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Standard Operating Procedure (SOP) – Genotyping AKA Mice
Dr. Reinhold Penner

Dr. Andrea Fleig

Queen’s Medical Center (QMC)

Queen’s Center for Biomedical Research (QCBR)

1. Purpose
This SOP describes the procedure for genotyping AKA (TRPM7 delta kinase) mice.
2. Scope
This SOP will be used by the research associates that perform animal husbandry. 
3. Definitions

WT = wild-type
HZ = heterozygous
AKASA 20 primer:  AKA WT/HZ  5’- AAA TCT TAG GCT GGT AGA CAG TG - 3’

AKASA 1 primer: AKA WT/HZ  5’- CTT ATC TCT CAA GCCAAT TTA GGA G - 3’

NEO1 primer:  AKA HZ/KO 5’- TGC GAG GCC AGA GGC CAC TTG TGT AGC - 3’

AKASA 5 primer:  AKA HZ/KO 5’- GGT CAG TCA AGT TTT CTC CCA CTC – 3’

n = number of samples
4. Procedure

TAIL SNIP MICE (complete prior to genotyping)

· Tail snip mice pups according to SOP #A4. Place each tail end in a 0.5ml microcentrifuge tube and store in the freezer until ready to do the genotyping.
GENOTYPING (using Extract-N-Amp Tissue PCR Kit from Sigma)

1)  DNA EXTRACTION

· Follow Part A of procedure from kit for fresh or frozen mouse tails.

· Note:  Step 3 incubation can be done at 55(C for 10-20 minutes or more to increase the extraction efficiency.
2)  PCR AMPLIFICATION

· Set up the PCR reactions by preparing 2 Master Mixes (MM): 

· AKA WT
· AKA KO 

Use the table below to calculate the volumes needed.  Add 3 to the total n for the WT positive control, HZ positive control, and negative control. 

	
	AKA WT
	AKA KO

	
	1x
	MM = (n+3)x
	1x
	MM = (n+3)x

	Reagent
	Volume
	Volume
	Volume
	Volume

	Water, PCR grade
	4 (l
	
	4 (l
	

	Extract-N-Amp PCR reaction mix
	10 (l
	
	10 (l
	

	AKASA 20  primer (10 pmole/(l)
	1 (l
	
	---
	

	AKASA 1  primer (10 pmole/(l)
	1 (l
	
	---
	

	NEO1 primer (10 pmole/(l)
	---
	---
	1 (l
	

	AKASA 5 primer (10 pmole/(l)
	---
	---
	1 (l
	

	Tissue extract
	4 (l
	(4 (l )
	4 (l
	(4 (l)

	Total
	20 (l
	((16 (l)
	20 (l
	(( 16 (l)


Add the reagents to a thin-walled PCR microcentrifuge tube or plate, and mix gently.
Thermal Cycling Parameters (Program: MIYOKO – TOUCHDD)
94°C
1 min

94°C
30 sec       



(


65°C
30  sec, decrease 0.5°C per cycle   
(  10 cycles


72°C
1 min




(
94°C
1 min

94°C
30 sec

(


60°C
30  sec

(  30 cycles


72°C
1 min

(


72°C
10 min




4°C
(
VISUALIZE BANDS

Run the entire PCR product on a 0.8-1% agarose gel with gel loading dye and a 1 kb DNA ladder. 

Expected band sizes:

1.4 kb – present in WT-and HZ- type allele
1.5 kb – present in HZ- and KO- type alleles
*Note: -/- KO AKA mice do not survive to birth.
4.1 Locations
Extract-N-Amp Tissue PCR Kit is located in freezer #22.
5. Ordering information

Product 



Vendor
Catalog No.

Extract-N-Amp Tissue PCR Kit
Sigma

XNAT2, XNAT2R
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