LacZ Genotyping Protocol
(updated August 2021)

This protocol amplifies the lacZ CDS and works for most lacZ reporter mice.
NOTE:  This protocol requires the use of commercially available (i.e. purified) Taq. Previously we used homemade Taq which was contaminated with plasmid containing the lacZ sequence and causes false positive results. Recently we started using 2X PCR Premix (Syd Labs MB067-EQ2G-L) and therefore will optimize/update protocol according to this Premix later.

	Reagent
	Volume/rxn (ul)

	ddH2O
	18.825

	10X PCR Buffer (Takara)
	2.5

	2.5mM dNTPS (Takara)
	1.75

	50 (M LacZ For
	0.1

	50 (M LacZ R
	0.1

	50 (M oIMR7338 For 
	0.05

	50 (M oIMR7339 Rev 
	0.05

	Taq Polymerase (Takara)
	0.125

	Tail DNA
	1.5


PCR Program

1. 94(C for 2 minutes

2. A. 94(C for 20 seconds

B. 60(C for 20 seconds
C. 72(C for 1 minute

D. 40 Cycles A-C


3.   72(C for 2 minutes


4.   Hold at 4(C 

Primer Sequences:

LacZ For (formerly called TeTX For): TAT TGG CTT CAT CCA CCA CA
LacZ Rev (formerly called TeTX Rev):   CGG ATT GAA AAT GGT CTG CT

oIMR7338 For Control (recognizes interleukin-2):   CTA GGC CAC AGA ATT GAA AGA TCT

oIMR7339 Rev Control (recognizes interleukin-2):   GTA GGT GGA AAT TCT AGC ATC ATC C
Expected Products: Transgenic LacZ
Transgenic animals should exibit a 238 bp band.
Expected Products: Internal Control

All animals, transgenic and wild-type, should exhibit the 324 bp band, indicating successful amplification of the tail DNA.

Gel Percentage: 2% Agarose Gel (run at 200 V for 20 mins in 1x SB buffer)
Reference: Jackson Laboratory PCR for LacZ
https://www2.jax.org/protocolsdb/f?p=116:5:0::NO:5:P5_MASTER_PROTOCOL_ID,P5_JRS_CODE:11667,023757
NCBI Genebank file of mouse IL-2 

https://www.ncbi.nlm.nih.gov/nuccore/NC_000069.6?report=genbank&from=37120713&to=37125954&strand=true
