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1 (Table 1 Oligonucleotides used in this study.)
Primer Name Primer Sequence 5 -3 Length bp Tm
Lysozyme F ACTGCACATATGATGGGAATCAAAGGAATCGAC 33 64
Lysozym e R ACTGCACTCGAGTTATCTAACACGAATTTTCTGACCA 37 65
P1 CATATGATGGGAATCAAAGGAATCGAC 27 58
P2 CTCGAGTTATCTAACACGAATTTTCTGACCA 31 60
P3 CATTAAATCCGGTGACACTTTGTCTG 26 58
P4 GTCCTTTAATGTTGTCCCTTCTGTTG 26 58
S
17 P3 term
=
--—Dllaco Nde I I |ysozyme Iml His.Tag --
=
<
; F2 ; 100
P1/P2 | BHPCR P3/P4 | m{REPCR
- 5000
AN
\\‘ /

~_ OverlapPCR -
ZRRAL
1

P1,P2 PCR ;P3,P4 ;lysozyme

Fig 1 The flow scheme of the two-step PCR procedure for the
gene mutagenesis and plasmid multimerization.Lysozyme is
the purpose sequence of our mutant library,others are the
basic components of the plasmid.P1,P2,P3 and P4 denote the
positions of the primers for the PCR amplifjcation.

M 1

bp

N

-

2 PCR

M marker;1 PCR
Fig.2 Error-prone PCR products of the routine method.
M:1Kb DNA marker;l:error-prone PCR products

Fig.3 The number of clones obtained by the two methods in

Constructing Mutant Library in E.coli BL21(DE3).1:Result of

transformation by routine method 2:Result of transformation
by new method.

4 PCR
M marker;1 PCR 2 PCR ;3
overlap PCR 4 Ndel  Xhol

Fig.4 Analysis of a 1%agarose gel for the PCR products of
New method.
M:marker;1:Error-prone PCR products of new method;2:PCR
linearized vector;3:DNAmultimer generated by overlap
extension PCR;4:Multimer digested with two restriction

enzymes
PCR
PCR 1.2.1
(2) PCR pET2la-lysozyme
PCR pET21la-lysozyme, ,
, overlapPCR
PCR , 1 P3,P4
50uLPCR :10uL 5x buffer,5uL 10x dNTP
Mix, luL pET21la-lysozyme(10ng/uL), 1uL PCR
F/R(10uM),0.5uL Q5 DNA (2000U/uL),ddH,0
50uL
PCR 98  2min;98 15 s,55 30 s,72  3min,
30 ;72 10min
A3) Overlap PCR
pcr ,
Overlap PCR :10uL 5x buffer,5uL 10x dNTP
Mix pcr ( 2ng/uL), ( pcr
),0 5uL Q5 DNA (2000U/uL),ddH.0
50ulL
98 3 min;98 15 s,55 30s,72  5min,30
;72 10min
(@) Overlap PCR

Ndel Xhol , PCR
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