tTA-2 Genotyping Protocol

(Adapted from Mayford lab protocol, updated July 2021)

NOTE:  This protocol amplifies the modified tTA-2 sequence found in the Nop-tTA transgenic line (aka, EC-tTA) which is different than the sequence used in earlier lines such as CaMKII(-tTA line and requires distinct primers for amplification.
	Reagent
	Volume/rxn (ul)

	ddH2O
	7.25

	50(M TSH Forward
	0.075  

	50(M TSH Reverse
	0.075

	50(M tTA Forward
	0.3

	50(M tTA Reverse
	0.3

	Syd Labs 2x Taq Mix
(MB067-EQ2G)
	10

	Tail DNA
	2


PCR Program:  Nop-tTA (ABI SimpliAmp)
1. 94(C for 5 minutes

2. A. 94(C for 30 seconds

B. 53.7 (C for 30 seconds
C. 72(C for 30 seconds
D. Repeat 2A-C for 40 cycles


3.   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
tTA Forward:

ACC GAG AAG CAG TAC GAG A
tTA  Reverse:             ACT CGC ACT TCA GCT GCT T
Gel Percentage: 2% Agarose Gel (run at 175 V for 40 min in 1x SB buffer)
Expected Products:  Animals containing tTA-2 should exhibit a 240 bp band.  All animals should exhibit a 384 bp band for the internal control.
