SERE R AT ik E 1R

EDTEYELRF, 2FEREDNA ST, BFNF. MER. EFRBEPREELAELSE, B DNAFRE
AJH PCR. BV REERGEK. AHREESIIEESIIEER, TIANGEN ARABREM T H/LMHA RN~ R EE
HARIEE, NmaEth#Hi T T—H3Li.

ZHE VI201 EasyGeno RIRELH 7 EIXFI &
1 HirtaE
Vi RS VI202 EasyGeno B R EHREIRTIE
3
2
)5 X ERzear V1201 EasyGeno iR =40 7 b iR 51l &
e
= ESRNS s
VI201 EasyGeno RiRELH 7 EIR &
EmRE
N KM101 HR5%E A2l &
7~
7 VT217/VT317 pLB-T Fast HEERXFI&
k& 7 5 43 $hiiRiE
Qo ;l% =
';_.E % TA BEE pLB-Simple-T Fast X F&
x it
R 13 =
= i i =23 VT202/302/402 pGM-T Z it &
= #
)4 1 —
% ¥/ *ﬁfk”ﬁﬁ 5 4y SR VT205/206 pLB Vector & S HREELF S
% (G375
H
3]
% CB101 DH5 a B AS4Apf
EH
o CB104 TOP10 B ZS4apf
7S LR
=X A IR CB109 T-Fast B2 540
=
pai "
B B CB105 BL21(DE3) R As4apn
R#IRIiA o I
e =EARQ CB106 BL21(DE3)plysS B 7S£
Py Shaymisa CB108 Rosetta(DE3) R 7S 4HAE
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MR AR Rt TR R

HIEMBERD TENFERRTEANIERAR, ENTEVEMRERANFRZ—. BREARENERREIZGEE
FORFIMEAYIEE /DNA EHESRIBEVIIERR AR, BT DNA#RINRIGEEM TOPO KR, LIKET DNA FHIEIREMNE
HRARF

Y]] | EERA—BARNEXRERA

ET 1| ZURFIME A VIEERE B E1E DNA R ERFE MM Rif S FRIBHIRIE, FAREIKRIRH DNA 57 R E—RHI1EA
YIBSAITEEY), HRMERIMNRIEFY] (BEAMMRE) . MRBEAENE, BFIA T4 DNA EEEELAZED
Wik DNA 53F 89 3' -OH F1 5' -P A MBR —Fei, MMIFHEEERIM% DNA FIIERE—I.

= EBHITHENEDRE. HAIZ.

B ZEMYIRIRT; FHLEY/ A, REER, TR WRER, KAREEEE; —XRERE—RER
NG

TOPO BAR—HFZIRNFERRETEZAR

EFRM R HERR BER —BRE A8 B 45 W5 DNA B9 5' -OH FrXtas, FARFTAMBER —Bs BRI, A ETRIRIER
DNA 5 FEEfEiEsR, MMFTRE AR,

R EERNRE, FIEEHRE.

R RERTHESME mATEEER (BT MNLT, EEEENEH5); RERE—RERGEEANTIRK
HIEH R R E), BEERS R,

EasyGeno EARKA—FRZH(FRHINREEMFTERAR

EasyGeno fRIFEH R ERFIZ T AEE AR SEEREHAR R ERPOEIRXEENEN 3' inHi TEHER, HELFE
FER ORI GRL, FIERE TS, FitE. EasyGeno EARAR BN BRNEREHFENTNAE, %
FERREREEEEHANG R, AEAHSEEHEEE, FEREPHARERXERES.

EasyGeno AR R4Fsm:

A ZEINLRIRS], T ZHARIRS].
—$RMN, 15 DHEIMEAEMERNES.
A EIEFSEHL 1-5 A ERBIE EHEA

A SEIAR L E R AE .

MR ZEGERY] | & ER 5-10 5.
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RIS ARAR R EE

TA 5EfEfE PCR =¥ REZ S S {EE 2
RIEHG— R EBEABTERIHTAREHORE, ATENDONAFFINT BMRE. Ml RBREEI—]
LML, FIF T4 DNA EREDE B M A R SEM AR TERRS, RBEMRERBNTE, —R5 %N TA
SEREE AT RIS A . SRR R A0 5 B IR HE E 49 DNA FF51RT PCR P40 R RORE

TR kAYIERR
DNA EBafigR PCR F=4358 ERMERESE WE=m
PCR /=44 DNA W% 3’ pLB-T Fast % EIXFI&;
Taq, Hotmaster Taq HHRERA TA sEpEEE pLB EHFRERERTE;
pGM-T ZEIXFIE
N Pfu, UltraHiFi PCR 7= DNA MR FERIG  FRimoe EEH A pLB EERRRZERXTE
/\ - > +- 3 A Els | ALY &
= Tag Plus, Long Tag, PCRFTHIDNA AT S 3 o iupeaen e PLB FHRREREAANS;
i3 Taq Platinum HARHE A TR o~ pLB-T Fast IEIRFTIZ;
Q0 RAY PGM-T ZEIRFI&
—1

i

&2

TIANGEN pLB-T Fast &5 EiXFIE

RFEXTAER LS AEMEER 1L BY DNA FERER . FRMEIEFFHAFIEN FEIEENE 5 min BIA 3R 5#81d 95% BYPAM
EARE. AFEPEE T HEA RapiLigation Mix, R KAZEFIEZERTE. 125 PCR FYIRNEZEM=ENE.

Eaiie

s BARIR: 5 min PUREE, FEMZERIE 100%.

« REU3Z: BEBAKE 0.025 pmol JRE KK E 3 kb FESHUERE.

o 12MEFHE: BAFERHEA RapiLigation Mix, REMAEAIN S BREN AT #HTERER N

TIANGEN pLB% SRRERERTIE

pLBEERREREAFNESR—MAMEERZRS, WUSHREET PCR =YFEIRAFRins 1R im
DNA R, ﬁt;ﬂ]ﬁhﬁt-"%ﬁfﬁﬂ’ﬂﬂﬂﬂiiﬂﬁIi]i?;ﬁ[‘%ikﬁs pLB Vector. ZHMHSEBIER (WEZREMR) ,

SREMSEANERESSHERERKLE, MBS pLB Vector (TIMNRREIEN) REHENSFMHER, HiL
BERERFITEMAR. XFEM LR TTELRFE, BAMMNE T =EFEHRE.

FEmiEe:
c BMIRR: EESRLFHEAMMIE, 5min RIFERE.
 REUTZ: BAMKREREMKEERERE, &4/ MRinEE.
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R STmERAREN

4k (Transformation) 24§51E DNA 53 F 5| NZA AR, £ 2 SRIGETRIR T IMERI—F B, EEREMIERL 5 FIEE.
AR TEFMRIFHELIHRA . BRIERANENGENREWEMUZEWE, BEWEREST, BUMES,
BEZZNREMLN; KFRUTTEFIMNRE, BARR.

TGS S — R AR ARG, HWRARMEIEM RS T AR, BERTFINER DNA S FHENERFHREM
IBMEAER XM E AR RS2 S 4R (Competent Cells). i &S00 = B #l ML 25 LA MR (LR EIR,
7B . TIANGEN ABIRAH L ZH &N FH U RZ MM, HUMEIXER 10° cfu/ug DNA £4.

WERUIREFRHES R

U Z A E T ks LRk,

MAEH DNA, BEZIEZFLURBSNEY), EKAFHE 30 min.

MKBREEEOE, MBEET 42°CKA A 60-90 sec.

BB OCERRGE KA, FEMADLED 2-3 min.

HEM 500 pl TIEZE SOC =X LB 5575, BF 37 CIEKIRELETR, BE 45 min FARET, LUERERKLHD
HIE R AR ICEE.

BY 100 pl B MRS MG B3 S HRE £ SOB & LB HisiEsE F, B—LENS LIRERZMIISH
K358 FF .

BERETEBEE R,

BIEFHR, F 37°CiEF 12-16 h.

7~
5%
fE
Qo
&5

%

MG,

HERUREERSED

RESHEMBWRFE -TOCHEHT, TREREFFH.

HATHACIRER, NREAERE THT,

LR, DNAEIRFRTZERT RZTSHI AT 1/10.

LB/SOC t5#E A AT, 1B SOC IEHRERTEFRANE, MEUHREE.
EMMESIEYNETERGTHIT, AAENKTIMERE, BEEMHEHETE DNASE,

ynfeimid & EHTE E Bk

FR i B8 E BRI B A BRI R B E BUK

T / ARFE, BER B - HIEEEMN o- BRIBXNEREARSMMAE LI (lacZAM15) , DH5a
#n TOP10 #REEF T8 / BBEIFIE.

RIEEEERA, AERHATIESH T7 RNA BEEEEMNER, wBL21 (DE3) .

TREXFER (>8kb) , NMEERBENTEMNIS, RASENASEMSENEZSHN

(> 10%cfu/ug DNA) .
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ST S S AR

RERZ SR EE, TiE—EENBIERRAELCERSSHMES, B—Bo%UNmE, RAIIEERER
EL, TRAEEEKEN/ ug DNA, ETEMG AT ERZSMANE SR,
WEAR: BUME=FEEENE2E/ ik DNAKLRE
f5ian, BX 1 pl (0.1 ng/ul ) FBIRRERRIAE 1L 100 pl BIEEZSYM. B3R R MA 900 pl 1E7%, LHERE
Fr—/NEgRTiE], BY 100 pl $R. $EFEE, =4 1000 NEE.
#1£ 0.1 ng DNA, FJ SOC ##%) 1000 pl /5, BY 1/10 4F4R, MiAFHRILA 0.01 ng DNA Bk, #4LZ&= 1000
5% /0.01 ng DNA =10° cfu/ng=10° cfu/ug.
LR 1X10° cfu/ug DNA TiE R Z BRI T 52 pESELE; 1X 10" cfu/ug DNA AFHHTES AT R, BRERN
DNA ByEE4t. TA TFESCLG; MESCEFRTERANRZSEUSERRN >1X10° cfu/ug.

MATREEAEE

15 | BB E

1E27 8 IPTG #1 X-Gal MiFiEFR b, BHEEKRABE, KENEHRREGEAIE

X-Gal: X-Gal 73 5- & -4- &, -3- 5|0 - B -D- 3 ¥EH, A-HEREBRAM® X-Gal B 20 mg/ml BINF&K. &
BTHBELRAKED, X6 X-Gal WiEREBHEUNEZLRMSE, HiE%ET -20°C. TIANGEN
NFEI X-Gal (RT119) A& 2T ERE .

IPTG: IPTG ASEERK - -D- HIMHEE (HF25238.3) , 7£8mIFBKIAR29IPTG i/, BAZRIEKE
BFE10mI, F0.22 pm FEEITIERE, DM 1 mlMMRInETF -20°C. TIANGEN A TR IPTG (RT108)
BRI IERE.

7N
5
4
Ro
=

%

&2

EStNEREE
KF TIANGEN A 8]# DP103 i# 1T Rhi ) 21 BUS MR F MBI SEI8 .

B PCREEZ

SXF TIANGEN QA R%E = —EE#ER PCR RE A% (MasterMix RFIF=E) , AKREAERLHEEANEZEIE M
A MasterMix #) PCR &%, BIMAFRS4), #1T PCR¥ . R MNET94°'CEM 5 58, BRI THERAIZAAE,
125 PCR #1840 &., ImBEHEEAERIKEN PCR =4,

EERXE

EEE KERBEIE AR FFMEER AT YRR £, MRMRME, EERMEIRLE, REREARERSRRERR ME
BRI WWEZATHEREREE.

305 (E%ﬁ%ﬁ%m:www.tiangen.com e #REIE : 800-990-6057 400-810-6057 E-mail: people@tiangen.com )




RERG

EasyGeno RiEELH 7 [EiXTIE
EasyGeno Assembly Cloning kit

— BB RR, LR EINRE, EE

BRS 125 fit #&
VI201-01 10 rxn 900 7T
VI201-02 20 rxn 1480 7T

o
XIS LA R% 10 20%
2X EasyGeno 4A3E &% 50 pl - 2x50 pl

pUC19 Ze AL 3 BRE 44 (50 ng/pl) 10yl 10 pl
2 kb FARIHXTFRAEL (50 ng/ul) 10l 10 pl
ddH,0 1ml 2x1ml

EamfFs
B ETZEIL S PRE.
15 I A R RS I E 2R .
MR 2 1E R B Y)ERE 5-10 2.
ATSCIT 100 bp-15 kb FE&H8 i N Bk
AL 1-5 R B RIRT E BRI NS .

REEHS
-30~-15°C1R 7%

FEanmE7T

EasyGeno ZHIRFIEET DNA FHIELIEMHITHERES,
AMRIEFEANS MR EERERERR AR, FHORITH
—&RXFRIKF 2X EasyGeno Assembly Mix A2 LY
FHAFIEN DNA R ERIRR I ITEHRERE, BEXHRO
BYPRERBORL, YA BRI RZSMEHIFIETIE. ZHREB
Bt T BS YL s BRI PRI, X FEiEIT PCR #E3H N\ DNA B9 # i fl
NEMEALER 15 bp I—BUMEFS, BIRTSSEIBE M A B ERE
HFANBE. FEHRNAIEERFZH TIRIRH#IT (50°CLIE 15
min), FEEMRIERTSEMZRAE 95% U L. RXFIEITEEWHZIN
ZEHMNRFBERNEREEFNGEUARSBEEREE.

£/ EasyGeno iXFIE#{TEHANETTIZ

BIHHE ARG RIRERFIIKEIY

RS =
—=
EHI/PCR PCR
mﬁﬁ,ml l SHEARE
HELRE  smswysumamEss

Q SN
|

l - — EasyGeno
BHRMN
2 x EasyGeno Assembly Mix

50C 154

<::::> V=i 0EN A

FZF751A
KR REERZN
—STMERERIE
AR EEEK
B0
BStEER R
gﬁ EEHHK
—SLUERRE

Ek‘:‘ﬁ%
/
\ /z
— S LIRS

S
©-0~0
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7N
5
4
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=
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&2

RERSG

P n]
=I5
BRBEN-KBEFMREER & R BN - KBS AN PR I 2R
10000 120% 4000 100%
9000 3500
8000 .- ~ 100% 3000 50
7000 .- BRD )
7 .- ~. 80% < ox
g 6000 - ’ BI‘E Eﬁ 2500 60% PR
#5000 60% =& # 2000 [
4000 1500 40% 3
3000 40%
: 1000 o
2000 20% . 20%
1000 .@ 500 @
0 IS 0% 0 5SS 0%
2 kb(sk4ifk) 3.5kb 8 kb 2K B/ kb 35 /0.5 kb
e TIANGEN-Colony AZ:@]-Colony TIANGEN-Ratio « = = = « AZr@-Ratio mmmm—— T|ANGEN-Colony AZF-Colony TIANGEN-Ratio = = = = = A% E-Ratio

1. fEAXIR EasyGeno & A ARIE XK~ @I HIF L DNA FEREHFEN
pUC19. FR{EAMEES K 2 kb, 3.5 kb 71 8kb AIFTEX, ##44R% DNA #
ANREKE.

2. R XIR EasyGeno & A AREH~ @534 2 1501 3 4> DNA F Bz EIRS
FEHAN pUC19. FHERIIREES B4 2 4~ 1 kb B9 DNA HEEFI 34~ 0.5 kb
I DNA R £, #4454 DNA RN EKEE .

%5l 1: 8 kb REREMELRHN pUC19 FHifF

EcoRI(396)

HindI11(447)

Ampt

DNA Fragment 8 kb

SEfl 2: PN 1 kb K ERSBREXE A3 N pUC19 ik

EcoRI(396)

HindI11(447)

Ampt
2686bp

FragmentA 1kb

pUC19 #{F4 EcoRI # HindI1 BREIMERIEEL ML, AR BRS&MNE
BT HE 15 bp MEBFY. EHEEHUEZSEM. NFRPHEHHEERE
ET LB iEnEFIRHES, MAMREEEYI~E 8 kb AT, ZIE E
¥EROBARL, FEHET EcoRI F Hindlll ESHIL E .

EHGKIREERER

=i KB PR
EasyGeno 840 87.5%

EARRRSEESR

12 3 4 5 6 7 8 910 11 12 13 14 15 16 M

overlap Fragment8 1 kb overlap

pUC19 #fk% EcoRI #1 HindIII BREIE MBS M, FERAFFER B R
MRS 15 bp WERFY. BHERBURZSHEM. NTERPHEN
PREREGE I TEE PCR &%, PAMERIETE PCRITEESRIGL 2 kb HFH.

SHEKIRAERER

i KB ElEES
EasyGeno 3552 100%

EHAEEK PCREELR

1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 M
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EasyGeno Primer f£455 |48t T2

EasyGeno Primer 2AfL& EasyGeno IREAREIRFIE (VI201) FrIFLHERNERSIMETIR. FRREGM, B
HIRMEBIEFT]. N DNA FEFIIRKE. RALEUNARFER, BFREATSINEEFTIH PCR 514,
BHEEFP / RXAIRA, HFEFREMHZFER.

EasyGeno
St TR

FeEETIEE IR TR

EasyGeno Primer

rERLETE A - EEASREFIRE R -
O sEE (FFIEGAASEIAE |, REfs E MNFEEESS 20 bp)
= ATTGCTTTCCAGTCGGGAAACCTGTCGTGCCAGCTGCATTAATGAATCGGCCAACGCGCEGGGAGAGGCGG
© WELEEL TTTGCGTATTGGGCGCTCTTICCGCTTCCTCGCTCACTGACTCGCTGCGCTCGGTCGTTCGECTGCGGCGAGT
O PCRY-IEEM, GGTATCAGCTCACTCAAAGGCGGTAATACGGTTATCCACAGAATCAGGGGATAACGCAGGAAAGAACATGTG
AGCAAAAGGCCAGC =
AR N SRS R TSR Mot e v
® 1 EERETRERES oF ®=E 7?‘
vz BEASNEADNAKE: (FREAATEIE) 7
o3 B 13
4 TGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTECACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCE o
Cs GGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACEACTTATCGCCACTGGCAGCAGCCACTGGTAACAGE @0
ATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGETGGCCTAACTACGGCTACACTAGA &5
AGGACAGTATTTGGTATCTGCGCTCTGCTEAAGCCAGTTACCTTCGGAAMAAGAGTTGGTAGCTCTTGATCCG 2ans
GCAAACAAACCACCGCTGGTAGCGGTGETTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGBAT ¥ S

x
ar
2

R ERLS 1 , RIFSIHFT.

m EERESIg TR

EasyGeno Primer

SHITBRER (NSFERSRFINNEAFS )
FWAHEL:
IEFHISSIEFS] (F) . GC55% ., Tm 51.6°:

5] TGTAGGTCGTTCGCTCCAAGCT b
EEFIESIEE (R) . GC 45% , Tm 47.9°

5] GACCGCGTAGAAAAGATCAA B

HETE &R

AT L - BATE it i8R, HEEREFEMENSI.

| 201603101407275181863 - iIcl% R T T —

HFF) WEE) WUO0) WEY) REH)
'xnstrud Fragment

1 - €actatagggagageggecgeTaTAGGTCGTTCOCTCCAAGCT
R attgraggagatcttctagatAGACCCCGTAGAAAAGATEAL
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BT AR SR

BHEFYRARRSAMG, TrRElER

2

mEHELARESTERE:

1) BUHERRK. NERFHHEREZEREFNREES
gpe, FHEmRSBAESENUNSIEEEANE
IRIE, MRREWIE >107 cfu/ug (LERHERE
FAABIZHE FRAL pUC19 BB 5 L R S g BafE 3
BERMEE LR, Bl: 4% 0.1 ng pUCI9 TIAS—
YREFSARET, HANRESBESEESYN
A LSBRIEHT) o EARNTRELEFIRT
M RE R ASMAETRN 1/10. BRI TEE
&, ERTEFERANNEZSHEMETH
MMEERRE—BSEVARERTER (WEBin
MR BRARL A LA R FIRIREE L ST

2) EEFIIGIHAAIE, TEAEHE. NFERESI
MG REFERRFES TR, FRAAK
RAERREEEBFIHCE RN 15 nt, TEEd
F 11 nt; HRIEARIEEFFIEMFTIE—.

3) Napy BRI ERR . EfFERAKRSL
B9 PCR ZkBEHIF=49, MIAFRE1L DNA BIAFRA R
BT EER AR BT 1/5, HEFRAREL
BRI DNA FiITESR.

4) FFRIGH, EEMEK. AEREREE ™S
RSB NFIRRE N, EBEREPARRES LM
FRUESHEAYERRK. AFNEhaSTRE
MR BRRAEAN FEE, FTF#M 2X EasyGeno
Assembly Mix B9 ZE ., HiZBAFMEILIESTR
&, B pUCIO MEE—XHBRANFSIY (Flan:
M13F(-21) 5° -TGTAAAACGACGGCCAGT-3’ #a
M13 Reverse 5° -CAGGAAACAGCTATGAC-3’ )
HTEE PCREE, BB EIZ 2 kb A ERH
EEBIETF 50%, BINEHIFRM.

Q
A

Q
A

>0

EARFMRARZEARE, REERS N
PRSI S?

M RRNEREEEERNAE:

1) ZHREASHARR: BIEEMRRE, KR
HSERIMARA (BYE) SUEAEMBERN S B
SIHBIBRL (PCRR) # AL~ RAME
R FEEBYIGAR (WRLREBAE. BNATE
REFEKEEY R MES) ISR, A Dpnl
JHIL PCR EHIBRIAEIR . AREIAE L DNA =43
BRI AR D BT E -

) RER B EMMIEN FE: HERIKENEAF
H A ERE PCRYIE=EAERR AR, HMRKL
PCR AR IEEHH MR ENAE L BN~ Bk
MBS RATHAEEYISY EHE, MEET
EaAHEM A RIBEEITIRE, WAYKETI
RIRFARBREBD RETS AT ERITBA R
Bt. ROREEIAR, Dpnl IHURRSA B AL
LUR D BURITR B -

BEEFVIKEMNEARENTIM?

15 Nt NEEFFIEBHSLERBIBAEMKERE
KEH. FEEEEFFIFEK (1540 nt) , RIGH
TREHURSEM; EEBFIIKEMN 15 ntiEmE] 20
nt B, EAESHEANFEREMNE R EE ML 8-10 5.
FEtt an#E T AR A (20 pCAMBIA3301 Fiff, £
11 kb) EHAT, AEHEMIIMHPEEFIZE 20
nt S EK.

HIEMREBAENTRESZ\?
TEKEMNBEAERBARBRSERESR. L2kb
EREAF NG MR pUC19 (£42.7 kb) A1, 10
ul REER, BNREEREF pUCI9 TIRFAZEA 6
ng, WAFERAZR 10 ng.
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pLB EERREREHATE
Lethal Based Fast Cloning Kit

— R FHEANFE RS MT R E R 7 E BRS 2k g
VT205-01 20 rxn 780 T
VT206-01 20 rxn 780 7T
| ¥ RiREERE g
pLB TERMREREXTER—FMEMEFERERE. 15
54y Sh PR IR I 1245 B R IR 42 é‘i‘%ﬁ-ﬂ#ﬁ*ﬁﬁ’]ﬂﬂﬁﬁiﬁﬁ MR RS pLB, ZHEE
iR ) Tag#™ i BHREEE, ZREMSLBBNINRER RS SBIZERERTE,
AR 8B RS B ARSI 1 5

e "1 ME SR pLB AN SRIEBENEEER. Bk, &%
Tt WEREBEEEEARNNARA T EERTERE, M
e FTEEEMFIE. TEASEIRIES Bgl || E§YIALE, |
O
55

HITRELEMRMERE.

1 Tt 1 BRI 1 Flﬁ:ﬁna“ 7“
H1E: BEBRNTERINK, ERECNFL, =

O PR MERERIER, 5 SRS 3 kb HEL. 5
B EERS, AR 100%. &

"

: . R0 ASLIGREEE 0.05 pmol RKZE 8 kb BN
[5¢725USESTN

TorRE Y g“&ﬁ?%"
HiE: S5 PmLE, T/ RRiE~EAER.

B 5ol
BEREK

i

MG,

RESRG
-30~-15"C1R 7%

B &5

BESHR, SFEEE
pLB FH{F 5 A EIR

Notl
Ecob52I
Bgl 11
Kpn2l
PspXI
Eco88I :
Xhol | e

blunt-end g pLB vector e pLB-Simple vector
(2974 bp) (2974 bp)
Xbal :

Bgl 11
Btgl
Eco130I
Ncol
Bsu15I

VT2058dk sefE i R EE VT206&iA T2 R EliE

*VT206-01 &2 pLB-simple vector, N SATRE S LEER S,
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RERSG

il RAIE AR VT205-01 \/T206-01
pLB Vector (35 ng/pl) 20 pl 20 pl
T4 DNA Ligase (3 U/ul) 20 pl 20 ul
2 X Reaction Solution 100 pl 100 pl
Blunting Enzyme 10 pl 10 pl
pLB Vector Forward Sequencing Primer (10 uM) 200 pl 200 pl
pLB Vector Reverse Sequencing Primer (10 uM) 200 pl 200 pl
Control Insert DNA (700 bp, 50 ng/ul) 10 pl 10 pl
ddH,O 1 ml 1 ml

Eﬁtﬂﬁzﬁi\\ forward scquencing primer,23-mer

Eco52|

T7 transcription start

T7 promoter — 3%8 Notl Bgl Il Kpn2l
5’ GGC JEAVATANCEANCTCACTIATA 666 ~rcr GCG GCC GCC AGA TCT TCC GGA TG
3’ CCG CATITAT GCT GAG TGA TAT CCC TCT CGC CGG CGG TCT AGA AGG CCT AC
Ala Tyr Tyr Ser Glu Ser Tyr Pro Ser Arg Gly Gly Ser Arg Gly Ser Pro

Eco88I
Xhol
PspXi s s72 Xbal Bgl Il
G CTC GAG TTT TTC AGC AAG AT A TCT TTC TAG AAG ATC TCC
C GAG CTC AAA AAG TCG TTC TA T AGA AAG ATC TTC TAG AGG
Glu Leu Lys Glu Ala Leu Arg Glu Leu Leu Asp Gly
Btgl
Eco130I
Ncol Bsutsl ‘22

|
TAC AAT ATT CTC AGC TGC CAT GGA AAA TCG ATG TTC TIC T 3’

ATG TTA TAA GAG TCG ACG GTA CCT TTT AGC TAC AAG AAG A 5'
Val  Lie Asn Glu Ala Ala Met Ser Phe Arg His Glu Glu

7N
5
4
Ro
=

i

&2

reverse sequencing primer,24-mer

SEaafI

FRKERBEZR RIS RE

M 700 bp 2 kb 4 kb 8 kb

& 1. EERRAR N ERIBEMEZRGM. 700 bp FELMA
E7125ng, 2kb FERMAER 23 ng, 4 kb FERIA
#4100 ng, 8 kb HFEEMMAEX 300 ng.

M: TIANGEN Marker Il

KR BHERER BRINSMERE

TRmK R EERE—EEH HARIRIRKE B —EEH
1600 100%* 800 100%* 100%*
1400 100% 100%* 700
1200 600
2 1000 . Z 500 68.7%"
~ 800 100% 00 g — 400
ﬁ 600 ﬁ 300 93.8%* 91%*
% | 100%* 100%* B 56.6%*
i@ 400 & 200
200 l oo 100 L 4
- o i
0 2 kb 4kb 8kb 700 bp 2 kb
mVT205 (4 1316 800 436 mVT205 (1) 720 275
V1206 (4N 1520 800 397 VT206 (4N) 711 258
AFEA 1280 720 260 AFA () 460 160
2. FRmKAEBRIEREER. EEAERP, HEMAN 1035 3 MERIMIRRE R ERERE . EEAERF, 700 bp FEMAE
ng), HERSHEMERL 711, <3 kb HER, =B (22°C)E#ES 12.5ng, 2kb FERMMAE 23 ng, FERSHMARME/RLE 111, ZEiR (22°C)
min; > 3 kb FEZ, =R (22°C ) i%# 30 min. * B AR RENHE E$E 5 min. * BB EREDHMAAMESR.
T PR
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PGM-T HFHXHFZE

RRERS

BRS e a Mg
VT202-01 pPGM-T E#HFR & 20rxn 390 7T
VT202-02 (B#Hiik, %EiEE) 60rxn 980 T
VT302-01 pGM-T mEIRFIE 20rxn 500 7T
VT302-02 (BEik, E#HEE, RIS 60rxn 1300 7T
pGM-T FkKi% DNA FEEHN A gk &
VT402 (Bm A&, ik, EEH, ZHEDNA  20n 650 T
FYSERTE, B
pPGM-T EiFE i~ EiEE FamE
pGM-T 2E¥ 5 PCR =00 & A, BREEHFSEmR,
sCaf?;Zl)ZOOg a7 [T ] | st FEEREASFHENN 3 WE T. BFRBOH AR SR N
o ;*121111 2 ¥t PCR YN 3° iRM—N A, 5 pGM-T #ifk 3’ if
Ay g@gﬁ i )T EAMERE, FIRT 3 T SRiHsm IR L EAE B SR,
PGM-T lacz U g’l%gl %% LRI R KiES PCR ISR EMZE. pCGM-T HiEAEEE
(01309 T ] o T7 #1SP6 RNA BABREMT, HIHHS = aXEE,
Norl | 77 SEBMARMGT p FAEHIBN o BRAEDXMA. o BIEA
ori S | % S EREEE TSR ENARNE, TREAEEER
%%1 ﬁ% REARE, AEREAMAMEARE, EeNATFEENT
t sps| 1! M ( ARTERBEN S FRESE =M ).
Bk
HESBERE IPTG. X-Gal, —FREPE
REFMG
-30~-15"C1R 7%
RZ AR : -90~-65CIRTE
SOC &7 &: 2-8'CRAIRTE
BEII =

T7 Transcription Start

57+ TGTAA TACGA CTCAC TATAG GGCGA ATTGG GCCCG ACGTC GCATG CTCCC GGCCG CCATG
37+*ACATT ATGCT GAGTG ATATC CCGCT TAA|CC CGGGC TGCAG CGTAC GAGGG CCGGCI lGGTAC

T7 Promoter

GCGGC CGCGG GAATT CGAT T3
GCC(% GCGCC CTTAA GCTA

jW

Bstz 1 9ac II EcoR I

,(cloned Insert)

I Il I
Apa I Aat II  Sph I BstZ I Nco I

ATCAC TAGTG AATTC GCGGC CGCCT GCAGG TCGAC
3’ TTAGTG ATCAC TTAAG CGCCG GCGGA CGTCC AGCTG

L e L
Spe I EcR I e

SP6 Transcription Start

CATAT GGGA GAGCT CCCAA CGCGT TGGAT GCATA GCTTG AGTAT TCTAT AGTGT CACCT AAAT---3’

GTATA CCCT CTCGA GGGTT GCGCA ACCTA CGTAT CGAAC TCAT‘A AGATA TCACA GTGGA TTTA-+5’
|

Nde I Sac 1

BstX I

Nsi T

SP6 Promoter

7£: M13 Reverse Sequencing binding site 176-197 M13 Forward Sequencing binding site 2949-2972
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RERSG

pGM-T EZFIXFI S LA Rl

IR
pGM-T Vector (50 ng/ ul)
T4 DNA Ligase (3 U/ul)
10X T4 DNA Ligation Buffer
2X T4 DNA Rapid Ligation Buffer
Control Insert DNA (700 bp) (50 ng/ul)
ddH,0

pGM-T SR Z AR

IRFIELARE
pGM-T Vector (50 ng/ ul)
T4 DNA Ligase (3 U/ul)
10X T4 DNA Ligation Buffer
2 X T4 DNA Rapid Ligation Buffer
Control Insert DNA (700 bp) (50 ng/ul)
TOP10 (100 pl/ &)

Compcell Control Plasmid pUC19 (0.1 ng/pl)

ddH,0

VT202-01 VT202-02

20 ul 60 pl
20 pl 3X20 ul
30 pl 3X30 ul
100 pl 3X100 pl
10 ul 10 pl
1 ml 1 mi

VT302-01 VT302-02

20 pl 60 ul
20 pl 3%20 pl
30 ul 3X30 pl
100 pl 3100 pl
10 pl 10 pl
10 & 30 &
10 pl 10 ul
1mi 1 mi

pGM-T ki DNA K E&hN A =EERFIS AR

I E LR
pGM-T Vector (50 ng/ ul)
T4 DNA Ligase (3 U/ul)
10X T4 DNA Ligation Buffer
2 X T4 DNA Rapid Ligation Buffer
Control Insert DNA (700 bp) (50 ng/pl)
TOP10 (100 pl/ &)

Compcell Control Plasmid puC19 (0.1 ng/ul)

ddH,0

DNA P iR &

Taq DNA Polymerase (2.5 U/ul)
Tailing-A Reaction Buffer (5X)

VT402

20 ul
20 pl
30 pl
100 pl
10 ul
108
10 pl
1ml
20 %
50 pl
200 pl

pGM-T EHFRFEZEMAT PCR &=
5, A% PCR F=HiE#EE pGM-T &
xE, EFHEITT—LLE. ATRS
EENE, AAFERMBTAEMEE
ZMRERREIBRIEEE: 10X Ligation
Buffer | E&ET 16°CiERE®R, ATk
SIRMEEIEMER; 2 X Ligation Buffer Il
FIRIREFELE R, 25°CERE 10 min B]
AL, IRIEAE.

PGM-T RIERXFIETE pCGM-T ERIXT &
ROEAL EIEIN T KA R RE S, A
KA EPEH TOP10 RZSMA, ik
HZRIEE] 10°%cfu/ug.

pGM-T i DNA BEEiN A 52&EiR 5
BiERTFARim DNA FEERIERE, N
Pfu E=REBS#IT PCR RNAT, Hi
WEMRIBT A, TEEESTHikE
%, MREEFEAFTRmBETE, I
FEBRE, FiEREE, BERK7Ex
ki DNA HE& 3’ Rimim A, &
IME pGM-T iE#E. iXFISHATRTF
HME TA BE.
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pLB-T Fast EZidFIE
pLB-T Fast Ligation Kit BRS B % fh

VT217-01 20 rxn 390 ;T
—iﬁi’fl*z’“ﬁ?/]f‘ﬁﬂ? 5 ﬁf’#%ﬁz@ TA ;'ﬂ_ﬂg'lftffljﬁ VT217-02 60 rxn 980 T
VT317-01 20 rxn 500 7t
VT317-02 60 rxn 1300 T
FmE FEmmiEsT
RFIZER VT217-01 VT217-02 VT317-01 VT317-02  pLB-T Fast [RIEHE IR & T LS & PCR /=
pLB-T Vector (50 ng/ul) 20p 60l 204 60l MFEMABRMRIFE DNA R . ZiXT & X3
RapiLigation Mix (2X) 100p 3x100p  100p 3xqo0p  CERAFBIERILEY DNA FECEAHL. PRIEEFHAE
Y (NS NH RN 5 min BIAT3R1SHBIT 95% MMM B4
(50 ng/ul) 100 104l 104 104l =g, KFIEPEE THE A RapilLigation Mix, k5
DH5tr (100 i/ &) - o som M9 T4 DNAMEEERRRIA, Heb & EERHEN,
—— BRSRER], WAKADEENTE, 127 PCR =HM0E
Plasmid pUC19 (0.1 ng/ul) - 10u 104 BENEENE. RFAREERE T DH5a RESHEH
ddH,0 1m Aml 1m Aml VAR 33 B8 FH BB AR R AL, @ ITER L. N
VAN
e Fatm 7
RZASME, STESES %Ww?smmmﬁﬁﬁ,mﬁ%ﬁmwm E
REZ: BAMKE 0025 pmol KEAEAKE S 8
RIFFMHF kb BB RIEHE . o3

x
ar
>

RESHMFZEMRIAE -90~-65CHTF; HRMRAMT BRAEER: BAEAME RapiLigation Mix, R
-30~-15°CiR%F. FAIAKFIER R EFmM GEMERRT PRNEEF R BN AT A TR R Y
LB My, BIER SR, DURIERRE) .

TR
RN, TS,

s

IR EER . TRIRBEKE & FNRREFESFNZEZEBMERLE
A o

100
T T l
Q ' 8
543 22°C S
BRI RIS
q
-
2 B
0

20°C{R7%F 37°CIRTF 7R 37°CREFE 14X -20CRF 37°CRFT7 X 37°CHRF 14X

(%) #rE=
s o
S & o©

o

688 bp 2kb
BARBRKE

M pLB-T Fast pLB-T-Simple-Fast TAR N AF]

& 1. B RIRERER AR [#] 2. pLB-T Vector Eli&

C BZER1EE N www.tiangen.com % ZEHIE : 800-990-6057 400-810-6057 E-mail: people@tiangen.com ) 314




forward sequencing primer, 23-mer

T7 transcription start __EcoS2l
T7 promoter Notl Bglll Kpn2l

,—P
57 GGC GIAVATACGACTC ACT ATAG6G 2cA GCG GCC GCC AGA TCT TCC GGA TG
3’ CCG CAT TAT GCT GAG TGA TAT €cC TcT CGC CGG CGG TCT AGA AGG CCT AC
Ala Tyr Tyr Ser Glu Ser Tyr Pro Ser Arg Gly Gly Ser Arg Gly Ser Pro

Eco88l
Xhol

G CTC GAG TTT TTC AGC AAG ATT A TCT TTC TAG AAG ATC TCC
C GAG CTC AAA AAG TCG TTC TA . TT AGA AAG ATC TTC TAG AGG

Glu Lleu Lys Glu Ala Leu Arg Glu Leu Leu Asp Gly
Btgl
Eco130I
Ncol Bsu15l

TAC AAT ATT CTC AGC TGC CAT GGA AAA TCG ATc T1TC TTC T 3/
ATG TTA TAA GAG TCG ACG GTA CCT TTT AGC TAC AAG AAG A 5’
Val lle Asn Glu Ala Ala Met Ser Phe Arg His Glu Glu

reverse sequencing primer, 24=mer

[& 1. pLB-T Vector % 55 p&fir &

>k

7
i3
go
=

el

TR BRKE & TEMREFFTERMEMRMLR

i}

(2)0

TR ERKE & NERFFAIERMEM R

100

20°C#R7F 37°CRHF7X 3T°CRE14K  20CREF S7°CRFT7 X 37°CHRF 14X

(%) H4eFs
I ) ©
) <) <]

N
o

688 bp 2kb
BARERKE
M pLB-TFast ™ pLB-T-Simple-Fast mTAR ENZAH
43345 688 bp #1 2 kb B H ERIEHEHEN pLB-T Fast Vector, pLB-Simple-T Fast Vector A% B4t B3 2\ F#9 T-vector.

BB BREEREE 3: 1 EEBIMA R ERAEE, ERRE R ERAARN MG HT. HLRRRIAME, BLIT
RFEFREMRFZETH MIX RTERARBRKE .
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pLB-Simple-T Fast iEZiXFIE
pLB-Simple-T Fast Ligation Kit B%% B % fh 1%

VT218-01 20 rxn 390 ;T
FE T ZHIER 5 5783 TA BEERFIE VT218-02 60 ~n 980 7t

VT318-01 20 rxn 500 7T

VT318-02 60 rxn 1300 7T
Fmed i
RFISA R VT218-01 VT218-02 VT318-01 VT318-02  PLB-Simple-T Fast {Ri% 5 BEIXFI 2 AT LAS M e bE =
pLB-Simple-T Vector (50 ng/ul) 20yl 60 20p 60 PCR =4I A B REMERIHA DNA FEE. 1Zit 7
RepiLigation Mix (2) 100y 3x100p 100p 3xtc0p  SNTHBRUSAEMELAI DNA HEREAEN. PRIELIE
At o 665 o) HOTUEN A BIERENE 5 min BT3RS 95% i)
(50 ng/pl) oW 10u ol PR EE M. AR A& T HAM RapiLigation
DH5a (100 I/ & ) . - 0% 30% Mix (B3%S: RT407) AEH) T4 DNA EEEER
N — WA, HPAGEEEEN, MEEN, TAARE
PlasmidpUC19 (01 nghu) 1010w HEFERTE, 3275 PCR MMM MR, TR
ddH,0 Im Aml Im Aml EEF & T DH50 B A5 RAR LUK X BR A B AR RE Bk,

BT

Y 5151
EARIE: 5 min PR, PAMZEE 100%.
®EFHS RET: EBAKE 0.025 pmol SREE R ERFIKE 3 kb

BESEREESROE -90~65CHE; HemknF - HROSWER
30~-15CR%E. MARFBEREFEM GHREERFT  BIEEE: RAEMRHL RapiLigation Mix, R

BUESBS R, FrIEREHRL, UWRIERE) PRNBAATO B B AT TR R
TR

RERENF, TREF.

M)

forward ing primer, 23-mer

T7 transcription start

PCR pfodugt T7 promoter

T 5’ GGC GTA ATA CGA CTC ACT ATA GGG AGCA GCG TCC GCC GGA TCT CCC GGATG
3’ CCG CAT TAT GCT GAG TGA TAT ccc TcT CGC AGG CGG CCT AGA GGG CCT AC

Ala Tyr Tyr Ser Glu Ser Tyr Pro Ser Arg Gly Gly Ser Arg Gly Ser Pro

pLB-Simple-T Vector

2976 bp G TTC GAG TTT TTC AGC AAG ATT PCR produ A TCT CTC TAG CAG GTC TCC

C AAG CTC AAA AAG TCG TTC TA TT AGA GAG ATC GTC CAG AGG
Glu Lleu Lys Glu Ala Leu Arg Glu Leu Leu Asp Gly

Placuvs

TAC AAT ATT CTC AGC TGC CAT CGA AAA GCG ATG rIc TTC T 3°
ATG TTA TAA GAG TCG ACG GTA GCT TTT CGC TAC anc aac a 5°

Val lle Asn Glu Ala Ala Met Ser Phe Arg His Glu Glu

reverse sequencing primer, 24=mer

& 1. pLB-Simple-T Vector [t 2. pLB-Simple-T Vector % 52 [ i 2
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RS

W REHEME: -90~-65CIRTE

TIANGEN ARIZ 3% T ZABHNRZITSHRABRAYES. HREREMENRSE.

RERTHH, TEGRE.

RSN
DH50 B4
EE 2k
CB101-01 10X100 pl
CB101-02 20X 100 pl
TOP10 BRZA4AM
ZE-2= %
CB104-01 10100 pl
CB104-02 20X 100 pl
RIARZHAMAE
BL21 (DE3) REZAAAE
B8RS i
CB105-02 10X 100 pl

firt&
160 7T
290 7T

&

160 7T
290 T

fivt&
280 T

BL21 (DE3) pLysS 240

BRS ar
CB106-02 10X 100 i

firt&
280 7T

EHEZ.

oA

BREE:

HFR:
¥ o=

HFEH:
¥os:

F~ @80/acZAM15A(lacZYA-argF) U169 endA1 recA1
hsdR17 (r,,m.") supE44N thi-1 gyrA96 relA1 phoA
DH50 A 7SHAE R — e A T B 5e FE A 75 40
B, H @80/acZ A M15 EFE R ZHIA 5 pUC ks
B R- FABEREERIMa B4, TATE
BEfHE, ARSI 10°%cfu/ug. recA1 #1endA1
HIZR T A F F 52 i DNA HIF2 E FI =S 46 B Bkl DNA
HIERER.

F>merAA(mrr-hsd RMS-mcr BC) @80/acZAM15Alac
X74 recA1 araA139A(ara-leu) 7697galU galK rpsL
(Str') endA1 nupG

: TOP10 B Z S M LR 51k 10%cfu/ug, B

EZNMN, HEREHUERRENEKE S, £KIEE
tt DH5a B& 1R, FEE)5S 77T 18] M4 K AR DERE KT
DH5a. & T E%89 DNA SEERRAIY 8, REfR
HEEHE NURALFR E B .

F ompT hsdSg(rs mg) gal dem(DE3)

ZBRESMEMATIL T7 RNA BABARKRZNS
BONEEEMERRIAEE. T7 EFEK RNA B4
EEMRIAZIET \EE K DE3 XH lacUV5 BEIT,
ZXEASTF BL21 MREEK L. ZREATIESHE
HRIRIE. FEUBETE 10 cfulpg.

F ompT hsdSg(rg” mg’) gal dem(DE3)pLysS Cam’

GZRZSMETE—RERESEZNMHEANEER,
EETEMHEOMIESHEANRIE, HHMETIE
10'cfu/pg. WRAEERIA T AEEHER, T7
AREREBREENEENSRRILKE, BLFIHT
IPTG iESMRIL.
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Rosetta(DE3) 2 A4HA

Rosetta(DE3) competent E.coli

—BREHBENTHAERERFANBEZE

Eiili)

BRS ax fit #&
CB108-02 ~ 10X100ul 280 7T

Fma
IRFISLHRE CB108-02
Rosetta(DE3) 10x100 pl

Compcell Control Plasmid

pUC19 (0.1 ng/ul) 10

RESM
-90~-65°CIR 75

TiHEELR
ERTAEREERTHERREL.

FEERETT

Rosetta B 7ASH BL21 T4 MK, BEHEEERERINIERA
T T REXFITEEZ K 6 MIHEFEIBT (AUA, AGG, AGA,
CUA, CCC, GGA) tRNA HIERH, Ef T EZEE S XKHTER
BERTHSERMERSHNFRARS. A=RRAEOXR
THE, Z45%IZHE, THT DNA MLFEWL, HUSET
i% 10" cfu/ug DNA, EHkEBRE SN,

H E &: F- ompT hsdSg(rs mg)gal dem(DE3) pRARE(ar-
gU,argWi,ilex,gly T,leuW,proL)(Camn).

Falis
BEXKFIFERZH 6 MEEF (RNA EE, BEEEE
HIZRIE,
EAESHERNRIL (BHEBIEIERE BL21(DE3)plysS &
Z7S¢MEE CB106)

[

M

M B1 B2 B3 B4 R1 R2 R3 R4

SEREREFEEN Mx FERAH SDS-PAGE £ 2
Rosetta (iR AXSERE RIS TIMEN 9.8% M Mx B[R, —
N 75 kd NZE AR, M BL21 BN EHRNEANRE (O
BETLA R 75kd B Mx ZEH) o Lane B1,R4 558 BL21 Al
Rosetta AR SDS-PAGE Bk4E58; Lane B2-4 AL
T pET30a-Mx Fitif BL21 kAR R SDS-PAGE HIKLER,
Lane R1-3 N%1k T pET30a-Mx FikiBI Rosetta EiEZE#R
SDS-PAGE k%R, M AZEH marker
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T-Fast 254
T-Fast competent E. coli
— EHEEE, KB R E S

BRS ax fit §&
CB109-02 20X100pl 320 7T

Fmix
IXFIZLE % CB109-02
T-Fast 20X100 pl

Compcell Control Plasmid
10 pl
pUC19 (0.1 ng/ul) .

iR

PUREK: BEHREKIRER, SHTIHETRE6 h
AIOLES%, 8h AIHkENE RIEEDE; ERIEFME
REEET 3 mlRMA LB EFEhIEFR 4 h Bl
AT RAREL.

PuEREEAL: ERAT Amp’ A 5 min RIFEREE.
ERASE: HE ODg £HT, T-Fast RFES
YA RS E ST DH5a 20%.

=AM W lacl R, AE™ERIES Lac
BEIFHFRE, NMmiEmEARMHEPEEE.

FEamiEsT

A= &iETF Escherichia coli K12 Bk, 2—f4E K%
Bk, T-Fast BSZ7SHAEHIREER) AlacZM15 BE =¥ 5%
ST B- FABEBERRIETYIM o B4, ERT
B S ABEHIE, lack B EE ™EMNITH| Lac BEh FRIF R,
MR KRIPER T BB H PR ERPAMEER . kb, T-Fast
RZ SRS endA1 BISEEBFITF 5202 DNA HIFR EFS 4L
[ERK DNA FYIREY, BRNISRES THEME R e EEE.
KE@AEFHR T ZAIE, AT DNA BILEESEL, i
A4 10°cfu/ug DNA, KREHRER T1 BEEEME (uA2).
EHRFEE:

F’proA*B" lacl’ AlacZM15 / fhuA2 A(lac-proAB) ginV
galK16 galE15 R(zgb-210::Tn10) Tet® endA1 thi-1
A(hsdS-mcrB)5

RIEHEMH
-90~-65"CIR Tz

TR A
DNA {LZE351k.

SE5af

0110 05 1 15 2 3 4 5 65 7 75
HARE (h)

7% 1% 7 BB R % ODgoo Z— B, KL 1:100 Y
EEBIEMT LB k55 &, B 051 hiME—R
ODgooy, BR=AEE.

& 1. RS KT EE

* 1. mMRZSMAEIRE pET30a RS ERIIEL

BIHR ERRE FERAKE
(ODsoo) (ODsoo)
0.618

DH5a 0.615 0.612
0.603
0.678

T-Fast 0.667 0.675
0.681

T-Fast E#k DH5a &tk

& 2. FRIBFEFNEKFRELE (12h)

FRRE  THRRRE  THRRRE
(ng/p) (ng/u) (ng/ODggo)
58.5
57.6 54.8 89.5
48.3
76.9
69.3 76.7 113.6
77.8
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KAt EEREE Antibiotic Usage List

hsdR Geneticin

EFIFIERE{L DNA (41 PCR ¥ #87~=49) MIEHEEL - Yeast : 200-300 pg/ml

merA Insect cells: 500-700 pg/ml

BFITFEHE DNA nEER) WEREEL. Mammalian cells: 50-2500 pg/ml

lacZAM15 Zeocin

BT EamE. E. coli 25-50 ug/ml

endAt S. cerevisiae: 50-300 pg/ml

7 Endonuclease | B§5&EM, BFIT ARG . P. pastoris: 300 pg/ml

recA1 Insect cells: 300-600 pg/ml

" sefE DNA BYEFF RIS EA . Mammalian cells: 50-1000 ug/ml

DE3 Ampicillin

%15 T7 RNA BAEE, BTFIFS T7- BIINFRERENTIE. E. coli: 50-100 pg/ml

deoR Tetracycline AN

A AEIRUIK FEE DNA, BFF XX ERNE. E. coli- 50-100 pg/ml ﬁ

Tn10 Kanamycin fE

e = ol g @

ompT i #

Chloramphenicol o3

RIFRBHERZIINEELEE. RSIMNEBLEBRIERT UE E. coli: 25-170 pg/ml ﬁ
N 3 A=) ' ' 2

RFEMINEEBEARPEIERNIZE, FSHTRETEN Carailey

EHEA. E. coli: 20-60 ug/ml

pLys Streptomycin

YRS T7 A EBEABTRL; BI04 T7 RNA BABSM AR = E. coli: 10-50 pg/ml

IBIKTERIER T7 BRMRIA RN ERTRIAKT . Actinomycin

argk E. coli: 25-100 pg/ml

BT RTME A EFI A arginine. e

F E. coli: 5-10 pg/ml

—MEE NI HEIRIRN, HH M13 EEAMR R, A=ER Sl

i DNA. E. coli: 50 pg/mi

lacl S. cerevisiae: 5-100 pg/ml

Ywh5 lac HMEIF, ATFEANHFERFZMAN IPTG, FARIBE% P. pastoris: 250-300 pg/mi

X B -gal.

Insect cells: 10-80 pg/ml
pRARE(argU, argW, ilex, glyT, leuW, proL)

HNARTABHAERZNE6MHHESZBEF (AUA, AGG,
AGA,CUA, CCC, GGA) tRNA, it 7T BEZERE P XFITER E. coli: 50 pg/ml
BELF=E RS HAFREIRS Yeast: 50-200 pg/ml
lacl’

lacl” gene #RIBHIZ tac BaIFXIVIRHN FHIHIFIER tac (&
SRIABIAESST) , HLEMNFEERESEE IPTG HERATH
ARFIL , FEEEDFEEM™S.

Mammalian cells: 2-25 pg/ml

Hygromycin

Insect cells: 200-400 pg/ml
Mammalian cells: 50-1000 pg/mi
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SRR iR SR

Q BuExEEESE Q PCR EMEERKEEEBERRORIREEE
A-1 Y L S B A AR AL SE A-1 PCR =455 3" AR, TeEE
—— R, SRR SRR —IHHEATE DNA SREBIDTE QA R,

i Pfu BgHY PCR =418k, Fik PCR =497

IR BB, BASE .
* ’ = S B AR JATP HITMERRAE 3 AR

Q $EATEE DNA K EREPRIE = (E Wik, BS T HEE.
A R FMEE A-2 PCR s teme = Bik, RapiEis
 EBEMRAE ATP, REAR ATP REHRIE DNA M FREIMEE, RE
AR, B — RS REE R, B (R A B AN SETEAER PCR 7249,
AR A-3 PCR BB, BRI lacZ BEMBITE
A2 TbBEx ——BEABERESE GMTF 500 bp) B, 3EA
B ESMTEEROZIN, PERET S HETTESR EHI lacZ REMEIE, KeEE
. 0 PR TSN EARBAEE M 1) T4 1. TaESAEARE.
——
A A3 EERETES A4 BB RS SR IR
E ——§2iY 16°CiTTR, A 10X buffer, EHRRE AR PCR Fo4Eyse st BOREE,
go A-4 PCR F=4th & 15 R B 5 I B S 8RR EEREE B
= — W PCR FHIMERK MRS, A-5 528 PCR KR ATRES 31— Bt
= WME R BT ENNHISRL. IR EEHHIHI AL —— 3= BT TA AR, ERNENIR
- $1R7E, BN PCR =4, N, FRESYEE EE TR, Biesks:
BRI, S SR, SRS
Q rPcrEERYEIFEREEE @I, PCR SUEEEH TR
A1 ERESE, EMEFHRETEK A6 BAERETHHERE:T K
 REEFTRESERHEEE—
- | 7 E‘ t:l;lt ‘u M- o
. BRI b 5 AR

A-2 TIRFES EE T
— RNE SR, NREREFEER
), REFREELHET /IPTG/X-Gal
IR 2EHEE. MERGEH, EHHE Q AT RMENEETE PCREW, BRIRHNA

TR J& PCR E4&%7

A1 x4 sER2am IR DNA 5%, —Rk
Q itz B, HPCREREDEREN, REENE
A-1 PCR AR REAR B K R M AORTE— SR I T TR L, &
—RPCR FHSHRHTIRR . MIME, BMRTRUET . XRERHAE
e S B AE MY A Rt 2 H R E
A-2 BENRBSHANERLHTER BN EFHEAMBOEERT 300, P2
REZFRIM PCR FHa95e R 15 BBk, NEEHEESEAT, BEUFR
Al aul o REEIRDI, RTESHAEFII—05. EE
A3 BB PCR %2314, FaHEE—H B M3

ThNRRR, BERREEIR ¥, BYH— A BEHRERIMATAE.

HaE.
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Q sustEEEtnanEsRRE?

A-1 pLB 1 pLB-Simple kx5 &
BE/REEIEHIZE 1:3-1:10, XF 1 kb
TR R EBISER 1:3 RLLfl,
1 kb LA BRI EZIZILGER 1:7 B9tk
i,

EFIAR RS 35 ng BIEIR, FRIX
B PCR PRI\ & 25540
:

RERSG

PCR =K E (bp) BER=Z (ng)
700 bp 25 ng
2000 bp 168 ng

REE AR T IAIE

Fast Site-Directed Mutagenesis Kit

IR 7E EAT R b A SRR T8 3 % R BRS 122 it
KM101 20 rxn 1300 7T
FmaE g
AFIS AR 20 R HINE SRTEFARRHEEY, EFESEMRPHW—FHEESLE
. ) FHB, SRATXE. KRUENERE; REBHFOBEDMLS; UK
astAlteration DNA Polymerase : A K. _ -
A Uil 20 pl MREARGOIAEZ BNERER. ALHIARA B IRER
5% FastSon Buffer 200 R, WEBRHE L EENEEERTEERT, SARTREA

Dpn | restriction enzyme(20 U/ul) 20 pl
4.5 kb Control plasmid(5 ng/ul) 40 pl

Control primers(5 uM, each) 80
FDM competent cells 20X 50 pl
RIFFMHF

-30~-15C1R%F
FDM competent cells: -90~-65°C{R75

HERERT, HEERRTHOREERIA 0% U L. Hob, SLUE
HRTAFEFEZH PCR RI wEFRMNFENNSERE, &k
FIERREEAEE, ARREERIRTERIITERTELP.

R
B ERE: WA ERAIEEMAKXER R, RF 4 20
ALMAFREFERIREERNEE, MAFTESR PCRE
I PEFFEMFE AN LR
S5 AFNERABOESH SRR, AT #E
3= SR B
BRIz AAfIEMET#HITRERRE, B UHITERRE,
BRERHIAS 1.
BENMIE: RXFIEAIXIHKIX 10 kb BIRKIHITE RRE, &
FEEFRARERR.
RERS: FNAFIZEBEIMERARERLRELRRARR
HIThRE, ATLUMRIEESHIRER,

( B EEE1ES N www.tiangen.com % ERHIE : 800-990-6057 400-810-6057 E-mail: people@tiangen.com ) 322

7~
5%
fE
Qo
&5

%

MG,




_ &XFY

RRERPEFECH B R MIZRF

FEHITRIMS A RRER, HTEM T RECLNH, ARERREQRERSAAER, RBRNOSZELERE,
HRTEMRNHIAE) 5 MY, REFAMRSMERE) 50%. FitiEiEAZEME IR E 7.
FAAFZXRHZSIYBMURRE, IHAUEERAE ZHEEARHITRERE . REMS MBI LRI
Z51.

BWARITHHNRELENES EXF S ME R RETRAG4, LUET X SLI Bt T 54

g2
A AR 53 50 pl (5% P ER &% BE B ] AE
DNA Template 10~100 ng R 1X 95°C  2min FRAS
EmzRESH (10 uM) 2l PCREE 18X  94C  20sec i
REEES(4 (10 pM) 2yl 55°C  10sec BN
5X FastAlteration Buffer 10 pl 68°C  2.5min  HEfH
FastAlteration DNA Polymerase 15l IR 1% 68°C  5min P FEEAR
(2.5 U/l s R 37C  1h Dpn | S RRASHR
RNase-Free ddH,0O Z 50 ul
—t
VAN
5
fE
9° ~, b [ o ]
N FiRFERIKRIEE (XE )
o .
?’ﬁ TIANGEN ColiPlate Glass Beads
——10 PSR SRS N LA T T A BRS 8% ik
GB101-01 100 g 200 7T
FEmiEsT FmfFs
AERRER T —HEMIRENER (KBITE. B TR WIS

BEE) #A7TE. PRI (H14mm)

| “i,\ y ;/\ >>E_‘=.;'_ ;,\ TFald€ /> H
S mmt s TaEmn 5 10SCRERIE, AHHAEE REHELEDS mi

FRGEFRbCR, ERTIAHHIR, BRAHE oo L A TRESIS REN RS
. TIABRBKTERERE, SRER. e TEATEC—1R

REEE, HEE AR A E
REFMH

O [F]
EFEE (15300) TREHT P mE R
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pathway

LSl

=] HAFI IF fER~m i
Arabidopsis FLL2 promotes liquid—liquid phase BL21 (DE3) Sl 2k
separation of polyadenylation complexes Nature 43.07 RS AR BIERE
A Translation-Activating Function of MIWI/piRNA Cell 36.216| TOP10/BL21(DE3) bR EiEAE
during Mouse Spermiogenesis ’ B2 AS ZmAE Pl
Molecular Basis of Arthritogenic Alphavirus DH5G BLZZ | MBS
Receptor MXRA8 Binding to Chikungunya Virus |Cell 36.216| , H@G ¥ ﬂ";"ﬁﬂ"‘“}}% P
Envelope Protein g F WAL
The Mitochondrial Unfolded Protein Response Is DH50 B A R
Mediated Cell-Non-autonomously by Retromer-|Cell 36.216 A SIS | th R B IE AR B
Dependent Wnt Signaling -
Tumor-Induced Generation of Splenic Erythroblast- Rosetta (DE3) - .
like Ter-Cells Promotes Tumor Progression Cell 36.216 B2 7S YRR FFEEXF
Rewiring of the Fruit Metabolome in Tomato |~ 36216 PLB Vector T i E R R BTAR R
Breeding © 0| BREEEAAIS | SRAR ERRUAS
A Structural Change in Butyrophilin upon BL21 (DE3)
Phosphoantigen Binding Underlies Phosphoantigen- | Immunity 21.522| e xe 2 A
Mediated V' y 9V 3 2 T Cell Activation LTS
Zona incerta GABAergic neurons integrate prey- R e .
related sensory signals and induce an appetitive |[Nature Neuroscience ~ |21.126 ‘%Sglﬁ-ll—?%?%ﬁ)’;‘ EEREXE
drive to promote hunting -
Destabilization of linker histone H1.2 is essential for BL21 (DE3) |dkREAKFEFE/
ATM activation and DNA damage repair Cell Research 17.848 BZASLARE RNAKZEZFR
A pannexin 1 channelopathy causes human |Science Translational pGM-T Vector . -
oocyte death Medicine 17161 | gmmitng | REAFPLER
Histone Modifications Regulate Chromatin BL21 (DE3)/
Compartmentalization by Contributing to a Phase |Molecular Cell 14.548| Rosetta (DE3) | 5tk
Separation Mechanism B
Pacer Is a Mediator of mMTORC1 and GSK3- Rosetta (DE3) RS
TIP60 Signaling in Regulation of Autophagosome |Molecular Cell 14.548| gy A yman HMIIAZEZER
Maturation and Lipid Metabolism i
Nuclear Receptor Nur77 Facilitates Melanoma Cell DH50/BL21 (DE3) = p o
Survival under Metabolic Stress by Protecting Fatty | Molecular Cell 14.548| g =t yman BIIX=E
Acid Oxidation =
Neural Stem Cells Behave as a Functional Niche DH5q B2 A
for the Maturation of Newbormn Neurons through the | Neuron 14.403 JmE S| A RIBRIR R AR
Secretion of PTN -
PDGFR B Cells Rapidly Relay Inflammatory DH5a B2 7S
Signal from the Circulatory System to Neurons via|Neuron 14.403| 4 H@q e TR BE AR BT
Chemokine CCL2
Viperin catalyzes methionine oxidation to promote | o . PRIBERRE | cprygoas
protein expression and function of helicases Science Advances 12.804/ i35 XA
Structural insights into the EGO-TC—mediated R 3
membrane tethering of the TORC1-regulatory | Science Advances 12.804 ?ELQK(?EHEH%) ;Eggﬁﬁt,ﬁiﬂ
Rag GTPases - -
Protein lysine de-2-hydroxyisobutyrylation by CobB | BL21 (DE3) s 22
in prokaryotes Science Advances 12.804 RS AN Hﬁz KEER K
TRIM66 reads unmodified H3R2K4 and H3K56ac to oot 11.878| pLB Vector et g 2 -
respond to DNA damage in embryonic stem cells Nature Communications ShEEising | FEREAF
Expanding C—T base editing toolkit with diversified L B e L oses
cyt%ine dgaminases 9 Nature Communications |11.878 Iﬁ%gm e =P SN e g
The conserved 3 UTR-derived small RNA NarS . . DH5a BiZd | EB K
mediates mRNA crossregulation during nitrate respiration | NUCIEiC Acids Research | 11.147 | 4™ ™ biEESE
Archaeal NSUNG catalyzes m 5 C72 modification o Rosetta DE3) | iz EigE 4k
on a wide-range of specific tRNAs Nucleic Acids Research |11.147 R ,Eéﬂﬁ ) YRR /
A Brassica miRNA Regulates Plant Growth and PREARTHAE /| 42y ey
Immunity through Distinct Modes of Action Molecular Plant 108121 o TVec gaitate| T B R HIAT
Arabidopsis ECAP Is a New Adaptor Protein that
Connects JAZ Repressors with the TPR2 Co- | Molecular Plant 10.812 }F_{ﬁoie;g (DE3) | gl A2
repressor to Suppress Jasmonate-Responsive Edorliz
Anthocyanin Accumulation
Novel IncRNA-IUR suppresses Bcr-Abl-induced pLB Vector & o
tumorigenesis through regulation of STAT5-CD71 |Molecular Cancer 10.679| B = RIRIZEE %E%ﬁ%gﬁ il
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