PCR primers for TOPO cloning of Sirt3(118-399) into pET151/D-TOPO

a) Forward primer:

Start of Sirt3(118-399):                         

5’ -                   AGT GAC AAG GGG AAG CTT TCC CTG CAG GAT………… - 3’ 


Fwd Primer with CACC (for TOPO cloning):

5’- CACC AGT GAC AAG GGG AAG CTT TCC – 3’


Analysis using OligoAnalyzer 3.1 (IDT):
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Hairpin structures: All structures Tm below oligo Tm

[image: ]

b) Reverse primer:

End of Sirt3(118-399):

5’ - ……………….. GGG AAG CTT GAT GGA CCA GAC AAA TAG – 3’

3’ - ……………….. CCC TTC GAA CTA CCT GGT CTG TTT ATC – 5’


Rev Primer (for TOPO cloning):
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5’ – CTA TTT GTC TGG TCC ATC AAG CTT – 3’


Analysis using OligoAnalyzer 3.1 (IDT):
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Hairpin structures: All structures Tm below oligo Tm[image: ]
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RESULTS

SEQUENCE
CCOMPLEMENT

LENGTH

GC CONTENT

MELT TEMP

MOLECULAR WEIGHT
EXTINCTION COEFFICIENT
nMole/OD gy

Hg/ODzso:

5-CTATTT GTC TGG TCC ATC AAG CTT -3'
5- AAG CTT GAT GGA CCA GAC AAA TAG -3'
2

77%
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7284.8 g/mole
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Structure Name  Image Tm (°C) AH(kcal.mole™) As(cal.k"'mol
1 083 152 244 8462
2 = 147 24 145 -53.56
3 £ 166 54 141 -52.85
4 g 167 -6.9 -13.9 -52.21
5 182 173 El -42.99





