Primer type

Primer form

Primer List for N-terminus tagged template

Primer name

|Vector/tag type|

Primer sequence (5'-3")

<1st PCR>

Forward primer

Gene specific 1st Fw primer

1st-gene-specific-NF

5'side 18 mer, starts from CCAGCAGGGAGGTACT+

Reverse primer

Gene specific 1st Rv primer

1st-gene-specific-NR

CCTTATGGCCGGATCCAAGAGCTCTTTTTTTTTTITTA+3'side 18 mer excluding Stop codon.

<2nd PCR>

Two primers are used as Forward Primer, 2nd-NF2 and and one of 2nd protein tag(xxx)-NF1, where xxx is FLAG,His,HA,MYC or BAP.

2nd-STE-NCR2 and 2nd-STE-NR1 are used as Reverse Primer

Forward primer

Reverse primer

Universal 2nd Fw primer 2nd-T7-NF2 CCCGCGAAATTAATACGACTCACTATAG
ordNFL Nodta CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTITCAACTICCTATTCTCCAG
g CAGGGAGGTACT

2nd-protein tag(FLAGKNFL |FLAG-ta CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTITCAACTICCTATTATGGAC
P 9 9 TACAAGGATGACGATGACAAGCTCCAGCAGGGAGGTACT

2nd-protein tag(His)-NFL s ta CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTITCAACTICCTATTATG CATC
P 9 9 ATCATCATCATCATCTCCAGCAGGGAGGTACT

Universal 2nd Fw primer-tag

2c-protein tag(HALNFL A ta CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTITCAACTICCTATTATGTATC
P 9 9 CTTATGACGTGCCTGACTATGCCAGCCTGGGAGGACCTCTCCAGCAGGGAGGTACT

2nd-protein tag(MYCKNFL |MYC-ta CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTITCAACTTICCTATTATGGAA
P 9 9 CAAAAGCTAATCTCCGAGGAAGACTTIGCTCCAGCAGGGAGGTACT

2nd-protein tag(BAPYNFL  |Biotin-ta CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTITCAACTICCTATTATGGGC
P 9 9 CTGAACGACATCTTCGAGGCCCAGAAGATCGAGTGGCACGAACTCCAGCAGGGAGGTACT

. . 2nd-STE-NCR2 GGCCCCCCCTCGAAGG
Universal 2nd Rv primer
2nd-STE-NR1 CCCTCGAAGGATCAGGCCCTTATGGCCGGATCCAA
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Primer type

Primer form

Primer List for C-terminus tagged template

Primer name

|Vector/tag type|

Primer sequence (5'-3")

<1st PCR>

Forward primer

Gene specific 1st Fw primer

1st-gene-specific-CF

5'side 18 mer, starts from,CACAAAACATTTCCCTACATACAACTTITCAACTTCCTATT+

Reverse primer

Gene specific 1st Rv primer

1st-gene-specific-CR

AGTACCTCCCTGCTGGAGACC+3'side 18 mer excluding Stop codon.

<2nd PCR>

Two reverse primers are used,2nd-STE-NCR2 and one of 2nd-protein tag(xxx)-CR1, where xxx is FLAG,His,MYC,HA or BAP

Forward primer

Universal 2nd Fw primer

Reverse primer

2nd Rv primer

2nd Rv primer-tag

2nd-T7-CF CCCGCGAAATTAATACGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATITCC
2nd-STE-NCR2 GGCCCCCCCICGAAGG
. CCCTCGAAGGATCAGGCCCTTATGGCCGGATCCAAGAGCTCTTTITTTITTTTTACTIGTCATCGTCATCCTTGTAGT
2nd-protein tag(FLAG)-CR1 |FLAG-tag CAGTACCTICCCIGCTGG
and-protein tag(His-CRL  |Hista CCCTCGAAGGATCAGGCCCTTATGGCCGGATCCAAGAGCTCTITTITTITTTTAATGATGATGATGATGATGAGTAC
P 9 9 CTCCCIGCTGG
. CCCTCGAAGGATCAGGCCCTTATGGCCGGATCCAAGAGCTCTITITTTTTITTACAAGTCTICCTCGGAGATTAGC
2nd-protein tag(MYC)-CR1 |MYC-tag TITTGTTCAGTACCTCCCTIGCTGG
and-protein tagHANCRL  |HA-ta CCCTCGAAGGATCAGGCCCTTATGGCCGGATCCAAGAGCTCTITITTITTITTAAG GTCCTCCCAGGCTGGCATA
P 9 9 GTCAGGCACGTCATAAGGATAAGTACCTCCCTGCTGG
2nd-protein tag(BAP)-CRL _|Biotin-ia CCCTCGAAGGATCAGGCCCITATGGCCGGATCCAAGAGCTCTITTTTTITITTATTCGTGCCACTCGATCTICTGG
P 9 9 GCCTCGAAGATGTCGTTCAGGCCAGTACCTCCCTIGCTIGG

HWT7 Promoter, HMTag, MLinker,
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