mCherry Genotyping Protocol with TSH control
(July 2021)

Note: This protocol works for detecting mCherry in LSL-R26-hM3Dq and LSL-R26-hM4Di mice. 
	Reagent
	Volume/rxn (ul)

	ddH2O
	6.4

	50 (M TSH (Forward)
	0.1

	50 (M TSH (Reverse)
	0.1

	50 (M mCherry (Forward)
	0.2

	50 (M mCherry (Reverse)
	0.2

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

	Tail DNA
	3


PCR Program:  mCherry (ABI SimpliAmp)
1. 94( C for 2 min

2. A.  94(C for 30 sec

B.  55(C for 30 sec

C.  72(C for 30 sec
D.  35 cycles A-C


3.
72(C for 5 min


4.
Hold at 4(C 

Primer Sequences:
TSH (thyroid stimulating hormone) Forward:
  GTA ACT CAC TCA TGC AAA GT

TSH Reverse: 
TCC TCA AAG ATG CTC ATT AG

mCherry Forward:
GAC GGC GAG TTC ATC TAC AA
mCherry Reverse:
GGA GGT GAT GTC CAA CTT GAT
Gel Percentage: 2% Agarose gel including 10 uL of 10 mg/mL ethidium bromide (30 min at 200 V in 1X SB)

Ladder: TrackItTM 100 bp Ladder (Invitrogen, Catalog number: 10488058)
Expected Products: Transgenic animals should exhibit a 267 bp band.  All animals, transgenic and wild-type, should exhibit a 384 bp band for TSH internal control.
