Clough lab
          
 4/19/05

Blocking printed cDNA arrays using SDS

Purpose:  After spotting cDNAs onto glass slides, the slides must be treated to block the area around the spots to prevent labelled probe from binding to the glass coating. Slides also need to be treated in hot water to denature the DNAs to single strands so they can hybridize to the fluorescently labeled probe DNA.  
Note: During the blocking step the array will disappear.  

Person name and date:


_____________________________

Record the pirnt ID and slide ID numbers:  
_____________________________







_____________________________







_____________________________







_____________________________







_____________________________







_____________________________

Check off each step as it is completed:

_____ The slides should have previously been UV crosslinked just after printing.
 
(Done by the Vodkin lab immediately after printing).

_____ (optional) During the blocking step the array will disappear. One may mark the boundary of the array with a gentle scratch with a diamond pin.

_____ Prepare the following reagents and supplies:  We use either Wheaton #900200 glass staining dishes (need at least 3) to do the blocking of the slides, or black plastic slide dishes with plastic racks (these seal tightly allowing one to shake the dish stronger than what one can do with an orbital shaker and the glass dishes). We usually limit a wash to 6 slides, but one should be ok adding more. Will need an orbital shaker if using glass dishes.


Prepare:


450 mls  0.2% SDS (200-250 mls  twice)



(make by mixing 30 mls 3% SDS plus 420 mls water)


Handling holders for racks 

1L nanopure water for rinsing slides


1   2L microwavable plastic beaker with 1 L nanopure water

____1.  Rinse all glassware to remove dust. Wipe bench tops to be clean.

____2.  Set up everything on bench.


Place slides that have been spotted in slide rack 

(see diagram below).

____3.  Start boiling 1 liter water in 2 liter plastic beaker  in microwave 

(8-10 minutes at high power). Before adding the water, check that your slide rack
 will fit in to reach the bottom of the beaker.
____4. Put slides through the following series of washes. Plunge slides up and down at beginning of each treatment, then start shaking (on orbital shaker for glass dishes, or by hand if using plastic sealable dishes):



___ 1.
0.2%  SDS


200 mls

1 min


___ 2.
water rinse


200 mls

1 min


___ 3.
95-98c water (just boiled)
1 L


2 min

For this hot water wash, leave it boiling in the microwave until you are ready to use. Carefully remove from microwave and, using a wire dish holder, quickly plunge rack up and down and continue shaking by twisting motions. Let set in water and give occassional twist/shake every 15-20 seconds.


___ 4.
0.2% SDS


200 mls

1 min


___ 5. 
water rinse


200 mls

1 min


___ 6.
water rinse


200 mls

1 min

Prepare 50ml conical tubes (one for each slide) by stuffing one small KimWipe loosely into the bottome of each.  

____6.  Transfer slides from water to tubes. Cap immediately to keep moist while transferring the other slides. Spin for 2 min at 2000 g 25c to dry.  

____7.  After spinning, remove with tweezers or gloved fingers touching only the edges or very ends outside of the array area—avoid touching the array. You can gently squeeze the walls of the tube to help loosen a slide that may be pinched in.
____8.  Can store in a slide rack in a dust-free container in a bench drawer for at least a month.




Position slides so arrays face each other but are well separated









