University of Pretoria etd — Coetzee, L (2006)

Appendices

Appendix A:

Codon Preferance tables (www.kazusa.or.jp/codon)

E.coli K12 strain codon preference table (1608122 codons)
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Plasmodium falciparum 3D7 strain codon preferance table (2776356 codons)

Phe UUU
uuc
Leu UUR
uuG
cuu
cuc
Cua
CuG
Ile AUU
AUC
AUA
Met AUG
Val GUU
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GUA
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Appendix B: PGEM T Easy Vector map
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Position of the A-T cloning site is indicated in the multiple cloning cassette within the lacZ gene.
The T7- and SP6 promoter regions indicate vector primer positions respectively. The ampicillin
resistance gene (Amp') is also indicated.

Appendix C: pMOSBIue vector map
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Cloning takes place at the linearised EcoRV site, which is also dephosphorylated.
Phosphorylation of the insert during the pk reaction facilitates blunt ended cloning in the
subsequent step. The vector also confers ampicillin resistance to identify transformed cells.
Inactivation of the lacZ gene by the cloned insert also results in a white phenotype of
recombinant clones. The plasmid furthermore contains lacZ AMI15 and thus tetracycline
resistance is observed in recombinant strains. This eliminates false white colonies that have lost
the plasmid.
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Appendix D: List of oligonucleotide sequences

Oligonucleotide Sequence (5’ to 3’ direction)
name

Fwdl CGCGGACATATGGAGAAGAACCAGAACGATAAAAGCAACAAAAACGATATTATTCACATGAACGATAAAAGC
Fwd2 AACAACTTTATTGATAAGAACGATGAACATGATATGAGCGATATTCTGCATAAAATTAATAATGAGGAGAAGAAA
Fwd3 TGCCTGGAACTGCTGTATAAAACCCATGCGCTGAAACTGGGCCTGGATAACCCGAAGAAGCTGAACGAAAG

Fwd4 CCATCCATATTGCTGGCACCAACGGCAAAGGCAGCGTGTGCTATAAAATTTATACCTGCCTGAAGATCAA

Fwd5s AGCCCGCATATTTTTAGCCTGCGCGAACGCATTATTGTGAACGATGAACCGATTAGCGAAAAAGAACTGATTC
Fwdé CAAAGCGAAGAAGCTGTATATTAACCCGAGCTTTTTTGAAATTATTACCCTGGTGGCGTTTCTGCATTTTTTAAAC
Fwd7 CGATTATTGAAACCGGCATTGGCGGCCGCCTGGATGCCACCAACATTCTGACCAAACCGGAAGTGATTGTGATTAC
Fwd8 CGATAACCTGCCGATTATTTGCAACGAAAAAATTGGCATTTTTAAAAAAGATGCGAACGTGGTGATTG

Fwds TGATAAAGCGAAAGAGCTCAACTGCACCATTCATACCGTTGTGCCGGAACCGCGCGGCGAACGCTATAACGAAGAA
Fwdl0 CTGCGCACCCTGGAAATTCTGAACATTAGCATTGATTATTTTCTGAAAAGCATTATTCCGATTAAACCGCCGCT
Fwdll GATTCAGCATATTAAGAAGAAGTTCAGCCCAGACAACCTGGAACATAACGTGCAGTATCCGCTGGCGGTGATTC
Fwdl2 TGATCGCCTGTGCACCGATATCAACTATTTTCATAAAGGCCAGAACATTCGCATTTGCATTAGCATTAC

Fwdl3 CATCCGTTTATTGCGCAGTTTGGCGATACCCTGAAAGATATTTTTTATCTGCCGAGCCTGAACGAACGCACCTA
Fwdl4 TGAACAACGAAGAAGAAATTAAAAACGAAATTAAAGAACTGATTCTGAGCAGCAGCAAAAAAGTGGGCAA

Fwdls ATTAACGAAGAAGATGCGCTGAAACTGTATAAACGCGGCTGCATTCCGCTGATTATTAAAAACGCGTTTCTG
Fwdlé GCTGGTTTGTGGTACCTTCTTCGTGTTTGATGAAGTGCTGAACGTGTTTGATATTCATAGCGATATGCAGGA
Revl GTTCATCGTTCTTATCAATAAAGTTGTTAATGTTGTTTTTATCATAGTTGCCGCTTTTATCGTTCATGTGAATAAT
Rev2 GTTTTATACAGCAGTTCCAGGCATTCGCTATAGCTTTTAATTTCTTCATATTTCTTCTCCTCATTATTAATTTTAT
Rev3 TGGTGCCAGCAATATGGATGGTTTTATATTTATCGCACGGATGGCCAAAGCTTTCGTTCAGCTTCTTCGGGT
Rev4 CAGGCTAAAAATATGCGGGCTGCTAAACAGTCCCACTTTAAATTTTTTGATCTTCAGGCAGGTATAAATTT

Rev5 GTTAATATACAGCTTCTTCGCTTTGTTCAGCACTTCGTTCACCAGATGAATCAGTTCTTTTTCGCTAATCG
Reveé CCAATGCCGGTTTCAATAATCGCATAATCCACTTTTTTGTTTAAAAAATGCAGAAACGCCAC
Rev7 GCAAATAATCGGCAGGTTATCGCCCAGAATGTTCAGATGATCATAGCCAATGCTGGTAATCACAATCACTTCC
Rev8 GAGCTCTTTCGCTTTATCAAACACGTTTTTATAAATCGCCACGCTCGGGCCAATCACCACGTTCGCATCT
Rev9 TAATGTTCAGAATTTCCAGGGTGCGCAGCGCAATGCGGCTGTTTTCTTCGTTATAGCGTTCG
Revl0 GAACTTCTTCTTAATATGCTGAATCTGTTCGGTCGCCAGATACTGAATGCGCAGCGGCGGTTTAATCGGAAT
Revll TATCGGTGCACAGGCGATCAATCGCGGTTTCGTTATGGCCCACATCCAGAATCACCGCCAGCGGATAC
Revl12 CAAACTGCGCAATAAACGGATGAAACACGCTCAGGTTGCGCGGTTTGGTAATGCTAATGCAAATGCGAATG
Revl3 CGTTTTTAATTTCTTCTTCGTTGTTCAGCATTTCCACAATTTCTTCAAAATCATAGGTGCGTTCGTTCAGGCT
Revl14 TTCAGCGCATCTTCTTCGTTAATGTTGCCCTGTTTTTCATGCGCCAGCCATTTGCCCACTTTTTTGCTGCTG
Revl5 AGAAGGTACCACAAACCAGCAGAATGCTGTTATCTTTGCAACACTCCAGAAACGCGTTTTTAATAATCAGC
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Oligonucleotide Sequence (5’ to 3’ direction)
name
Revlé6a CCGGATCCTTACACCAGGCTCGGTTCGTTCATAAAAATGGTATCCTGCATATCGCTATGAATATCA
Revleb CTCGGATAATGTTTCACCAGGCTCGGTTCGTTCATAAAAATGGTATCCTGCATATCGCTATGAATATCA
dhfs2f1l AATTTAAAGTGGGACTGTTTAGCAGCCCGCATATTTTTAGCCTGCGCGA
dhfs2ril TGCCTAATCGGTTCATCGTTAACAATAATGGCTTCGCGCAGGCTAAAAATATGC
dhfs2f2 AACGATGAACCGATTAGCGAAAAAGAACTGATTCATCTGGTGAACCGAAGTGCTG
dhfs2r2 AGCTCGGGTTAATATACAGCTTCTTCGCTTTGTTCAGCACTTCGTTCACCAGAT
dhfs2f3 GCTGTATATTAACCCGAGCTTTTTTGAAATTATTACCCTGGTGGCGTTTCTGCA
dhfs2r3 AATAATCGCATAATCGACTTTTTTGTTTAAAAAATGCAGAAACGCCACCAGGGT
dhfs2f4 CAAAAAAGTCGATTATGCGATTATTGAAACCGGCATTGGCGGCCECCTGGATGCCA
dhfs2r4 GTAATCACAATCACTTCCGGTTTGGTCAGAATGTTGGTGGCATCCAGGCGGCCG
dhfs2f5 CCGGAAGTGATTGTGATTACCAGCATTGGCTATGATCATCTGAACATTCTGGGC
dhfs2rs GTTGCAAATAATCGGCAGGTTATCGCCCAGAATGTTCAGATGAT
dhfs3fl TGCGCACCCTGGAAATTCTGAACATTAGCATTGATTATTTTCTGAAAAGCATTATTCC
dhfs3ril GGTCGCCAGATACTGAATGCGCAGCGGCGETTTAATCGGAATAATGCTTTTCAGAARA
dhfs3f2 GCGCATTCAGTATCTGGCGACCGAACAGATTCAGCATATTAAGAAGAAGTTCAGCCCA
dhfs3r2 CACCGCCAGCGGATACTGCACGTTATGTTCCAGGTTGTCTGGGCTGAACTTCTTCTTAA
Sequencing Sequence (5’ to 3’ direction)
primer

Ul9 AGGGTTTTCTCAGTCACGA

T7 promoter TAATACGACTCACTATAGGG

Sp6 promoter ATTTAGGTGACACTATA
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C-terminal Strep-tagged expression: pASK-IBA3 vector (www.iba-

go.com)
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Appendix E: vector systems used for recombinant expression
* N-terminal Hiss-tagged expression: pET15b vector

(wWww.novagen.com)
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e C-terminal Hiss-tagged expression: pET22b vector
(www.novagen.com)
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