Oligos for RFP Gene Constructs





RFP_1_For (58mer)

5’ GCAT    GAATTC CGTCTC   A      GTGG         CA  AAAGAGGAGAAA  CGTACGAC     atggcttcctccgaa3’
   4 
     EcoRI  BsmBI    a     Halfedge1234  nn  RBS 0034        8          15mer of RFP
RFP_1_Rev (36mer)

5’ATGC    CTGCAG     GGTCTC   A      GCAG              GGAGGAGTCCTGGGT 3’
    4           PstI               BsaI        a      Gene1234RC      15mer of RFP reverse
RFP_2_For (36mer)

5’ GCAT  GAATTC  GGTCTC  A    CTGC                   AAGACGGTGAGTTCA 3’
          4       EcoRI       BsaI          a      Gene1234                  15mer of RFP
RFP_2_Rev (75mer)

5’ATGC  CTGCAG   CGTCTC  A    CCAC         ttgacggctagctcagtcctaggtacagtgctagc 
TTGC   TTATTAAGCACCGGT 3’
     4            PstI             BsmBI     a     Halfedge1234RC


J23100
                                      4           15mer of RFP Rev
RFP_Rev A (40mer)

agctcagtcctaggtacagtgctagc
   TTGC    TTATTAAGCACCGGT 3’
               J23100
                                                4           15mer of RFP Rev
RFP_Rev B  (45mer)

5’ATGC  CTGCAG   CGTCTC
  A    CCAC         ttgacggctagctcagtcctaggt

       4           PstI             BsaI     a     Halfedge1234RC                  J23100
1) Build Half Edges

a. Order oligo primers

b. PCR with primers and template gene

c. Digest with RI + PstI and clone into vector

d. Sequence verify

2) Build Edges

a. Choose front half edge and digest with PstI + BsmBI

b. Choose back half edge and digest with BsmBI + EcoRI

c. Heat inactivate PstI and EcoRI

d. Mix front and back half edge digests and ligate

3) Build Graph

a. Choose edges and digest with BsaI, also add Ligase

b. Transform E. coli

4) Observe Colony Phenotypes

RFP

atggcttcctccgaagacgttatcaaagagttcatgcgtttcaaagttcgtatggaaggttccgttaacggtcacgagttcgaaatcgaaggtgaaggtgaaggtcgtccgtacgaaggtacccagaccgctaaactgaaagttaccaaaggtggtccgctgccgttcgcttgggacatcctgtccccgcagttccagtacggttccaaagcttacgttaaacacccggctgacatcccggactacctgaaactgtccttcccggaaggtttcaaatgggaacgtgttatgaacttcgaagacggtggtgttgttaccgttacccaggactcctccctgcaagacggtgagttcatctacaaagttaaactgcgtggtaccaacttcccgtccgacggtccggttatgcagaaaaaaaccatgggttgggaagcttccaccgaacgtatgtacccggaagacggtgctctgaaaggtgaaatcaaaatgcgtctgaaactgaaagacggtggtcactacgacgctgaagttaaaaccacctacatggctaaaaaaccggttcagctgccgggtgcttacaaaaccgacatcaaactggacatcacctcccacaacgaagactacaccatcgttgaacagtacgaacgtgctgaaggtcgtcactccaccggtgcttaataa

�Be sure to use the reverse complement of J23100 (start w/ GCTAGC….)


�Reverse complement again!


�Should this be BsaI or BsmBI? it is labeled as BsaI but the sequence for BsmBI was used.


�Reverse complement again





