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Since this protocol requires restriction digest, we recommend using a polymerase with high fidelity. Our lab uses a PCR Pre-Mix by Syd Labs with protocol below modified from manufacturer’s manual. 
	Reagent
	Volume/rxn (ul)

	ddH2O
	8.5

	2x Taq Master Mix (Syd Labs, MB067-EQ2G-L)
	12.5

	50(M D253N For
	0.5

	50(M D253N Rev
	0.5

	Tail DNA
	3


PCR Program:  TBD (SimpliAmp)

1. 95(C for 5 minutes

2. A. 95(C for 30 seconds

B. 60 (C for 30 seconds
C. 72 (C for 30 seconds
D. Repeat 2A-C for 35 cycles


3.   72(C for 5 min


4.   Hold at 4(C 
Primer Sequences

D253N For:  TGT TAG CAT TTT TGA GTC TGT TGG A
D253N Rev:  ACA GTC TGT CAG CTG ACC CT

Gel Percentage: 2% Agarose Gel (run at 150 V for 30 mins in 1x SB buffer)
Expected Products: DNA amplification 

We recommend running the PCR product onto a gel to ensure proper DNA amplification prior to restriction digest. All animals should exhibit a band at 508 bp.

BstBI Restriction Digest:

	Reagent
	Volume/rxn (ul)

	ddH2O
	16.5

	rCutSmart Buffer
	3.0

	MfeI-HF
	0.5

	DNA
	10


Restriction Digest

1. 37(C for 1 hr

2. Hold at 4(C

Gel Percentage: 2% Agarose Gel (run at 150 V for 45 mins in 1x SB buffer)

Expected Products: D253N Mutation

Animals with the D253N missense mutation should exhibit bands at 231 and 277 bp after restriction digest with MfeI. Animals without the mutation should exhibit a band only at 508 bp. Heterozygous animals will have 3 bands at 231, 277, and 508 bp.
Reference: 

Syd Labs PCR Pre-Mix (Cat. No. MB067-EQ2G-L)
https://www.sydlabs.com/pcr-master-mixes-p86.htm

