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Make fresh RNA sample buffer: (add bromophenol blue)
	1.25X Sample buffer
	Final
	2mls

	10XMOPS buffer
	5
	250 (l

	37% formaldehyde (12.3M)
	2.2M
	450 (l

	deionized formamide
	50%
	1250 (l

	glycerol
	2.3%
	57


Rinse glassware with RNAZap or 2% Absolve o/n, rinse: 3XddH20 and 1X DEPC H20.
Thaw RNA.
Prechill 0.5 ml tubes.
Water bath to 68(C.
Pour Gel:

Heat RNase free agarose in DEPC H20, cool to 50(C, add remaining reagents.

	
	Final
	300 mls

	RNAse-free agarose
	1%
	3 g

	DEPC H20
	
	243 ml

	EtBr
	
	6 (l

	10X MOPS
	1X
	30 ml

	37% formaldehyde
	1.1 M
	27 ml


*only use about 200 ml
Prepare samples
1. Pipet 20(g total RNA to 0.5 ml tube.
2. Add sample buffer.
3. Heat 68(C, 5 min.
4. Chill on ice.
5. Load samples under 1XMOPS ~1.5 L.
6. Run gel at o/n 40V or ~6H 100V.
7. Photograph with UV ruler.
8. Cut off RNA ladder.
Transfer:  Follow directions for Nytran SuPerCharge TurboBlotter Transfer in 20XSSC (p8). 
1. Soak gel 10XSSC.  
2. Label and then wet Hybond membrane in DEPC-H20, then soak membrane in 20XSSC 5 min.  
3. Level stack tray.
4. Stack cut paper towels ~2 inches.
5. Place 20 sheets dry GB004 thick paper.
6. Place 4 sheets dry GB002 thin paper on top of stack.
7. Place one sheet prewet (20XSSC) GB002 on stack.
8. Place transfer membrane on stack.
9. Cover membrane with agarose gel; roll out any air bubbles with pipette.
· Cut top right corner of gel & membrane, do not flip gel to place on top of membrane.   Want bottom of the wells against the membrane.
· Use parafilm to cover excess blotting paper around gel.  

10. Wet the top of the gel with 20XSSC. 

11. Place 3 sheets prewet GB002 paper on stack. 

12. Attach buffer tray

13. Fill the buffer tray with transfer buffer.

14. Start transfer by applying precut, prewet buffer wick.

15. Place the wick cover on top of the stack.

16. Allow to transfer for o/n.  

17. Mark corners of gel, 28S, 18S, and wells on membrane.  Photograph membrane with UV ruler.
18. Air dry RNA side up.
19. While membrane is damp, UV cross-link RNA side towards UV bulbs Stratagene autocrosslink.
20. Rinse in 2XSSC, shaking RT.  
21. Store dry in seal-a-meal bag at 4(C.
