Electronic Supplementary Material (ESI) for RSC Advances.
This journal is © The Royal Society of Chemistry 2024

Cloning and expression of a recombinant form of
the Cov-2 N Protein in E.Coli

1- RT-PCR with N-specific primers
Used primers
NF1 5' cagGGATCCGatgtctgataatggaccccaaa 3' BamHlI, for periplasmic expression

NR1 5' ctcGTCGACggcttgagttgagtcagcactgec 3'  Sall site

Digestion of the vector pET26 with BamH1 Xhol
Digestion of the Insert with BamH1 Sall
Ligation (Xhol and Sall are compatible)

ATGAAATACCTGCTGCCGACCGCTGCTGCTGGTCTGCTGCTCCTCGCTGCCCAGCCGGCGATGGCC
ATGGATATCGGAATTAATTCGGATCCGatgtctgataatggaccccaaaatcagecga

28321 aatgcaccccgcattacgtttggtggaccctcagattcaactggcagtaaccagaatgga
28381 gaacgcagtggggcgcgatcaaaacaacgtcggccccaaggtttacccaataatactgeg
28441 tcttggttcaccgctctcactcaacatggcaaggaagaccttaaattccctcgaggacaa
28501 ggcgttccaattaacaccaatagcagtccagatgaccaaattggctactaccgaagagct
28561 accagacgaattcgtggtggtgacggtaaaatgaaagatctcagtccaagatggtattte
28621 tactacctaggaactgggccagaagctggacttcecctatggtgctaacaaagacggcatc
28681 atatgggttgcaactgagggagccttgaatacaccaaaagatcacattggcacccgcaat
28741 cctgctaacaatgctgcaatcgtgctacaacttcctcaaggaacaacattgccaaaagge
28801 ttctacgcagaagggagcagaggcggcagtcaagcctcttctcecgttcecctcatcacgtagt
28861 cgcaacagttcaagaaattcaactccaggcagcagtaggggaacttctcctgctagaatg
28921 gctggcaatggcggtgatgctgctcttgctttgectgetgecttgacagattgaaccagett
28981 gagagcaaaatgtctggtaaaggccaacaacaacaaggccaaactgtcactaagaaatct
29041 gctgctgaggcttctaagaagcctcggcaaaaacgtactgccactaaagcatacaatgta
29101 acacaagctttcggcagacgtggtccagaacaaacccaaggaaattttggggaccaggaa
29161 ctaatcagacaaggaactgattacaaacattggccgcaaattgcacaatttgcccccage
29221 gcttcagcgttcttcggaatgtcgegecattggcatggaagtcacaccttegggaacgtgg
29281 ttgacctacacaggtgccatcaaattggatgacaaagatccaaatttcaaagatcaagtc
29341 attttgctgaataagcatattgacgcatacaaaacattcccaccaacagagcctaaaaag
29401 gacaaaaagaagaaggctgatgaaactcaagccttaccgcagagacagaagaaacagcaa
29461 actgtgactcttcttcctgctgcagatttggatgatttctccaaacaattgcaacaatce
29521 atgagcagtgctgactcaactcaagccGTCGAGCACCACCACCACCACCACTGA

Translate

Peptide signal PelB

MKYLLPTAAAGLLLLAAQPAMAMDIGINSDPMSDNGPONQRNAPRITFGGPSDSTGSNONGERSGARSKQRRP
QGLPNNTASWFTALTQHGKEDLKFPRGQGVPINTNSSPDDQIGYYRRATRRIRGGDGKMKDLSPRWYFYYLGTGP
EAGLPYGANKDGIIWVATEGALNTPKDHIGTRNPANNAAIVLQLPQGTTLPKGFYAEGSRGGSQASSRSSSRSRNSS
RNSTPGSSRGTSPARMAGNGGDAALALLLLDRLNQLESKMSGKGQQQQGQTVTKKSAAEASKKPRQKRTATKAY
NVTQAFGRRGPEQTQGNFGDQELIRQGTDYKHWPQIAQFAPSASAFFGMSRIGMEVTPSGTWLTYTGAIKLDDK
DPNFKDQVILLNKHIDAYKTFPPTEPKKDKKKKADETQALPQRQKKQQTVTLLPAADLDDFSKQLQQSMSSADSTQ
AVEHHHHHH




N protein as expressed in periplasmic area

Theoretical pl/Mw (average) for the user-entered
sequence:
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Theoretical Mw: 47619.83 Da
Theoretical pl: 9.95

Purification of the recombinant N protein from the periplasmic space of BL21 on a
Nickel Sepharose column
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Purification of recombinant N on a Sepharose G50 column
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Analysis of the protein on SDS-PAGE gel
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