
Western blotting

Making gels

I. Wash plates and wipe with ethanol.

2. Place seal between plates and secure with green magnetic cl ips.

3. Make up running (8%) and stacking gels - leave out APS and T EM ED from
stacking gel.

4. Pour running gel. Add some water-saturated butanol to get rid of bubbl es. Leave
to set for -20 minutes.

5. Rinse butanol from the gel with water and dry with tissue.

6. Add APS and TEMED to stacking gel. Pour stacking gel with combs in place.
Remove any bubbles by knockin g plates

7. Loading samples and running gel

8. Put 25J.ll of TCA extract into an eppendorf with hole in lid. Boil for 3 mins.

9. Remove seal and combs from gels and rinse edges with wate r. Fix into tank with
indented plate facing inwards.

10. Fill tank with Ix Running buffer, filling the centre right to the top.

II. Load 25J.l1 to eac h lane. Also load 25J.l1of markers in marker lanes. Markers are
kept in the -20· C freezer .

12. Rem ember to number gels, if running more than one.

13. Run gel: 200V
SOmA
- I hr 30 min s (until blue dye runs off bouom)
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Se m i-d r y b lotti ng

For each gel:
• 6x I Ix9cm blotting paper
• Ix IOx8cm nitrocellulose membrane

Plus:
• Plastic tray containing ethanol
• Plastic tray co ntaining H20
• Plastic tray containing trans fer buffer

1) Soak membrane in etha nol for 30 seconds .

2) Rinse in H,O.

3) Soak 3 papers in transfer buffer - 30 seconds.

4) Lay down 3 papers on blotting appara tus.

5) Soak membrane in transfer buffer.

6) Place membrane on top of papers.

7) Rinse ge l plates , open up and cut off stacking gel.

8) Wet gloves to pick up gel and soak it in transfer buffer.

9) Place gel on top of membrane. Label membrane and mark top corner.

to) Soak 3 more papers in transfer buffer and put on top of gel.

11 ) Use a falcon tube to roll out bubbles.

12) Put lid onto blotter and screw shut.

13) Running conditions: 16V
250mA
1 hour
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•
25g Marvel
50m l lOx PBS
Water to 500m1s

• Anti-GFP ant ibody no.56:
Use 1:500 dilution for cdcl8 (41J.1in 2ml marvel for each membrane),
othe rwise 1:2000 O ·5r(

• Secondary antibody: anti-mouse I:10,000~ in 5ml marvel).

Ponceau Slain
Ix PBS

• Marvel :

•

Blockin g and antibodies

I. To check prote in bas transferred pour on some Ponceau stain (Ibis is reusable) to
visualise bands .

2. Pou r off and rinse with Ix PBS.

3. Can take picture on fluorchem of protein bands.

4. 2x washes in 1x PBS on shaker.

5. Block in marvel for 2 hours. Store remain ing marvel in fridge .

6. Wash 5 mins in PBS.

7. Place membrane inside plastic cove r, wipe QuI bubbles using tissue. Seal sides of
bag. Pour in primary antibody solution. Get rid of bubbles and sea l top.

8. Tape to rotating plate, leave at 4°C overnight.

9. 3x 5 min washes in lx PBS.

10. Rebag membrane with secondary abo Rotate at room temp 3 hOUTS .

) I . 3x )0 min washes in marvel.

12. 3x 5 min washes in Ix PBS
1'f( 0

13. Put membrane into a bag with super signa l ( Iml white bott le and ImJ brown
boule), Remove bubbles and seal. Leave for 5 mins, A L
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14. Pour off excess and put into new bag . 0 5 ~ c."", cub blite \?er Het
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15. Develop film in F-Ievel darkroom ( 1945). Ov\t. - '2....." I
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Tubulin

I . 20min wash in PBS

2. 3x IDmin marvel washes
oS

3. Incubate with anti-tubulin antibody I :10,000~1 in Sm!). I hour room temp.

4. 3x 5min marvel washes.

5. Anti-mouse secondary antibody, 1:10,000 dilution. 1 hour

6. Ix 10 min marvel wash. 2x PBS washes.




