GSFL Genotyping Protocol

5HT2c (5-hydoxytryptophan receptor 2c)

68 C/G SNP
Type of assay:   FORMDROPDOWN 

Insert gel photo here. Indicate alleles with numbered arrows.
Key Reference(s)

Original assay developed by AM
Introduction

Method

ARMS assay requires two reactions set up in parallel using the common primer (primer 1) and EITHER primer 2 or primer 3 (the allele specific primers).

Reagent
Vols for single PCR*
Vols for 48 PCRs
Final conc.

Primer 1 @ 50uM
(0.2(l
(10(l
(     1(M

Primer 2 @ 50uM

Primer 3 @ 50uM                                                                 
(     0.2(l

     0.2(l
(     10(l

     10(l
(     1(M

(     1(M

dNTPs @ 2mM
(     0.5(l
(     26(l
((     100(M 

MgCl2 @ 50mM
(     0.25(l
(12.5(l
(1.2mM

Buffer (Life Technologies standard PCR 10x)
(     1(l
(     52(l


Template – approx 100ng
(0.5(l
(     26(l


Polymerase (Platinum Taq 5 units/ul)
(0.05(l
(     2.6(l


MPW
(     7.1(l
(381(l


Total volume 
(     10(l
(520(l


*Theoretical - for multiplying up to required batch size.  For one or a few reactions, use more dilute oligo stocks and a larger PCR reaction volume (e.g. 25 (l).

Cycling parameters

94x4’

30 cycles of 94x30”/62x30”/72x30”

72x7’

Primers

Insert sequences of each primer in table

Primer name
Sequence

5HT2c(com)        16E3
5’ata tca gca atg gct agg gac att aag aag 3’

5HT2c(68G)        16E2
5’gca cct aat tgg cct att ggt ttg gca acg 3’

5HT2c(68C)        16E1
5’gca cct aat tgg cct att ggt ttg gca acc 3’ 

Polymerase

Did not work with Roche standard Taq or Dave Mackie’s homemade Taq.  I haven’t tried other brands of Taq.

Analysis of Products

1.5% agarose/TBE gel run at 100 volts.  Since the assay is a presence or absence of band, markers are not routinely needed to asses the 321bp product.  Since this is an ARMS assay, two PCRs are set up for each sample and run side by side.  The “C” reaction is run in the first lane and the “G” reaction in the second lane.  Alleles are scored as C or G.  The C allele is reported as “1” and the G allele as “2”.

Notes

This assay was originally attempted using an RFLP assay and primers obtained from Robin Old’s lab.  Difficulties with digestion going to completion led to the development of this very robust assay.

For future work with this SNP I would suggest the development of an internal control PCR reaction to ensure that blank lanes are truly homozygotes rather than failed reactions.

5HT2c ARMS assay

5HT2c ARMS primers

tttcgtcttc tcaattttaa actttggttg cttaagactg aagcaatcat ggtgaacctg

                            5HT2c(68C)  5’g cacctaattg gcctattggt
                            5HT2c(68G)  5’g cacctaattg gcctattggt 

aggaatgcgg tgcattcatt cctnnnnntt tttcagtgtg cacctaattg gcctattggt
ttggcaacc 3’

ttggcaacg 3’
ttggcaatgt gatatttctg tgagcccagt agcagctata gtaactgaca ttttcaatac

ctccgatggt ggacgcttca aattcccaga cggggtacaa aactggccag cactttcaat

cgtcatcata ataatcatga caataggtgg caacatcctt gtgatcatgg cagtaagcat

                   5HT2c(com)  3’gaagaattac agggatcggt aacgactata 5’

ggaaaagaaa ctgcacaatg ccaccaatta cttcttaatg tccctagcca ttgctgatat
gctagtggga ctacttgtca tgcccctgtc tctcctggca atcctttatg gtaactacan

5HT2c(68C)  5’gca cct aat tgg cct att ggt ttg gca acc 3’

5HT2c(68G)  5’gca cct aat tgg cct att ggt ttg gca acg 3’

5HT2c(com)  5’ata tca gca atg gct agg gac att aag aag 3’

To give a 321bp product
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