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Golden Gate BZitRIE (BspQl)

85: D1225

FEFM: -20°C, BXEI2 F

FEREs

ay A A
Golden Gate Mix (BspQl) 10ul 50ul
10x T4 DNA Ligase Buffer Tml Tml
Fmistan

Golden Gate Assembly Kit AERFIF=5R, SFE/UHAR TypellS
BREIES, AT RRANRHIES A BspQl. iZRFIF=RI9ET Golden
Gate Assembly [RIE, BRiEE Type IS FRHIESIEISFAITIENS SRR
ERFEMERIGHBIE T4 DNA Ligase STEMHTIERE. W5 EHE
KEZMELIENFS, IESF7I. B GC 5. TAL(transcription
activator-like) R E. #BERFI(< 100 bp)&, Type IIS BRI
PYIBE SIERABREIEEARRE, BIRBIIERIN S HERERAIALR T
—EIEBAMUETIE DNA, SKERBIFFIIMIEIHERATRE KRR,
E A AEHIIEIRF .

FIEIRRNT : EREEIRICIRINZIT 1S BUBREIESIRBINL
REBYIRIZRBINAEER, AetIEBARRS, BtEARRS
BINERERSW TXIIE Sk ESBESBNERAIEIRRE MY
R, TS 2 TERBARS INFIRFS, ATSER gz,

ETF BRRER Golden Gate Assembly Kit(BspQl), @&
UIEEPAREEREE, BLL Mix FZsUHE, IiEfERE, BRRNES
AT 16 MRRANEE, ROBESMIIRTER.

ISR (GMER L4 DNA KERHEAHE)

EI=8

1. HAbRIENE BB R, FEETA BspQl BEIALRATRIE, bR
ez oh, HENERTLABIE PCR3KS, SIWNRT T,

2. BARERIEE PCR FRIE, FIEEBIMUREL S IO R R,
HEEFEABRERE (REF: T1211) 18, RV S YIEmRE.

3. d&r "TITTTT ARFRETRR, TREAERHITRE, 5
5 6 1,

4. FEINERTRRBIERDE, BEZRBRINERRES—,
RENE M RinA 5 BN AT B A& A B

Web:www.lablead.cn

BspQl

5'GCTCTTCNNNN 3'

® Target fragment A
P1

5 {_Tn'rrﬂec’rcrr

[Ln]
3 AAAAAACGAGAAGNNNNE T NNNNCTTCTCGAAAAAA &'

[

o)

PCR amplification of fragments

Target fragment B

Insert fragment 8%

l

/

P e I
BspaQl- + —L B
Single-tube & — -
= digested vector
reaction PCR-amplified fragment,
*BspQl Bpil-digested
=T4 DNA ligase

Rits19

B RBBEERIS S RARE
PCREREN BV S
frigryemikEE

it

AR ERIEIS

Golden Gate Mix (BspQl)
10x T4 Buffer
Nuclease-free H20

l ERSENREER

‘ 1~5 pl BOEIEE
@, AHHEERS
l BITHFRERBEL

1AN500 pl~1mIERLBIEFE
37°C, 200 rpmi&FF1 h

c———— ~ 500 piEEMEREEIE D

l 3rcEFER

HEEX5~20T EEHERE

—

2 Assembled
DNA product

~ SI¥NRREYE

~  ISELARRN

i1

~ SRR
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B®iE PCR 3| BspQl BNRBIFS, IRBIFFIINES 4989 5, A
HRRHESREIREEST) DNA S EFARIEIER, SERF
FURIEIN_ ERIPRE, (RPRENSEIEAEE BN EE=E
FfE (PuENTIES(EFRIERE) ), EERIPTED 6 bp, ATLUFEAER
HEEBY., BTEMAERFS TEETUEERFS, EtE
2 ME RS gk, WTFERTR:

slgit sl
TTTTTTGCTCTTCNNAN ——

'_NSILJNNCTTCTCGTT‘I'I'TT
RIFHEE B30T

slgit L2
TTTTTTGCTCTTCNNNN
5

5
" NNNNCTTCTCGTTTTTT

‘ PCR

TTTTTTGCTCTTCNNNN NNNNGAAGAGCAAAAAA
AAAAAACGAGAAGNHNN NNNNCTTCTCGTTTTTT
SimigitiEE1:

LLERH S IR 75 E A RIP IR SRELDALREN “TTTTTTGCTCTTCNNNN®

B S I, BEFFINAEN FER_ ERFFI (B BRT 15 bp),
FRERS TS 19D,

SRt A& 2:

RS R T R R P IRE SIRBIFFIRD "TTTTTTGCTCTTCN” 18
T343IN, T “NNN" MZEN ARG,

E 1 WS R EERBIET "NNN" EE2BAFRFHNFS.
NIRIETETRE, BRAFBRSHARSET PCR K5, W "NNN”

WIRR R BREE SN CE)TRNFS, BRBRSHFERRFHAREN
Ell/pedapar=escn

T 20 AFEERORMSRE "NNNN" RIS R A
®In, BAEICEFE 256 MES, BEHHRENFS. #EFERLL

TR T B TRE MR IR https//goldengate.neb.com/#!/,

IHh, SHpETHERIERATIUA:
1. AT EIERE, BEERY P4 <5kb, LU ARTRIRITS 14,
2. SEiRESIHIS 19 Tm (ERIAE 58~60°C ZJA), LHASH IR
B,
3. SRS MIEFEEE S EANFS, LIS AT,
4. SN RENELNEENNEA, EMEEEMENHRERE
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Y

)
R, TS T R B R AR AT,
PCR HEEIR ( A
1. EMEIIEA R PCR &M, LURMRE—[Y PCR 74
2. # PCR 85, WRRIRAHER DNA, BUESHA
S W SRR A AT, FREML DNA BY, B SRR
8, BRI, LURRIMERS DNA RIIRAS;
3. KB DNA(G-S kb EREKAES SRR, BIEEERs
ANNEEHTIEE, TR,
4. {#F ddHzO & 10 mM Tris £Eidifk(pH 8.0)i5%ME DNA, Bgafs
BB TE SEve) DNA, LUBSLERS FEsr=aims);
5. PCR PHAILRE L EEMTERR, E—RRRTREAR
e, SRR PCR PRI,
TRIEieR

TEIEEDS PCR 551340 DNA HERIEAEI— Mehiask (Tl
(EREIA, BHTE kb ), REBESHBENABR—RIA
Golden Gate {KRERPTRERERAL,

FEale— B TOPO SIHESSRY, 15 PCR P IFH SHaSIE
15) TOPO Sk, HIAAEEERREMERIHEBEE, T
PEARER, TR DIRE TR,

LITLL TOPO B (Cat:PTO101) HHTHEIHERARAI:

TOPO TOPO

HBARER L e
PCREEIEARER

IR
HEERE PCRF¥) + PRz b0
1 | Golden Gate Assembly
BiFER~N
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T 1 RERSEEPRIEREE LRSI, MRBIALRIER

iE 2: ccdB B—MAFITREECLER, FTINFEEBANESE, BA
FERAIBIA ccdB ERERIFRIE, MTIEREHRNAIFREA R RIEE
ERK, YT 80% —HMNES/RIFFY, HEFERTmRE, 4
BARERE>5 B, BNERMriES SreER BiRaiR.

SRR
1, FikEREMUTREISER:

A5 EE RN aRghR °
E=42N 0.05 pmol® | 0.05 pmol
RER 0.1 pmol° -
10x T4 DNA Ligase Buffer 2ul 2ul
Golden Gate Mix (BspQl) Tul Tul
Nuclease-free H20 To 20 pl To 20 ul

a. Golden Gate Assembly BEAZEKANIE, MNRFE, TREFR
BN AR BHAZR xR,

b. %3F 2000 bp BYEAK, 0.05 pmol FEXN 60 ng, EfKEAIR
EXANEATE;

c BERECARER: ik =2: 1LAEBARRZELLERN 1: 1; S5
BATEAN _EREDR.

T RS, EEERAIRMEER, RREENT K, D
ST, REARREHTRE, BIERS, F PCRNFHITREL,
R RIFEFRARYE F EREUR TSI R,

2, EEFNREIER

BARERE REFER
1 42°C, 5 min—65°C, 5 min
2~4 42°C, 1h—65°C, 5 min
5~10 (42°C, 1 min—22°C, 1 min) x30~60—65°C, 5 min

E WF 10 MALRRREAR, SRSTERMINERERAER, B
PEMEIETE S U EE T, HRIELIORIhE, IF 10+8948%
R, BNDIRER,
3. REZRE, JUEERTFIEL, HE-20°REFEH.
4, EAFYIEL

EY 5~10 uL REL&, SIAE 100 plL EESMEEF, BBIRITRS,
vk L7 30 min, 42°C ## 45~60s, 7ki& 5 min, fil 500ul SOC
8 LB 55E, 37°CiR%IEF 40~60min(200rpm). BERIITIHM
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Pt

EABNMAARTRL, WEF 37°C s, &
1 TR SRR AR R AR ET s, T R
>10° CFU/ug MRS,

S 20 EPEEEVAT PCR PSRRI

3 MR TRES KA ROEEEE, HETRRE KR
Do,

5. FRIESEIEIEN

SRS, TP, —REmtS PCR FRE,
Bt

HEEL 5~20 MEEE 1 ml UMHMEY LB AR B
FAREURAL, SR AERIREIRSHTAS], FHET IS oSS
ST, ST BIRRAL

ST EHH S, 5~10 MEFEEATLUEEI BT, TES/ AR
FPISBIT 10 RIS, MBS 20 METELUBAERERT,
PCR:

() EEORNEIY, RIEEN R BE ER K,
SIFHEEIEN, —MRERI K 500bp~2kb Zi8, ER3IMS
RHE IS B ERAS AR . MTFSREEN, NERHZ ML
RIS L, TEEARRSK,

(PR 5~20 NEEE 1 ml RHAMES LB BARPOIRIER, 5
5579 BIE 1M Z PCR IR (30IPCR RBTATREY 1B K)0
() EERFEEAL PCR R HES—S 25 95°C 3 min EKE
95°C 10 min, HASBURBAE, I =S THIEE ey
PR EIER.

()R ER AR TRRREREY, SR8 ERRERTY. (7N
PR H—SIOUSFIE, FLE PCR I RIS,
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1. SRR DNA RIS, MUBRTA/MOBARRA. AT o) 4 %

&M, {BERNE DNA ARSI EET LSRR,
2. ERRNTFERBIER PCRIXE, EEELIBERrESRE SRR
8. BFIeWHTT, BAURIEREH A B IBRES DAL =5 R IERBILE,
LARIERB) =4 AR iR o R B

3. f5F Golden Gate Assembly Kit FJLARRMABREE S RGNS
PErF5l, (EREETTIE R EREIAOENN, FRIEMERSENT TR, RIERERE
10 MR, RIENERETRE. ARIEREEREETY, B
FHHIE 20 MEEERE,

4 F5ekER) DNA RERERT PCR SRS A R8T R,
FEEEERET 80%RIFMENES FHIRT.

S5 HEFER PCR (SGHTIVBIRAR AL, FHARIEFRIRAAZR, LA
{FRIER BRI
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