
Pcons-RBS-LO-
BamHI/pSB1C3



Pcons-LO-BamHI/pSB1C3

4013 bp

Chloramphenicol resistance

BioBrick Prefix

BioBrick Suffix

Forw ard primer for sequencing/amplifying BioBrick parts (VF2)

Rev erse primer for sequencing/amplifying BioBrick parts (VR)

rep (pMB1)

BBa K1694035

BBa E0040 (GFP)

BBa J23101 (Pcons)

BBa B0034 (RBS)

BBa K1694005 (Anti-HER2)

BBa B0030 (RBS)

BBa J61048 (Ter)

Lpp-OmpA-BamHI

ApaLI (2471)

BamHI (498)

EcoRI (3993)

PstI (1964)

XbaI (4008)

SpeI (1954)

Ava I (2977)

Ava I (3869)

NcoI (1277)

NcoI (3244)



Strategy

• Vector: pSB1C3 (2070 bp)  EcoRI + SpeI

• Insert: EcoRI-XbaI-Pcons-RBS-Lpp-OmpA-BamHI-SpeI
amplified by PCR  EcoRI + SpeI
• Template: NCTU #3_BBa_K1694035_pSB1C3 (#3) Pcons-RBS-

Lpp-OmpA-NcoI/pSB1C3

• PCR product size: 531 bp



Primer Design

• Pcons-XbaI-EcoRI-F:
 5’-

AGTACAGAATTCGCGGCCGCTTCTAGAGTTTACAGCTAGCTCAG -
3’

• OmpA-BamHI-SpeI-R:
 5’- AAAGAGACTAGTAGGATCCACGTGTGGCAATTTCCGGGGTGA 

-3’



PCR with KOD-plus

• Date: 2016.08.17

• Lane:
1. Pcons-RBS-LO-BamHI

2. LO-BamHI

3. GFP

4. AOX1

5. AOX2



Ligation

• Date: 2016.08.18

• Lane:
1. pSB1C3: EcoRI + SpeI

2. Pcons-RBS-LO-BamHI: EcoRI + 
SpeI

3. LO-BamHI: EcoRI + SpeI



Colony PCR

• Date: 2016.08.19

• Clone: Pcons-RBS-LO-
BamHI/pSB1C3

• Primer:
1. VF2

2. LO-BamHI-SpeI-R

• Lane: #P1 ~ #P8

• #P6, 7  Plasmid 
extraction  RE check



RE check

• Date: 2016.08.23

• Clone: Pcons-RBS-LO-
BamHI/pSB1C3

• RE: EcoRI + PstI

• Lane: 
1. #L2 (LO-BamHI/pSB1C3)

2. #L3 (LO-BamHI/pSB1C3)

3. #P6

4. #P7

• #P6  Sequencing



Sequencing

• Date: 2016.08.27

• Sequencing primers: VF2

• Clone: Pcons-RBS-LO-BamHI/pSB1C3 #P6

• File: “2016.08.27_Pcons, LO-BamHI_pSB1C3(#P6, #L2)”

• Result: correct  make a stock


