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A GeneralM ethod for D irect DNA Vector M odification

Xie Feng, Zhu Lei, Shang Guangdong

(Jiangsu Key L aboratory for B iodiversity and B iotechnology, Nanjing 210046, China)

Abstract: Cloning one or more DNA fragnents into a vector is the one of most caonmonly used techniques
in molecular biology. Classic cloning strategy, when dealt with complicated cloning steps, like multiple
fragnents insertion, selective marker exchange, are often troubled by the choice of restriction enzymes,
the base mutations caused by long fragnent PCR, UV exposure and gel purification W emade use of the
Red/ET technology o clone o fragnents into the vector while ramove the unnecessary vector part in a
single step.  This three pieces cloning manipulation is straightforward and convenient, with the potential to
be a general cloning strategy for vector engineering
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CTL 5" —AACAACGATCCTTTGAT CTT TTCTACGGGGTCTCGACGCTCA GTGGAA CGAA ctgcaggt
cccecggggateggte - 3', 50 pB luescript KS( - ) (GemBank X52329) bla 3 (nt
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(4) PCR . 2500 mol/L dNTP, 1 Y mol/L 25 mol/L MClL, 200 ng DNA ( 100
ng ), 5U pfu, 5% DM S0, ddH,0 100M L. 97 5min ,PCR 197 45 s 60
Imin, 72 3min, 30 , 72 10 min
pOJ446 ,CT1L CT2 2.0kb oriT- Am ;S ooelicolor DNA (
[8]) ,CT3 CT4 0.6kb i
, PCR , 70% , , 10mmol/L pH 8.0
Tris Cl, DNA 0.3y g L.
(5) . pB luescript KS( - ) H096/pC101 - gab - tet . 1oou g/
mL 104 g/mL 30 , HS996/pC101 - gab - tet + pB luescript
KS( -). ,0.3U goriT - Am DNA 0.34g mLDNA 0. 15%
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;orT - Am pi , pB luescript KS( - ), , bla
ek
recombinase mediated; F’—A"‘—’
recombination pLS205 rpsL l
I3 5 F BAKFN oriT-Am ZE K & 2 8] LoriT-Am %5 & M1 rpsL 2 B 2 [8]1% i ) W A (2B 5 /) 7 B ).
EEHAMN FOREEHERT, 8MAEE0E (DNA R B K/ A4 K/ H B4 )
Bl “ZhRREE"TER
Fig.1 Scheme of the “triple cloning"
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(A) pLS205 i kL 3. P34 Gene Construction Kit 2.5 (Textco, Inc)fT#:, oriT, Am and rpsl. & ff 7.
Wi U 67 53 FDRLIA R 7R (B) pLS205 Al U 1% 16 FH 6 b B ¥ o4 D) il ok 8 1) plS205, 15 21 ) Al U 1 Bt 5 1l
WEe—.
1.IDNA/HindlIII; 2.EcoRI: 4.3 kb; 3.Sacl:2.1,2.2 kb; 4.Xhol/0.5,1.1,2.7 kb; 5.Pstl/0.8, 0.9, 1.2,1.4 kb; 6.HindI-
11/4.3 kb; 7.BamH1/4.3 kb.
2 pLS205 H) R ¥ B il R B Y)
Fig.2 Plasmid map of pLS205 and its digestion pattern
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