protocol for the use of Chloral Hydrate: Franks Lab, NCSU; continued


Chloral Hydrate clearing of arabidopsis tissues - Franks Lab

The chloral hydrate will be used to optically clear parts of the plant, Arabidopsis thaliana.  Typically we clear seeds and seed pods for examination under the light microscope. The protocol for the clearing of the plant tissue is as follows: 

1) Fix plant tissue in a solution of 9 parts ethanol: 1 part acetic acid. Apply vacuum infiltration to allow penetration of fix.  Fix plant organs for approx. 2 hrs at room temperature. 

2) Wash the tissue 2 times with 90% Ethanol for 30 minutes each wash. 

3) Make up a solution of Chloral hydrate in 30% glycerol. To do this, add 2.5 grams of chloral hydrate to 1 ml of 30% glycerol.  The final volume will be greater than 1 ml but this is fine. 

4). Add enough chloral hydrate/glycerol solution to the tissue to cover it in an Eppendorf tube (approx. 500 microliters). Allow tissue to clear for several hours.  Dissect tissue further if necessary under dissection scope. Mount dissected cleared plant parts in chloral hydrate/glycerol solution under a coverslip.  One can seal the slide with finger nail polish (use clear polish). 

Reference for protocol for clearing of Arabidopsis seed pods: 

Berleth, T. Jurgens, G. (1993) The role of monopteros in organizing the basal body region of the Arabidoposis embryo. Development 118, 575-587.
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