DNA PCR

(1) Mutation: G382D
DNA template: Plasmid DNA  (GI:1458227)
Forward primer: THU-MY H-5/ 5-CCAACACTGGACAGTGCCACCT-3'
Reverse primer(WT): THU-MYH-6/ 5-ACAGTCCTGCCAGCAGAG 3
Reverse primer(MT): THU-MYH-7/ 5 -ACAGTCCTGCCAGCAGA T-3'

PCR production size: 204 bp

901 gaacagctct tagcctcagg gagcctgtcg ggcagtcctg acgtggagga gtgtgctccc

961 aacactggac agtgccacct gtgcctgcct ccctcggagc cctgggacca gaccct ggga

1021 gtggtcaact tccccagaaa ggccagccgc aagcccccca gggaggagag ctctgccacc
1081 tgtgttctgg aacagcctgg ggcccttggg gcccaaattc tgctggtgca gaggcccaac
1141 tcagG ctgc tggcaggact gtgggagttc ccgtccgtga cctgggagcc ctcagagcag

(2) Mutation: Y165C
DNA template: Plasmid DNA (GI:1458227)
Forward primer: THU-MYH-1/ 5-CTACTATACCGGATGGATGC-3'
Reverse primer(WT): THU-MY H-2/ 5-CGCCGGCCACGAGAATAGT-3
Reverse primer(MT): THU-MY H-3/ 5-CGCCGGCCACGAGAATAGC-3

PCR production size: 114 bp

361 gtcatgctgc agcagaccca ggttgccact gtgatcaact actataccgg atggatgcag

421 aagtggccta cactgcagga cctggccagt gcttccctgg aggaggtgaa tcaactctgg
481 gctggcctgg gctActattc tcgtggccgg cggctgcagg agggagctcg gaaggtggta




(3)

361
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661

Mutation: V232F

DNA template: Plasmid DNA (GI:1458227)

Forward primer: THU-MYH-1/ 5-CTACTATACCGGATGGATGC-3
Reverse primer(WT): THU-MYH-12/ 5-TCAGCACCAATGGCTCGGAG 3
Reverse primer(MT): THU-MY H-13/ 5-TCAGCACCAATGGCTCGGAA-3'

PCR production size: 315 bp

gt cat gct gc agcagaccca ggttgccact gtgatcaact actataccgg atggatgcag

aagt ggccta cactgcagga cctggccagt gcttccctgg aggaggt gaa tcaactctgg
gctggectgg gectactattc tcgtggccgg cggct gcagg agggagcet cg gaaggt ggta
gaggagct ag ggggccacat gccacgtaca gcagagaccc tgcagcagct cctgcctggce
gt ggggcgect acacagct gg ggccattgec tctatcgect ttggccaggec aaccggtgtg
gt ggat ggca acgtagcacg ggtgctgtgc cgt G ccgag ccattggtgc tgatcccagce

Mutation: R227W

DNA template: Plasmid DNA (GI:1458227)

Forward primer: THU-MYH-1/ 5-CTACTATACCGGATGGATGC-3'

Reverse primer(WT): THU-MY H-10/5-CTCGGACACGGCACAGCACCCG-3
Reverse primer(MT): THU-MY H-11/ 5-cCTCGGACACGGCACAGCACCCA-3

PCR production size: 302 bp

gt cat gct gc agcagaccca ggttgccact gtgatcaact actataccgg atggatgcag

aagt ggccta cactgcagga cctggccagt gcttccctgg aggaggt gaa tcaactctgg
gctggectgg gectactattc tcgtggccgg cggct gcagg agggagcet cg gaaggt ggta
gaggagct ag ggggccacat gccacgtaca gcagagaccc t gcagcagct cctgcctggce
gt ggggcgect acacagct gg ggccattgec tctatcgect ttggccaggec aaccggtgtg
gt ggat ggca acgtagcaCg ggtgctgtgc cgtgtccgag ccattggtgce tgatcccagce

100



(5 Mutation: G382D
DNA template: Genomic DNA (GI:21902513)
Forward primer: THU-MY H-5/ 5-CCAACACTGGACAGTGCCACCT-3'
Reverse primer(WT): THU-MY H-6/ 5 -ACAGTCCTGCCAGCAGAG 3

Reverse primer(MT): THU-MYH-7/5-ACAGTCCTGCCAGCAGA T-3

PCR production size: 308 bp

9301 ctc ccaacact gg
9361 acagtgccac ctgtgcctgc ctccctcgga gccctgggac cagaccctgg gagt ggtcaa

9421 cttccccaga aaggccagcc gcaagccccc cagggaggag agctctgcca cctgtgttect
9481 ggaacagcct ggggcccttg gggcccaaat tctgctggtg cagaggccca actcag
9541

9601 G ct gctggc aggact gt gg

(6) Mutation: Y165C
DNA template: Genomic DNA  (GI:21902513)
Forward primer: THU-MYH-1/ 5-CTACTATACCGGATGGATGC-3'
Reverse primer(WT): THU-MY H-2/ 5-CGCCGGCCACGAGAATAGT-3
Reverse primer(MT): THU-MY H-3/ 5-cGCCGGCCACGAGAATAGC-3
PCR production size: 325 bp

8041 gtcatgctgc agcagaccca ggttgccact gtgatcaact actataccgg atggatgcag
8101

8161

8221 aag tggcctacac tgcaggacct ggccagtgct tccctggagg
8281 tg

8341 aa tcaactctgg gctggcctgg gctActattc

8401 tcgtggccgg cggct gcagg agggagct cg gaag
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(7) Mutation: V232F
DNA template: Genomic DNA  (GI:21902513)

8041
8101
8161
8221
8281
8341
8401
8461
8521
8581
8641
8701
8761

Forward primer: THU-MYH-1/ 5-CTACTATACCGGATGGATGC-3'

Reverse primer(WT): THU-MYH-12/ 5-TCAGCACCAATGGCTCGGAG 3

Reverse primer(MT): THU-MY H-13/ 5-TCAGCACCAATGGCTCGGAA-3'

PCR production size: 695 bp

gt cat gct gc

tg

tcgtggcegg

gct agggggc
gcgct acaca

gc
ccattggtgc

agcagaccca

aag

cggct gcagg

cacat gccac

gct ggggcca

aaccggtgtg

t gat cccagc

ggttgccact

t ggcct acac

aa

agggagct cg

gt acagcaga

ttgcctctat

gt ggat ggca
agcacccttg
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gt gat caact

act at accgg

at ggat gcag

t gcaggacct

t caactctgg

gaag

gaccct gcag

cgcctttgge

acgt agcacg

tttcccagca

ggccagt gct

gct ggcct gg

g
cagctcctgce

cag

ggt gct gt gc
gctctg

t ccct ggagg

gctactattc

t ggt agagga
ctggcgt ggg

cgt G ccgag



(8) Mutation: G382D (Sequencing)
DNA template: Genomic DNA  (GI:21902513)

9301

Forward primer: THU-MY H-5/ 5-CCAACACTGGACAGTGCCACCT-3'

Reverse primer: THU-MYH-8/ 5-cCTTGCTGGGCTACTATTCT-3

PCR production size: 359 bp

9361 acagtgccac ctgtgcctgc ctccctcgga geccct gggac

9421 cttccccaga aaggccagcc gcaagccccc cagggaggag

9481 ggaacagcct ggggcccttg gggcccaaat tctgcetggtg

9541
9601

9661 gagttcccgt ccgtgacctg ggagccctca gagcagcttc

ctc
cagaccct gg
agctctgcca

cagaggccca

G ctgctggce

agcgcaaggc

(9) Mutation: Y165C and V232F (Sequencing)
DNA template: Genomic DNA  (GI:21902513)

8221
8281
8341
8401
8461
8521
8581
8641
8701
8761
8821
8881
8941

ccaacact gg
gagt ggt caa
cctgtgttct

actcag

aggact gt gg
cctgctgcag

Forward primer: THU-MY H-53/ 5 -AAGTGGCCTACACTGCAGGA -3

Reverse primer: THU-MYH-54/ 5-cGCTGTGGGGTACACACTGT -3

PCR production size: 742 bp

tg

tcgtggcegg

gctagggggc
gcgct acaca

gc
ccattggtgc

gggt
agccat ggag

aag

t ggcct acac

t gcaggacct

cggct gcagg

cacat gccac

gct ggggcca

aaccggtgtg

t gat cccagc

ctagcccagce

ct aggggcca

aa

agggagct cg

gt acagcaga

ttgcctctat

gt ggat ggca
agcacccttg

agct ggt gga
cagt gt gt ac

t caactctgg

gaag

gaccct gcag

cgcctttgge

acgt agcacg

tttcccagca

cccagcccgg

cccacagcgc
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ggccagt gct

gct ggcct gg

g
cagctcctgce

cag

ggt gct gt gc
gctctg

ccaggagatt

ccactgtgca

t ccct ggagg

gct Actattc

t ggt agagga

ctggcegtggg

cgt G ccgag

t caaccaagc

gccagt gccc



