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DNA Assembly Mix Ultra
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DNA Assembly Mix Ultra 250 pl
pUC19 Control Plasmid, Linearized (Amp', 40 ng/ul) 5l
500 bp Control Fragment (20 ng/ul) 5yl
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ZHNEEY). EETSE, BAFERHINFERE, KIBDNAFE
S8 EAERIFR 15~25 nt BIRFRFINES, AIRENFERRE
EARHANEEREMS, BEEBESSRE, 2—MEe. "R 5
% H9 DNA E @ 5efE R R,

DNA Assembly Mix Ultra T2 ERX =, —RKRNA TR E
2%\ DNA FEEMEA, RMNESHHRIRIEMEREEA, B
BAMEE S TF 95%. Mix H1E M HiFi Taqg DNA Ligase, T ZiEHN
Taq DNA Ligase, HEEENREE, EZRSLEREMINE,
B, Mix FERMT ELIEET, ABRESEMFHE. TRIER
BEEMBENUMENER T, DNA Assembly Mix Ultra #F—F b T
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2. R ERETE

REEENREAS, WEHEFITEEN, HENEELRTLOE
TSI & A PCR ¥ g 5E M.

@ BIHE

— LRI RIS T 8EB ROt LB 12 TE DNA, EItLAIEE=
TR E N RTIEIE K DNA, BREMAMER, #EFER LightNing™ 1=
WNYIESHITEEY) (REBYISNENIEY)) , FHAKELTES, UE
REAES RUBNHEFCRENEHEMRE) o
1 FEHTEM AN RA TR AL, BEERNEY.

2 BYIERE, BIUEATIEEERIHAAVER T EALR L.
7 3 BAREWRE BRI E Bk SR EHIIFRRRX 2 FEBIR, LURIMER
@ R[[ PCR ¥ i8H1&

BT IBRENSIN, #HEERASMRE PCR Mix #T 18, #
FERME MW RAEAER, LU IR BT R R 7% 88 X7 52 FE B 4
BTN
1. PCR YIS R SHET, #EEEM LightNing™ Dpnl (555 : EG15585)
1 pl A0 50 pl PCR #2491 37°C 1 h, 80°C 20 min SE L BRIIEIRENEI BT EARMN;
RZ G PCR YR B E1ER.

E 2. ZRERER, BiUE PCR EALEEER.

3. AR ER PCR 3|¥m&it

PCR 3|¥1# 5' i M & 5 HABSBHEL (FEANFESEE) KRik
FIRH 15~25 nt (% 18 nt) B, BRUWE K AR, B 3'iH
RE, MSMNEGHHHANBEREE; &5 HmRE, NWSI¥%Ta L
BERHED, LAUREE,

AR EEIEAT IE54:

5'— EREHAKRBERIFEFS + B S (A1) + ERSRMEER
IigEy— 3

HmARERATIE54:

I—EBERAFRMREAT GRS + BYMSR (F11E) + TRFEAERR
ERF5I—5'
F 1. REEBEXTEERFTIA GC S2WONKINHITRE, HUFHATEEASR LT
25 nt XA GC &8 40%~60% i, BANKRRS;
2 YEARLFIY >10 kb LR, #EFR 20~25 bp BIEEIRIT5 14,
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EEMEpE A 5'-...NNNNNNNNNNNNN-3' * 5'-NNNNNNNNNNNNN..-3'
= 3'-...NNNNNNNNNNNNN-5' * 3'-NNNNNNNNNNNNN..-5'
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ININEER BRI ERRS

20 AEFZPARMEA pUC 19 Fik (Amp") EEHFFIOT:

EcoRI
5'-ATGACCATGATTACGCCA-3"' 5'-AATTCACTGGCCGTCGTTTTAC-3"'
3'-TACTGGTACTAATGCGGTTCGA-5" 3'-GTGACCGGCAGCAAAATG-5"
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* 3. BESNEEFTINARIEERATE R ENERHITER,

4. IENFEREY PCR ¥ 15

B EABERE PCR Mix #F518, LU BETH3I N, &
WERMALERN PCR YT E4ERMER N, £ PCR =YARIEHE
BREXETNESMT Y, TEEGR, BMEERTRR
BR FATRE 20%.
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5. B4R
@ FkKkBPEEUTREER:
Ezb) REEZR PBEMERTER © BEMESTER (INEHE )
DNAAsL?ﬁrrgbly Mix 5l 54l 5l
SEMEALEE 50~200 ng 50~100 ng puUC 19 eca‘:ggg' ﬁ"ﬁfmid'
BARE® 10~200ng b Sontrol
ddH,0 To 10 pl

a. RIEHMAMAE (ng) = 0.02 x FHKBEETE, B 0.03 pmol,

b. BABHE, REABAE (ng) = 0.04 x FEFENLE; EAZHE, &
FERREAZ (ng) =0.02 x A ERBESTH,

c. PN BR AT ARBINRIE N BEF R EBINRRAIRE, BEHT,

d. FEIEXT R B A SRR B R0 M R AR R R B R0,

E 1 BEARRBKEATHE, NNERBESIENSBRBE;

20 BRENFREMKE/NTF 200 bp, MHENHERNER 5 1SHARAE;

3 BERERANMTERINASEIRE/ RS, WENEERERR/ K5
2EM;

4 HEREEK, BARERSKRFESES, RREEHRMEMEYRER,

E5. BARTRBRIEHEFAEMANGR, TRARTRBLHBRSHEREHAEM
PN

BEARNKARRETTRG BERECEERITEIZAED, %
S, DRI
@ BRM{FERETF 50°C, RE 5~60 min,
1 HEEER PCR UERIELLBASAENNESHITRE, RNMEIRERERES
PEAE
E 20 A 1~2 DHEREY, WERMESEF 15 min; BN 3~5 MR, HERN
BYiB)/9 30 min;

REBEET QSR EE

A3 HEABFERTE 10 kb LU ESIENF BT 4 kb LU ERY, BIEKRRBYEE]
30~60 min;

A 4: 50°CRMNFERG, BIHTHRNELDL, RRERBEEER.

@ BRERBLEETKLLH, ZRH#ITHLHEFEFTF -20°C,
A1 20°CHEFEEASY), BIE 1 BRER.

6. EA~MEK

HY 5~10 pl A&, DONEI 100 pl BESMET, BIERITRES,
K EWE 30 min, 42°C HU# 60 s, 7KA 5 min, 1500 pl SOC & LB
EARE, 37°C #R5FEF 50~60 min (200 rpm). B E R AHBE
EEWMNNERNFIRE, AEBETF 37°C I&IEF,
F 1 FRARSSARSENTEMAERSEMET, #EERELME > 10° CFU/g
B AS AR
7 2: BUEREEURT PCR Y5 &M W ERRIMENAE;
A3 MR TREEERKAZEABEETR, PENRTRIEKRIONESR,

7. PRt SEREIS T

PREXEESEZE 10 pl ddH,0 R4, 95°C2AR 10 min /&, BX 1 ul
HURBIENER, HITEEPCRETE, AEBRRENENMEFF
BEPEATRE, REURNHITEBTIEE,

PR ST BR AV PR % se 210N, &% PCR SI¥IEREAESIY M13F 5
M13R, B4 E M Hindlll 5 EcoRl,
A1 BY% PCRENENEMMER—XEM51Y), BRfHEEMER,
2 BB — SRR TR R,
3 3: M13F: TGTAAAACGACGGCCAGT

M13R: CAGGAAACAGCTATGAC

ey >
B Dl in) e
in) Rt R eS| R E
RS EE LR >10” CFUNg. AI#TESERM, 14 0.1 ng
R — pUC19 FFifiL, 4K 1000 METE, HEHLHEN 10' CFUNg. HBARLT
it P4 >10 kb LL_EBY, #E6A 10° CFU/Ng 2S4S A T ABHL DNA
FED sl e e
IR BIBITENSIE B BN AIESIR R R BAFIENA BERENE:
EAMEESENS BDE M, BEREKNEHSE—RNTE Smear BF
AR DNA F5 & EL 5 R {2 BY, TMEMRMELEE AR EET O NN S TRENE, 8
B A260/A280 7£ 1.8~2.0 ZEIENREERS; HLMEMEASENAER
Zitaify, tAMERIRRSE A E SRR,
P p— STEATE N B TREM A, BT EDTA Z2EE TEA T SIMGIT4
X EIERR, FEHALFYIREERT ddH,0 &, Y1165 Tris-EDTA ZE bR,
| dvigeros--1 ERAERTR, T48550 R NP ATR R B2 A AR AR 10%.
o ESUSI S I (LB ARY, RS RENIASERE, EKRMUANE, FERKE
A R=
RBGEHT S WL BRI,
ARTETS DUBRKL AR THE N B2 PCR ¥ 1889, (BATRGIE W RRIE N 18R, &
AR AEEUE Bk UL * o BRI UL /Y PRI
FB Dpnl S5 5R E (L GUREL N UIESRTY P T AR, S0 P4 AT AR R 48 1
TR E WIRERERNAESR, HERTERIENREETIR,
JEEFEM PCR =4 1k PCR (%R, 129 HISEM, SURENRAM PCR 4.
REFEEE
FEBENSE U BARBRAE LI EEFY, HEGEREAESRFS DNA B ESEOBES
= . AR S E R AEYIE 25, GoldenGate 7535 #1755/,
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