Reference No:30 
Module:5
Year:2           cosh: BOY05-01
COSHH:

Experiment: Gel Electrophoresis to separate proteins ( can not be done on Friday as

 need to rinse  Gel following Day !)

Demo: no  Though good idea to demonstrate putting samples in well on over head

 projector.

Prepare in advance   Gel make and pour into tank with comb in.

 For 8 sets ( need 10-12 cm£ each)Therefore make 100cm3 
1. +3g of Agrose high quality to  ( one used for DNA gels not generally suitable)      

2. 100cm3  of 1x TB buffer  (which has been prepared from the 10X TB buffer

 by adding distilled water.)

3. pour into conical flask, cover with climfilm + puncture with 1 or 2 holes

4.  Place in Microwave for 50 seconds. swirl half way through to ensure mixed properly 

( can use paper towel wrapped round top to hold as very hot)

5. Pour gel into tanks with combs in ( do straight away before gel sets in flask.)

6.  Fill centre part so flows under and between teeth. + make it flat Try not to over fill

If fills ends can remove when hardened.

The Tank must be left undisturbed for 15-20 minutes. Once set it can be cover with a little running buffer, and stored in

Plastic bag in fridge , for up to a week.

Running Buffer  TB buffer with 1%SDS

          make 120mls

+ 1.2 CM3  to 120cm3 of  1x TB buffer

Items needed. For students above items +

Protein samples.

Blue marker Dye ( laemmli buffer). 

Boiling water 

Crushed Ice.

 Electode strips (carbon Fibre)             

  Power supply          

 Crocodile clips 

Ependorfs) one for each sample per group 

( preferable  dif colours if not need marker pens)

Syringe + rubber tubing not to be thrown away 

(to ensure tips remain firmly on syringes)

Disposable tips

Dark paper     


Items needed afterwards

Distilled water

Stain (Colloidal CoomassieBlue G 250) 

With 20% NaCl + 10cm in every 100cmof stain.*

Notes: Practical needs to be finished by students 3.5+ hours before technicians home time as needs to be

 run for 2.5 hours then rinsed in distilled water for an hour (leave  in tank for these stages + change water 

at least once) Then left over night * soaking in above stain 12cm3..  Cover ( can use comb) to 

 prevent evaporation .(Must not be left at this stage for more than 18 hours).  Rinse

 again with Distilled water for 4-6 hours changing water after 2-3 hours. Band do not 

show up till 24-48 hours later or longer.

