GSFL Genotyping Protocol

DRD4-120dup (Dopamine D4 Receptor Gene)

Type of assay:   FORMDROPDOWN 

Insert gel photo here. Indicate alleles with numbered arrows.
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Introduction

This assay identify’s a polymorphic tandem duplication of 120bp located 1.2kb upstream of the initiation codon for DRD4.

Method

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

DRD5’120F @ 10uM (Location 14D5)
(     0.4(l
(     20.8(l
(   0.216(M

DRD5’120R @ 10uM (Location 14D6)
(     0.4(l
(     20.8(l
(0.216(M

dNTPs @ 2mM
(     1.85(l
(     96.2(l
(0.2mM

Buffer Roche Mg+ 10x
(     1.85(l
(96.2(l


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


Polymerase Roche Taq 5u/ul
(     0.15(l
(     7.8(l


MPW
(13.35(l
(694.2(l


Total volume 
(     18.5(l
(     520(l


Cycling parameters

95x3’, 30 cycles (94x30”, 58x30”, 72x30”), 72x5”

Primers

Primer name
Sequence

DRD5’120F
5’- GTT GTC TGT CTT TTC TCA TTG TTT–3’

DRD5’120R
5’- GAA GGA GCA GGC ACC GTG AGC–3’

Polymerase

Roche Taq polymerase was used.

Analysis of Products

8ul of PCR product was run on a 1.5% agarose gel.  Bands sizes: 429bp (short allele - nonduplication) and 549bp (long allele - duplication).
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