Basel). (2021) 9: 734.

4)  Schenborn, E. T. and Mierindorf, R. C. A novel transcription property of SP6 and T7 RNA
polymerases: dependence on template structure. Nucleic Acids Res. (1985) 13: 6223 - 6236.
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@ XEXTf

Cloning Kit for mRNA Template (Code No. 6143)

Takara IVTpro™ T7 mRNA Synthesis Kit (Code No. 6144)

PrimeSTAR® Max DNA Polymerase (Code No. RO45A/B)

TaKaRa Ex Premier™ DNA Polymerase (Code No. RR370S/A/B. RR371S/A/B)
E. coli HST08 Premium Competent Cells (Code No. 9128)

Stellar™ Competent Cells (Code No. 636763)

NucleoSpin Gel and PCR Clean—up (Code No. 740609.10/.50/.250)

NucleoSpin Plasmid (Code No. 740588.10/.50/.250)

Hind Il (Code No. 1060A/B)

NucleoSpin RNA Clean—up (Code No. 740948.10/.50/.250)

TransiT-mRNA Transfection Kit (Code No. MIR2225/MIR2250/MIR2255/MIR2256 )
In—Fusion Snap Assembly Master Mix (Code No. 638943/638944/638947 — 638949)

In—Fusion is a registered trademark of Takara Bio USA, Inc.
PrimeSTAR is a registered trademark of Takara Bio Inc.
IVTpro and Ex Premier are trademarks of Takara Bio Inc.
Stellar is a trademark of Takara Bio USA, Inc.
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