GFP and eYFP Genotyping Protocol with Myogenin control

(July 2021)

This protocol can be used to genotype any line carrying GFP or eYFP sequences (ie, TRE-GlyCl, Ai3). These primers bind sequences that are identical in GFP and YFP, and which are contained entirely within the XFP cds (our former GFP protocol used a forward primer in XFP and a reverse in WPRE).
	Reagent
	Volume/rxn (uL)

	ddH2O
	6.7

	50 (M GFP RC
	0.05

	50 (M Ai3 RC
	0.05

	50 (M Myogenin Sense
	0.1

	50 (M Myogenin Antisense
	0.1

	2x PCR PreMix (Green Dye) (Syd Labs, MB067-EQ2G-L)
	10

	Tail DNA
	3


PCR Program:  Touchdown (ABI SimpliAmp)

1. 94(C for 1 minute

2. A. 94(C for 15 seconds

B. 65 (C for 15 seconds

C. 68 (C for 30 seconds

D. Repeat 2A-C for 10 cycles

3. A. 94(C for 15 seconds

B. 60(C for 15 seconds

C. 72 (C for 30 seconds 

D. Repeat 3A-C for 28 cycles


4.   72(C for 7 minutes

5.   Hold at 10(C

Primer Sequences:

GFP Forward:   
CGC ACC ATC TTC TTC AAG GA
GFP Reverse:   
GAA CTC CAG CAG GAC CAT GT
Myogenin Sense:   
TTA CGT CCA TCG TGG ACA GC

Myogenin Antisense:  TGG GCT GGG TGT TAG CCT TA
Gel Percentage: 2% Agarose gel including 10 ul of 10 mg/ml ethidium bromide (35 min at 200 V in 1X SB)

Ladder: TrackItTM 100 bp Ladder (Invitrogen, Catalog number: 10488058)
Expected Products: Animals transgenic for YFP or GFP should produce one band from the transgene at approximately 384 bp.  All animals, transgenic and wild-type, should exhibit the 246 bp band for the internal myogenin control, indicating successful amplification of the tail or toe DNA.

