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1. Protein G beads

. S.cerevisiae lysate

. Lysis buffer (20mM HEPES(pH8.0) , 9M Urea)

. Protease inhibitor cocktail (from Nacalai Tesque)

. PR-619 (Life Technologies)

. Triton buffer (1% Triton-X100, 20mM Tris-HCI(pH7.4), 150mM NaCl,
2mM EDTA)

7. Anti-Ssal antibody (from Santa Cruz)

8. SDS sample buffer
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. Anti-mono- and polyubiquitinylated conjugates antibody (FK2H) HRP-

conjugate (from Enzo Life Sciences)
10. PBS-T buffer (137mM NacCl, 2.7mM KClI, 8.1mM Na,HPO,-12H,0,
1.5mM KH,PO,, 0.1% Tween 20)
11. Blocking buffer (5% skim milk in PBS-T buffer)

B Method 1 (Lysate Preparation)

1. Yeast culture
Culture yeast for 3 days at 30°C in synthetic complete
medium lacking leucine (SC-Leu).

2. Harvest and homogenize
Centrifuge at 3000 X g for 10min, wash twice in sterile
water, and resuspende in lysis buffer with protease
inhibitor cocktail and 50uM PR-619.
Vortex with glass beads and centrifuge to obtain lysate.

B Method 2 (Immunoprecipitation )

1. Lysate dilution
Add 9 volume of Triton buffer to lysate.
2. Reaction
Incubate lysate containing 125ug of total protein and 0.25ug
of Anti-Ssal antibody at room temperature for 60min on
microtube mixer.
3. Collect antigen-antibody complex
Add 25ul of Protein G beads, incubate at room temperature
for 60min on microtube mixer.
4. Wash
Separate magnetically and remove supernatant.
Wash beads with Triton buffer 5 times.
Separate magnetically and remove supernatant.
5. Elution
Add SDS sample buffer and resuspend beads.
Incubate for 10min at 70°C and remove the beads.

B FG beads ® information

Product name Protein G beads

Product number TAS8848N1173

Storage temperature 2-8°C
10mM HEPES(pH7.9), 50mM KCl,

SEEEE BT 1mM EDTA, 10%glycerol

Size of beads 190nm + 20 nm

1gG binding capacity >100ug mouse IgG /mg of beads

B Methods 3 (Western blotting)
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. Perform SDS-PAGE.
. Transfer the protein from the gel to a PVDF membrane using

Trans-Blot® Turbo ™.

. Block the membrane with the Blocking buffer for 120min at

room temperature.

. Dilute the Anti-ubiquitine antibody with the Blocking buffer to

1/1000.

. Incubate the membrane for 120min at room temperature.

. Wash the membrane with PBS-T buffer 3 times.

. Detect with a chemiluminescence substrate.
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