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GSFL Genotyping Protocol

DRD2 (Dopamine receptor D2)

Allele name:  Taq1”A” 

Type of assay:  RFLP
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Key Reference(s)

Grandy et al. 

PCR detection of the Taq1”A” RFLP at the DRD2 locus

Human Molecular Genetics, 1993, Vol 2, No 12; pg 2197

Introduction

This is one of three Taq1 RFLPs commonly genotyped in this gene.  The others are called Taq1”B” and Taq1”D”.  There is also a “CA” repeat polymorphism assay.

Method

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

Primer 1 @ 50(M
(0.2(l
(10.4(l
(500nM

Primer 2 @ 50(M
(     0.2(l
(10.4(l
     500nM

dNTPs @ 2mM
(     2(l
104((l
     200(M

MgCl2 @ 50mM**
(     0.6(l
31((l
(1.5mM

Buffer (10x)
(     2(l
104(l


Template – approx 100ng
(     1(l
(52(l


Polymerase @ 5 units/ul 
(     0.1(l
(5.2(l


MPW
(     13.9(l
(723(l


Total volume 
(20(l
1040(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).

**Not needed if 10x buffer includes 15mM MgCl2, in which case adjust final water volume accordingly.

Polymerase

Works well with most polymerases tried, including Invitrogen Platinum, Roche standard and Eppendorf HotMaster.taq.

Cycling parameters

94/4min x 1; 94/30”; 58/30”; 72/1 min x 30; 72/7min; 20/hold

Primers

Primer name
Sequence

D2T1AF
5’- CACGGCTGGCCAAGTTGTCTA –3’

D2T1AR
5’- CACCTTCCTGAGTGTCATCAA –3’

RFLP analysis

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

10 x Universal Buffer
(     1(l
(52(l
(

Taq1 enzyme 
(     0.5(l
(26(l
      5 u/digest

BSA 100 x
(     0.1(l
0.52(l


MPW
(     8.4(l
(441(l


Total volume 
(10(l
520(l


· Taq1 from NEB@ 10 units per ul 

· Digest in MJ-PTC 200 at 65 degrees for at least 3 hours (with sealing mat on) 

Analysis of Products

Check 5ul of reaction on 1% gel to make sure PCR has worked.  Evaporate the remaining ~15ul of reaction at 40 degrees on MJ-PTC-200 (leave lid off).  Digest dried products as above in original 96-well plate.  Analyse digests on 2% agarose/TBE gel against suitable marker.  Expect a 300bp product for the uncut allele (A1) or 125bp plus 175bp products for the cut allele (A2).  

These alleles are correspondingly scored as “1” or “2”.

Notes

Primer sequences and cycling conditions differ significantly from that of Grundy et al.  
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RESULTS: DRD2 Taq1”A”
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RESULTS: DRD2 Taq1”A”

DEP Plate 2
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RESULTS: DRD2 Taq1”A”
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