TMEM106btm2d Genotyping Protocol

(updated August 2021)
This protocol is for detecting knockout and heterozygous TMEM106B alleles following Cre deletion of exon 4 and Flp deletion of lacZ-neo from the original KOMP knock-out first promoterless tm2a targeting.  

PCR Reaction:   
	Reagent
	Volume (ul)

	ddH2O
	6.25

	2X PCR PreMix 
(Syd Labs MB067-EQ2G-L)
	10

	50(M Primer #58
	0.25

	50(M Primer #59
	0.25

	50(M Primer #60
	0.25

	Tail DNA
	3


PCR Program:  TMEM KO (SimpliAmp)

1. 95(C for 5 minutes

2. A. 94(C for 30 seconds

B. 65(C for 30 sec

C. 72(C for 45 sec
D. Repeat 2A-C for 40 cycles


3.   72(C for 5 min


4.   Hold at 4(C 
Primer Sequences

Primer 58 (recognizes intron 3 upstream of first FRT site): TTC TCT CCA TGT GCT GCA TTA T
Primer 59 (recognizes sequence just before exon 4 but inside the loxP sites; deleted by Cre): 







GAA TAC TTC TCT CCT TAG CCC TTT AG
Primer 60 (recognizes part of loxP site downstream of exon 4): GCG AGC TCA GAC CAT AAC TT

Gel Percentage: 2% Agarose Gel (run at 200V for 20 minutes in 1x SB buffer)
Expected Products:  Animals that are homozygous for TMEM106btm2d/tm2d will exhibit a band at 304 bp.  Wild-type animals will exhibit a band at 496 bp, while heterozygous TMEM106btm2d/WT will have bands at 304 bp and 496 bp. 
