
Trelief ® Seamless Cloning Kit
Trelief ® 

Trelief 1~5

50 bp~20 kb

PCR PCR 5´ 15~25 nt

50 15~45 min

95%

DLV201-20
DLV201-100 Amp M13F/R

1 000

15~45 min

可一步连接1~5

95%

1. 

1

25 bp GC 40%~60%
2. 

2×Seamless Cloning Mix

Control Vector 5 ng/µL a

Control Template 10 ng/µL b

500 µL

DLP201)

DLP201)

DLN801)

DLN801)

10 µL

10 µL

100 µL

10 µL

10 µL

DLV201-20 DLV201-100

PCR

15 min

5´-3´ 15~25 nt

5´-3´ 15~25 nt

Tm 60 A-T pair=2 G-C pair=4

PCR

PCR

Tm Tm

1

F 5´-TCACCTGTGGGATATCCGGTG-3´

R 5´-CGCATAAGCGAATGTTCGAAG-3´

A. Hind 

5´-....ACGTTGTAAAACGACGGCCAGTAAGCTTCTTGGCGTAATCATGGTCATAG....-3´

3´-....TGCAACATTTTGCTGCCGGTCATTCGAAGAACCGCATTAGTACCAGTATC....-5´

F 5´-TAAAACGACGGCCAGTAAGCTTTCACCTGTGGGATATCCGGTG-3´

R 5´-CCATGATTACGCCAAGAAGCTTCGCATAAGCGAATGTTCGAAG-3´

B. Sac l/BamH I

5´-....GCTCGAGCACCACGGCCGCAGAGCTC        GGATCCGTTACATCGTATAACGTTAC.....-3´

3´-....CGAGCTCGTGGTGCCGGCGTCTCGAG         CCTAGGCAATGTAGCATATTGCAATG.....-5´

F 5´ CCACGGCCGCAGAGCTCTCACCTGTGGGATATCCGGTG 3´

R 5´ ACGTTATACGATGTAACGGATCCCGCATAAGCGAATGTTGCGAG 3´

......

GCCGGA    GCCATGAACAAAGCAGCCGCGCTGGATGCTGATACCGG

CGGCCT     CGGTACTTGTTTCGTCGGCGCGACCTACGACTATGGCC

GAACAGTCAGGTTAACAGGCTGCGGCATTTTGTCCGCGCC   TTGAAT

CTTGTCAGTCCAATTGTCCGACGCCGTAAAACAGGCGCGG   AACTTA

... ...

...

Left Arm

Right Arm

Fragment 1 Forward Primer Fragment 2 Forward Primer

Fragment 1 Reverse Primer

Fragment 3 Forward Primer

Fragment 2 Reverse Primer Fragment 3 Reverse Primer

3. 

C. PCR

5´-....ATTTCACACAGGAAACAGCTATGAC   ACTGGCCGTCGTTTTACACAATCAA.....-3´

3´-....TAAAGTGTGTCCTTTGTCGATACTG  TGACCGGCAGCAAAATGTGTTAGTT.....-5´

F 5´-ACACAGGAAACAGCTATGACTCACCTGTGGGATATCCGGTG-3´

R:5´-TGTGTAAAACGACGGCCAGTCGCATAAGCGAATGTTGCGAG-3´

2

Fragment 1 Fragment 2

15~25 bp Fragment 1

Tm

...

2

PCR

A.

B. PCR

PCR

Dpn I

3

4 kb 2 µL 1 kb DNA Ladder

1 µL 2 µL 3 µL 4 µL 1,500 bp 4,000 bp

20 ng/µL 8 ng/µL 2 µL

2 µL Ladder 4,000 bp

40 ng/2 µL=20 ng/µL

1  

4. 10 µL

1:2~1:5 1:1

X µL

Y1 µL

..........

Yn µL

5 µL

Up to 10 µL

1

n

2×Seamless Cloning Mix

ddH
2
O

10~100 ng N ng×1000 bp×650 daltons

100 ng 2,000 bp 100×1000 2000×650 0.08 pmol

100 ng 4,000 bp 100×1000 4000×650 0.04 pmol

5. 

1~2

50 15~30 min 3~5 50 30~45 min PCR

6. 

1

2 5~10 µL 100 µL

15~30 min

Dpn I

80 Dpn I

01 02 03 04 05 06

a.

b.



1  

2 kb Segl 5 kb pET28a BamHI

N :N
seg1

=1:5

1

20 ng/µL 50 ng/µL

C

C

20 ng

N

N :N
seg1

=1:5 N
seg1

=5×0.0061=0.0305 pmol

1 µL

Seg 1

 0.8 µL

2×Mix

5 µL 3.2 µL

2 50 15 min

10 µL 100 µL达领超级感受态 (目录号：DLC101)。

Seamless Cloning Mix 1×

2  

Seg1 Seg2 Seg3 pCAMBIA1300 Seg2

pCAMBIA1300 9 kb

1 kb 0.9 kb 1.2 kb BamHI

N N
seg1

:N
seg2

:N
seg3

=1:1:1:1

1

20 ng/µL Seg1 50 ng/µL Seg2

38 ng/µL Seg3 40 ng/µL

C = 20×1000 9000×650

Seg1 C
seg1

= 50×1000 1000×650

Seg2 C
seg2

= 38×1000 900×650

Seg3 C
seg3

= 40×1000 1200×650

50 ng 50 ng N = 50×

1000 9000×650 0.0085 pmol

N :N
seg1

:N
seg2

:N
seg3

1:1:1:1 Nseg1=

Nseg2=Nseg3=0.0085 pmol V= N/ C

2:1

2×Seamless Cloning

Mix

2 50 30 min

3 10 µL 100 µL DH5

3  42 45~90 s 2~5 min

4 500 µL 200 rpm 30~60 min

5

3

2.50 µL

Seg 1

 0.11 µL

Seg 2

 0.13 µL

Seg 3

 0.16 µL

2×Mix

5 µL 2.10 µL

V =N /C =0.0061/0.0061=1 µL

V
seg1

=N
seg1

/C

V N /C

V
seg1

=N
seg1

/C
seg1

V
seg2

=N
seg2

/C
seg2

V
seg3

=N
seg3

/C
seg3

Trelief ® 5
DLC101

DLN702

DLP102)

DLP201T8 PCR

Trelief ®

DLP102

DLC201

DLC101

T5 P

-25~-15℃保存，保质期1年。≤0℃运输。 product@tsingke.com.cn

12

08 09 10 11

适用于1~5 mL菌液小量质粒DNA快速提取FlashPure快速质粒小提
试剂盒

地址：鄂州市葛店开发区建设大道216号东湖高新智慧城7栋


