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CAPS/SSLP MARKER DESCRIPTION FORM

Franks Lab

Date: July 31,2007

NAME of CAPS/SSLP MARKER - crc-1 dCAPS     (in gene AT1G69180)

Purpose - To identify het and homozygous crc-1 mutants

First PCR:

Purpose: Amplification of CRC Genomic DNA about 714 bp to use as a template for second PCR

oligo1: 5’ AGCAGATGCAGAGCTTTGGT 3’

name = CRCGENF1

oligo2:
 5’ TCTTCTCACCGAATCCCAAG3’

name = CRCGENR1

annealing temp: 
55 deg

extension time at 72 deg.: 1min.

Expected size of amplicon: 714bp

no of cycles – 40

MgCl2 conc.: 1.5 mM

Second PCR:

Note:  use First PCR product as a template DNA for Second PCR.

Use 1ul  of PCR amplified DNA

Oligo1: GCTCCCATCTGCATACAACC

Name: CRC1 CAPS F1

Oligo2: GATGCGTTGGCTCTCATCG

Name : CRC1 CAPS R1

annealing temp: 
53 deg C

extension time at 72 deg.: 10 secs

no of cycles – 40

MgCl2 conc.: 1.5 mM

Expected size of amplicon = 164bp

you may get extra band near 450bp . you may not see it well after digestion with Mw01 

other special conditions:

You need to digest the amplicon with MwoI at 60 degrees C. 

(MwoI from NEB is R0573S $63 for 300 units)

Expected sizes of amplicons after digestion

Wild type band = 150 bp

mutant band  = 164 bp

Optional Oligos for Second PCR

Oligo1: GCTCCCATCTGCATACAACC

Name: CRC1 CAPS    F1

Oligo2:TTGATGCGTTGGCTCTCATCG

Name: CRC1 CAPS  R2

Temp-53 deg

PCR Conditions:

annealing temp: 
54 deg 

extension time at 72 deg:10 secs

Expected size of amplicon: 165bp and extra band near 450bp

no of cycles – 40

MgCl2 conc.: 1.5 mM

other special conditions:

You need to digest the amplicon with MwoI at 60 degrees C. 

(MwoI from NEB is R0573S $63 for 300 units)

Expected sizes of amplicons after digestion

Wild type band = 150 bp

mutant band  = 164 bp

