APP Genotyping Protocol with MAPT control
(July 2021)
This protocol can only be used to genotype APP transgenic lines made using the Prp-XhoI transgene vector from Dave Borchelt (ie, tetO-APP102 and APP/PS1).  The reverse primer recognizes Prnp exon 3 contained in the Prp-XhoI backbone, and will not work with other APP lines made using different promoters/transgenic vectors.  
	Reagent
	Volume/rxn (uL)

	ddH2O
	6.5

	50 (M APP Forward
	0.2   

	50 (M APP Reverse
	0.1

	50 (M MAPT Forward (IMR 3092)
	0.1

	50 (M MAPT Reverse (IMR 3093)
	0.1

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

	Tail DNA
	3


PCR Program: ABI SimpliAmp (Touchdown):
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:

APP Forward (binds APP cds):  CCG AGA TCT CTG AAG TGA AGA TGG ATG

APP Reverse (binds Prnp exon 3 in transgenic vector):  CCA AGC CTA GAC CAC GAG AAT GC


MAPT Forward (IMR 3092):  
CTC AGC ATC CCA CCT GTA AC

MAPT Reverse (IMR 3093):  
CCA GTT GTG TAT GTC CAC CC
Gel Percentage: 2% Agarose gel including 10 uL of 10 mg/mL ethidium bromide (30 min at 175 V in 1X SB)
Ladder: TrackItTM 100 bp Ladder (Invitrogen, Catalog number: 10488058) 

Expected Products:  Transgenic animals should produce one band from the APP product at approximately 400 bp.  All animals, transgenic and wild-type, should exhibit the 187 bp band for the internal MAPT control, indicating successful amplification of the tail or toe DNA.
