W)/ Bl GIH) EURHEERAR

lllllllll

Version 24.04

YALEPIC® B@EEERESHIRNE

YALEPIC® Universal Seamless Cloning Assemble Kit
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YALEPIC® Universal Seamless Cloning
Assemble Kit 2ETFEIFERAREFRI—F
ZRRR/ZRARBRAMERTERENR, B
TABEEEREEA R, HIFBESSRE, &
EERSRENEENEN I REAITTZEE,
HIENESEEL MR AHBRAN R ERAIAZHE
EEATEARE. A-maRiE EF. HiH
WEaBEEARRESXIFNEARER (B0 A
B, BEZE 5 MiFHENRR) EREHE
(HIEARRHTfI=, 50°C, 5~ 15 min BT
TRER, AEHIDASRE, SfcRinSAA
R ERimLARARSBIBEA R BRRimZEmE 15~
25 bp BEBHERIREANTES TS, &
FREESMRE. S EER DNA Ezitee
BERTMEEENA, FRRERSIX 95%.

= rmiERk
A5 s
2 x YALEPIC® Universal Seamless

500 pl
Cloning and Assembly MasterMi x 2
Control (Linearized plasmid + Insert

40 ul
fragment, Ampr)

iE: BAMEXIER Control pEET 4.6 kb AIZME(LEAK
# 1kb BEARER, Amp itf. FERRERE 5 ul
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Control iIA 5 pl Cloning Assemble MasterMix, B
Bpk 10 pl BEHERNEE.

EMHER
ERT 1~5 THERE DNAEE. SBESF
kg, BHKRE ZRREF.
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o SHiHCRIFTIS

RS BN R ERRH TS . REL
ELEERFFIB GC ZENINXEHTE.
HEATERELR ETF 20 bp KIFN GC 22
¥ITE 40% ~ 60% (AR, EEMERIAZIRA.
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1. EStHIELECEIE.

1) SRAEFEESENEBIIAR, #
T EFAXEEN T A it e s, PRIE
BUER (REt=E) | SERREEI%
e, BB SEEAKE IR B AR D IR BTHL
B, RERENESR.

2) ENEsY)IEEV L EEsIFYIEHTERIK, LIF
{RETBEAHIITT.

3) FERImANRG RIS AT,

i EERMNIRRAT DNA EEEE, ~a51R8kE

iE, Bt BERREAHSENE SRRt TR

HATRIRIERALIE, EEFECE HIAYRIAM S

R(ERARR), EHEREMEHITRERECTIRZ L.

SRR LIRS, BTSSR,

2. [R[@ PCR{BHIELIELEE

N EAERE DNA REEHTHANY 18,
LT 1BRTRISIN. FAFIES5EM PCR
MRRBAZRFES, R PCR=YIEKTRE—, N
EEATRENEARN, FERE, NN
PCR P4 TERIK AN BRI SRR T2
SEhtiE, LUREFMEEFER IO R
ROIRELER, BFTRSEENE.

1) 281 DNA FHHENEIRIS TR EPRIRIENR
2) MERAMEAEIRIMNIER LR, IR
RERHEREWEIRT <, (/A Dpn | B8t
HITERR.

o HhE DNA BAREHIE

1. AT 1B5NE DNA RERRIS 4
AARERY IE5 YIEMERoam: RIRFS+4F
SIS, BMEBA R ERINE/RFAS AR 5 -
im5 I NERFS, S I8P B =4
S&ittrERR BEE ARG HERIRE

H=2—HNFFI(18 ~ 25 bp, AEIEESYI
B, GCRER 40 ~ 60%).

sI¥gith=:

Primer F i\ R ERIEEH 1E5 14 :

5 - BEEARREIRFES U (A1)
+ B RIS ERYT 185 1F51-3"

Primer RIEANRER AT 15540 :

5 -FEAKRREIRERS -+ = (P1%)
+E RS MR AT 185 9513

PREEES IR ER:

KELRERT (RENBEEFSALTERREEKE, I6NRENBINEARFT)

5= NNNN NNNNNNNNNNNNN NNNNNN-----NNNNNN NNNNNNNNNNNNNNN NNNN...-3
3 NNNNNNNNNNNNN NNNN NNNNNN-----NNNNNN NNNNNNNNNNNNNNN NNNN...-5

BARBRRET (MEREAERERT) :

5'-...NNNNNNNNNNNNNNNNNNNN ----- NNNNNNNNNNNNNNNNNNNNNN...-3°
3'-...NNNNNNNNNNNNNNNNNNNN ----- NNNNNNNNNNNNNNNNNNNNNN...-5'

LUE: PN - E k) 3e ol

5L NNNNNNNNNNNNN+NNNNNN (S]i%) + NNNNNNNNNNNN-3'
F-LNNNNNNANNANNNNNN+HNNNNNN (B35 ) + NNNNNNNNNNNNNN... -5

ZREEESIYNET

BMAHEEFD (RENESRSN L THRFERSE, JeNReNBUAF)

5'-...NNNN NNNNNNNNNNNNN NNNNNN-----NNNNNN NNNNNNNNNNNNNNN NNNN...-3
3'-...NNNNNNNNNNNNN NNNN NNNNNN-----NNNNNN NNNNNNNNNNNNNNN NNNN...-5'

BEARRFT (MAGSARKRER), BERNEAFREEERT) :

BB Primer F

5'-...NNNNNNNNNNNNNNNNNNNN ----- NNNNNNNNNNNNNNNNNN...-3'
3'-...NNNNNNNNNNNNNNNNNNNN ----- NNNNNNNNNNNNNNNNNN...-5'

NNCCNNNNNNNNNNNNN ----- NNNNNNNNNNNNNNNNNN...-3"

< L UNLCNNNNNNNNNNNNN ----- NNNNNNNNNNNNNNNNNN...-5'
rrrrr R
F B3 Primer F X
B NNNNNNNN ----- NNNNNNNNNNNNNNNNNNNN...-3"
3’-...‘ NNNNNNNN ----- NNNNNNNNNNNNNNNNNNNN...-5'

A B2 Primer R F B3 Primer R

WEANF BRI 1831¥iRitA:

RER1:
Primer 1F: 5'-...NNNNNNNNNNNNN+NNNNNN (T]i%) + NNNNNNNNNNNN-3'
Primer TR: 5'-NNNNNN...NNNNN-3"

FER2:

Primer 2F: 5. NNNNNN_ NNNNNNNNNNNNN-3'
Primer 2R: 5'-...

FER3:

Primer 3F: 5'-... NNNNNNNN-3'

Primer 1R 5'-...NNNNNNNNNNNNNNN+NNNNNN (
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oi%) + NNNNNNNNNNNNNN...-3'
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1) BEREBREE/RET S IFFIEEEN R
IE/REYIES 55, Tm{E 60 ~ 65°C JfE;

2) /RS KRGERFTIR St E R R R
5 (BTEIRE®H) , GCSE 40% ~ 60% J9iE.

3) EFIESEXEERN, RETEERSSEY
IEFEHIE Tm {E, 5INBRERFSREETIA s
5114,

2. PCR 18505 DNA RFE&

ZEINERERE DNA R&EEH1TIMNE DNA H
BIT1E, SEHAHIZRE, &INEDNA
B9 PCR IS —, WElLARR4, BiE
FFEERPHERN. 8 PCR I IEFYILEER
(AT, ENCHITRENLEY, BRI TFIREEE
¥ ERBTFHIFEINE DNA ftER AIREYSER, B
MEFREREFHESROTUERR, WL BRIINR AR
IRESHAENZNE SR, FnEIrTERE, Em
FELRMERAAER, rEERNEREWE R BEE
@i Dpn | BBYAAERRTE B EWIERROIREL RN, N
PG L ERR.

SFHRM

K FECERMFR, 50°C RREL 5 ~ 15 min,
RNEFRE, MEMERMFETKE 5 min
LAZIER N, [ N4 e] B TSIk
7T - 20°C &A.

He (RS

2 x YALEPIC® Universal

Seamless Cloning and 5 vl
LR 40 ~ 200
AR DNA SN R ER 10 ~ 200
ddH,0 Up to 10

10 pl REIFAZRF, HIASEMEANFRIINER
WS97E 0.01~0.25 pmols, HIFSBMNENFEH
REE/REEA 1:1~1:2,

A: BN FERH<E/INT 200 bp, NIEEARERS
EAREE/RELROREER 5:1;

B: = 1~2 DNA REABAZ{FAT, DNA BEHE
79 0.02~0.5 pmols; 24 4~6 /> DNA FE3EANE
{k DNA S &#E%79 0.2~1 pmols.

C: DNA BERESHEEEE:pmols=(EE)x
1000/(base pairs x 650 daltons); g, 200 ng
A9 6000 bp #Fifk7 0.05 pmols,

D: &ERFERITK. BARBRIKEREBREEZ,
PEMEFEPE AR PR SRR SRII IR, AIESERR
RIEdiE), S KREAR.

RBBMITER, N2 x YALEPIC® Universal
Seamless Cloning and Assemble MasterMix2
BRI HIR S Tk, NIiHBATER ARSI RS
AFREEIRPFERREE A TS, SRR
RAREBRAESIOE, FEHHESAIL.
ERTE, BRIk RETE = ERITT AR
DNA HTEE. BLlHtBRIEN R RO B
HNBERER, FERMBEREEN 1l £
B TR, SivER DNA 2 Marker (&R
E—B#fE) ttBEmmEURERITIIRE.
EINfEF PCR N RIZEIEENNERNL, R
iRE RN FHEEA B SR I0 FabEIRER, B
BRNBIERMFEEIFTET KL,

BHEFEL

1. K ERFRERRSZ SN,

B bR iz 10 pl A0 100 pl BRSZ3S
i, BERS, KkEEE 30 min,
42°C K83 90 sec fi, MBPEFIKLE
7&$#13~5 min,
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IO 900 pl LB ERIAERE (AR
&%) , 37°C & 50 min~1h,

& &% 5,000 rpm B30 5 min, ZZ 800yl
E5E, HERREFREEARER, LR

ARG ER A ES B IER IR TR L,

T 37°C tEFriaPRIELES 12~ 16 h,
iR LR BRI LUER "E7& PCR AT
& HTRIESTE, FHIfAtRE, AIRIE
LR R R TH— PRI INE.

i BRI LR S T RGBT T RS
BEARERRY 1/10.

PHitSElEEE

. EVE/ER PCREE: BeBREEE

10 pl ddH0 FiBSEER 1 ul J9t&tR, B
ERFERCERRE 25 yl PCRIARFY 18

(BINE D ER—SIBA5 I, ERfRba)

LABRRI91EMR PCR 4578 : HREURTEE S
NHTEZERY LB 15558, 37°C, 220 rpm 1E
RIERGHIREREAER, RS
FAS4Dai5 =S 4T 18,

FEYIEE (Flik) : BEENEREEE BN
H£E= LB 1EFxEAG, 37°C, 220 rpm 9%
ERGHIREN, (FRENAYIESESTRR
JERRKE R BN

N EREAE RS YINFETE.

pE = A0

1.

2.

3.

EEUIHIR LI RART, KEDBRTRHEE
Wk, EXTFRABINGENR, EER
AIRE b ERAPA MR,

HBy BRBIME R IEE - ERb M RIm, HEZMt
RO B RS T E I LAER AR SRR
B, KURMEmE, ENERE, 5
XY, EINAIAERSePEELE.

27 PCR 3 1EHIR LM ARRT, IRBL BT
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fEtErR, PCR=4JFF Dpn | %38, LUR,
IR BY G SAR BE XY T BE PR AU,

. [e[A PCR T EHIB LM ARSI NR B

i, & PCR =B —, NETEZAT/REAY
BEKRMN, & PCREYIAE—, MR PCR
P TR R K R B SUHA T L.

. BTEEARNARFEERET, RN

AR EZBETEN., ERERIEN, U
HEX N T ESC . BTARTRA
9 DNA R, TEFEREESER
[EeEty, FIEERIESRIE DNA ETHIE
R TR BRI,

. EEEREYIFYEL PCR T 1B TE

ARRES, ERGRIIRARRR BRI AR
1/5.

AremfEHFER, B2RTIRRZE



