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Leaf prep from small amounts of leaves - Franks Lab

9 April 2007

based loosely on:

“Single Embryo RT-PCR Assay to Study Gene expression...”

Zou, Sun and Yang

Wuhan University

Plant Molecular Biology Reporter, vol. 20;  pp19-26;  March 2002

· pick off the leaf material.  For the PHB1d/Phb1d homozygotes with very small radialized leaves I used  about 7-8 leaves - I used more from the triple mutants with ant and seu because these leaves were even smaller.  about 20 leaves. 

· place the leaves on the rough portion of the microscope slide - where it is frosted for labeling

· place 20 microliter drop of Edwards buffer on top of the leaves

· fully crush leaves with a blue pestle pipette tip against the rough frosted portion of the microscope slide. 

· pick up the crushed leaf extract with a P20-pipetman and place into a eppendorf tube.

· rinse the spot on the slide where you crushed the leaves with an additional 20 microliters of Edwards buffer and place this in the tube.

· do this again with another 20 ul of edwards.  this gives you about 60 ul of edwards/extract in the tubes 

· let this 60 microliters of crushed embryo/buffer extract sit for 2 min at RT to ensure lysis

· Spin lysed extract in microfuge for 4 minutes at full speed (14K)

· Transfer supernatant (about 50 microliters) of lysate to new tube. warning the pellet is likely to be loose and so leave a bit of liquid at the bottom to avoid taking the junk in the loose pelett. 

· add 50 microliters of 100% isopropanol and mix.

· Sit at room temperature for 2 minutes

· spin in microfuge for 5 minutes full speed (14K)

· wash DNA pellet two times in 70% ethanol

· spin final wash and remove last bit of ethanol with pipet man.

· allow to air dry for 3 to 5 minutes till pellet is whitish

· resuspend pellet in 20 microliters of ddH2O. 

· use a pipet tip to resuspend.

· store the DNA preps in the -20 freezer. 

· For PCR amplification try using 1-2 microlitters of embryo prep for a 20 microliter reaction.

EDWARDS BUFFER

	final concentration
	reagent
	amount to make 100 ml of solution

	200mM
	Tris-HCl pH 7.5
	20 ml of 1M 

	250 mM
	NaCl
	5 ml of 5M

	25 mM
	EDTA
	5 ml of 0.5 M

	0.5%
	SDS
	5 ml of 10%

	-----
	ddH20
	65 ml

	
	
	


note I pinched plant #37 root and so this plant may not make it for future photos. 

