Worksheet for tissue processing (up to 12 pieces of tissue)  	    NAME:_________________________ 
Worksheet for tissue processing (up to 12 pieces of tissue)  	    NAME:_________________________ 
Worksheet for En bloc tissue processing		Name: __________________

Up to 6 pieces of tissue can be processed using this protocol.

1. Reagents for osmium fixation. In 50-ml conical tubes, add:
· ddH2O: 25 mL for setup + 20 mL for processing
· Na cacodylate buffer (SCB; 0.2M): 12 ml for setup
· Na cacodylate buffer (0.1M): ~150 ml total for processing

[bookmark: _Hlk536092169]    2.   In labeled scintillation vials, prepare the following (Mix well by shaking after adding each reagent): 

	Reagents
	Reduced Osmium*
	2% OsO4 
	1% UA **

	(add in this order ↓)
	1
	2
	KFeCN
	
	

	ddH2O
	-
	-
	5 ml
	5 ml
	10 ml

	KFeCN
	-
	-
	0.3 g
	-
	-

	0.2M SCB
	3 ml
	3 ml
	-
	-
	-

	4% OsO4
	3 ml
	-
	-
	5 ml
	-

	2% UA
	-
	-
	-
	-
	0.1 g



	*Reduced osmium:  
1. [bookmark: _Hlk535929237]Add 3 ml of KFeCN solution to vial 2.  
2. When ready, pour vials 1 and 2 back and forth to mix well before adding to tissue.  

** 1% UA (aq):
1. Solution may be done the day before to adequately dissolve the UA. Must be kept in dark (wrap in tinfoil).
2. Sonicate 5-10 min and filter before use.  

Description of tissue (e.g., animal ID, vibraslice ID, experiment description, genotype, etc.): 

	













[bookmark: _GoBack]DAY 1 (Date: 	 	 	) 
· Place a piece of absorbent paper on work surface in the fume hood.  Prepare new solid waste bags. 
· [bookmark: _Hlk536085998]Embed vibrasliced tissue in 7-9% agarose, and place them into vials. All steps done on rotator:

· [bookmark: _Hlk536089698]Na cacodylate buffer (0.1M) rinses, 5 min × 5   __   __   __   __   __  
· Reduced osmium, 5 min   __ 
· Na cacodylate buffer (0.1M), 5 min × 3   __   __   __    
· Purified water, 5 min x 3 __   __   __    
· 2% osmium (aq), 30 min __ 
· Purified water, 5 min x 5 __   __   __    __   __
· [bookmark: _Hlk536088216]1% UA, overnight (RT) __

· Lead aspartate (PbA) preparation. 
· Mix 0.16 g of Aspartic Acid (AA) in 40 mL of purified water. Stir > 1 hour on stir plate.
· Adjust pH to 3.8 with 1 M KOH 
· Add 0.26 g PbN to solution
· Adjust pH to 5.5 with KOH
· Store solution in scintillation vials with the caps parafilmed, and place in refrigerator 
· ** heat solution at 60˚C in oven for 30 min and filter before use**

DAY 2 (Date: 	 	 	) 

Epoxy resin (This can be done on Day 1.) 
· Beakers A and B: Mix for ≥15 min with the beakers covered with aluminum foil.   
· Beaker A+B: Mix A and B for 15 min, then add DMP-30, followed by mixing for another 15 min. If preparing the day before, wait until the next day to mix DMP-30.

	 
	
	For Day 2
	 
	For Day 3 
	

	 
	A 
	B 
	A+B 
	A 
	B 
	A+B 

	LX112 
	7.00 g 
	18.00 g 
	- 
	14.00 g 
	36.00 g 
	- 

	DDSA 
	 
	- 
	- 
	 
	- 
	- 

	NMA 
	- 
	 
	- 
	- 
	 
	- 

	A 
	- 
	- 
	13.5 g 
	- 
	- 
	27 g 

	B 
	- 
	- 
	31.5 g 
	- 
	- 
	63 g 

	DMP-30 
	- 
	- 
	0.63 g 
	- 
	- 
	1.26 g 


NOTE: The amounts of DDSA and NMA must be adjusted according to the WPE value indicated on the LX-112 bottle.  Refer to the table in the full protocol and record their amounts in this table.  Also record WPE of LX-112 here: ________ 
 
 
 









In labeled scintillation vials, prepare the following for Ethanol dehydration:

	Reagents
	 
	EtOH 
	 

	 
	50%
	70%
	100%
	100%

	ddH2O
	5 ml
	3 ml
	-
	-

	EtOH
	5 ml
	7 ml
	10 ml
	10 ml




· Steps that are to be done at 50˚C are performed in hybridization incubator (inside hybridization tube) at the lowest rotational speed. All other steps continue to be done on rotator at RT:
· 1 % UA, 120 min at 50˚C   __  
***This is a good time to heat and filter the PbA***
· Purified water, 5 min x 5 at 50˚C   __   __   __   __   __ 
· PbA, 120 min at 50˚C   __    
· Purified water, 5 min x 3 at 50˚C   __   __   __    
· Purified water, 5 min x 3   __   __   __    
· EtOH dehydration, 5 min at 50%, 70%, 100%, and 100%   __   __   __    __   __
· 1:1= EtOH:PO, 10 min   __
· 1:2= EtOH:PO, 10 min   __
· 100 % PO, 2 x 15 min   __
· 1:1= PO:Resin, 60 min  __
· 1:2= PO:Resin, overnight  __


DAY 3 (Date: 	 	 	) 

·  Make fresh resin. See Day 2 chart.
· 100% Resin, 3 x 60 min   __   __   __ 
· Transfer tissue into mold, fill with resin, and place in 60°C oven for 48 hrs.  Current time is: ____:_______.


[image: ]
 	 
· Clean up after yourself. 
· Excess liquid resin: Collect into a disposable beaker along with other resin-contaminated supplies (all vials must be uncapped), then place in 60°C oven for 48 hrs.   
· Solid waste: All vials must be uncapped.  Place all UA-contaminated waste (incl. absorbent paper) in a dedicated bag.  Other solid waste should be placed in a “No UA” waste bag. 
· 12- or 24-well plates with vibraslices: Discard all liquid into “Aldehydes-Caco” waste bottle.  Then place the plates into “No UA” solid waste bag. 
 
DAY 4 (Date: 	 	 	) 
· Continue resin polymerization.  You may check and adjust the positioning of tissue at this point. 

 
DAY 5 (Date: 	 	 	, Time:                        ) 
· Take the resin-embedded tissue blocks out of oven.  Remove the blocks out of the mold immediately and store in the cardboard pill boxes labeled with block identification numbers.   
· Take solidified resin waste into “Solid Resin” waste drum. 
· Examine the blocks under the stereomicroscope and record their images before trimming and cutting. 	
· Scan this note into a pdf file. 
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