
I. Make up che wlutionr fa chic procedure che day k f m  chey're needed. F a  post-hybrididon. you 
will nad: 

e 4X SSC (3 x 300 ml pa slide bolder) 
e RNrcc lolutioo ( 2Q1g hnl hnrl ww.) 
* WSSC 
* I X  SSC 
* 0.5 X SSC 
* 0.IX SSC 

2 To d e  4X SSC. dilute I dune d 2OX SSC Stockaolutim with 4 vol- d DEPC water. 
(Ic. 200 ml of 20 X SSC + 800 ml Qubk dinilled water. ) 

3. TO d e  IX SSC, dilute I volume 0f4x ssc wim 3 VOI- 01 water ci. I ( X ~ ~ I  : 300 ml). 

4. To make OJX SSC, dilute I volumed I X  SSC with 1 volvm of water. 

5. To male the R N ~ K  solution (makt ihL In r botlk used lo nuke R N w  Sdutio~ only), dilute OJml 
01 che R n w  stock wlution (12 mglml) in 300 ml wlution just before use. 

6. All incubations art p c d o d  in ibe watahlb sd U 40-42': 

* 4X SSC 
* 4X SSC 
* 4X SSC 

m 
20 minuter 
20 minuter 
m minuter 

+ RNrrcwlutioll 20 minuter 
* 2XSSC m minuter 
4 1X SSC 20 minuter 
4 0.5 X SSC 20 minuter 
4 0.IX SSC 20 minuta 

7. Dehydration of che slider is pformd u rwm kmpmtwc with che loUowiog solutioru: 

SQWm rn 
e 7Wethanolud 10 minuter 

0.3 M m d u m  rcutc 

6 90% ethanol ud 10 minuter 
0.3 ammonium recate 

8. Dry che slides in fumehood (For &cut I H w  ) 
Once the slides art dry, examine che slida to see if the tissue is still rhvc. 
Check che slide to sa that your labelling (tissue ID 1, expcrimcnt I, I y p  of probe u d ,  e r )  
is still legible. 

9. Turn on the waterbath in che darkroom ud set it la 4I0C. Check to make sure that chert is no light 
entering into the darkroom. 



10. Remove rutadiognphy emulsion hom the heem (N(JIE: previously used ow & wnpped in foil) 
ud open the box In tbe & r b m  wllb ody tbe d Ugbt oa. 

I I.  Placc the emulsion bonle in the w U e W  f a  Mund 30 minutes, in a d u  to w m  up the emulsion 
Alro.wm up IIK emulsion dipping chambu r the same time. 

12 WIUI the rcd light on, pour h e  w m  emulsio~z into the dipping chamber. Pour only the amount of 
emulsion that you D&d since tbc exceu must k discarded a l k  u s .  

13. Dip rbe slider into the dipping chmbu and d e  surc hat the tissue is d q u r e l y  c o v d  witb dm 
emulsion mlutioa 

14. When finished. leave rbe slides standing up on slide ho1da in the darkmom. 
If any emulsion u left in the bottle, rbe bottle in aluminum foil and p t  bsck in refr igma.  

IS. Be sure to lurn off& d Ught betore 900 l a r t .  Lock cbc darlrroom wd p t  tbc 'darkmom in 
use" nolice up. 


