TMEM106B CRISPR KO Genotyping Protocol
This protocol is for detecting knockout, heterozygous, and wild-type alleles of the TMEM106B 341 bp CRISPR deletion model from Fenghua Hu's lab.
PCR Protocol
	Reagent
	Volume/rxn (ul)

	2X PCR Premix
	10.0

	10(M Primer WT Forward
	  2.0

	10(M Primer WT Reverse
	  2.0

	10(M Primer Common Forward
	  2.0

	10(M Primer Common Reverse
	  2.0

	Tail DNA
	  1.0

	ddH2O
	  5.0

	Total
	20.0


          Reagent: 2X PCR Premix (Green Dye), (Syd Labs, Cat #: MB067-EQ2G-L)

PCR Program 
1. 94(C for 3 minutes

2. A. 94(C for 20 seconds

B. 52 (C for 30 seconds
C. 72 (C for 1 minute
D. Repeat 2A-C for 35 cycles


3.   72(C for 5 minutes

4.   Hold at 4(C 
Primer Sequences

TMEM106B common Forward: TGT CTC TCA GAA AAC CGG CA

TMEM106B common Reverse: ATG CTA CAA CAC GTA CCC CT

TMEM106B WT Forward: TCT GAA TGC TAC AAA TGG TTT CC

TMEM106B WT Reverse: TGT CTG TCG ATG TAA CGC CA

Gel Percentage:  1% Agarose Gel (run at 160 V for 20 mins in 1x TAE buffer)
Expected Products:  TMEM106B common primers can amplify both WT (778 bp) and KO (437 bp) bands. If the WT band is too weak to distinguish the genotypes, use TMEM106B WT primers to confirm it, PCR product size is 244 bp. 
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