04-S6’F nAChR subunit gain-of-function mutation
from Dr John Drago

Mixed background
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04S6’F PCR Protocol
Volume of Reagent Reagent
13.75 uL Molecular Grade Water
2.5 uL 10X PCR Buffer
2.5 uL MgCl, (25mM)
2.5 uL DMSO (100X)
1.0 uL dNTP Mix (10mM each dNTP)
0.75 uL S6’F UP (10 uM)
0.75 uL S6’F Down (10 uM)
0.25 L Amplitaq Gold Polymerase
2.0 uL Genomic DNA
25.0 pL Total Volume (Bufter, MgCl, and Polymerase from PE
Biosystems)
Thermal Cycler Program Updated: 11/2/07
94° 10 minutes
94° 30 seconds
65° 30 seconds }-20/2 cycles/ to 57°
72° 1 minute
94° 30 seconds
55° 30 seconds } 21 cycles
72° 1 minute
72° 7 minutes
4° Hold
a4S6’F Bands Primer Sequences
+/+ 200bp S6’F UP Primer: 5’-GAGGGTACATAGTGTAGTCT-3’
+/- 200bp and 240bp S6’F Down Primer: 3’-AAACAGCCTGAACACTTCAA-3’

/- 240bp




