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Bl Materials B FG beads ® information
1. Protein G beads )
2. S.cerevisiae cells expressing HA-Opt2 Product name Protein G beads
3. PBS(-)
4. Lysis buffer (PBS(-), 1 mM PMSF, 1 mM DTT, 1x protease Product number TAS8848N1173
inhibitor cocktail) N
5. Wash buffer (10 mM HEPES-NaOH(pH7.9), 50 mM KCI, 0.2 mM EDTA, Storage temperature 2-8C
10%(v/v) glycerol)
6. Anti-HA-tag antibody (TANA2; from MBL) Storage buffer i%lmr n:l,ﬁ FI)EIIEDST(KHZO? 5I0cr:r’\c/|>|
7. Anti-Pmal antibody (yN-20; from Santa Cruz) ’ ’ o gly
8. Ant?-mel an_tibody (5_C5A7; from Thermo Fi_sher) . Size of beads 190 nm =+ 20 nm
9. Anti-Pho8 antibody (gift from Prof. Y. Ohsumi (Tokyo Institute of
Technology)) IgG binding capacity >100 ug mouse IgG /mg of beads

10. Anti-Pep12 antibody (2C3G4; from Thermo Fisher)

11. HA peptide buffer (1 mg/mL HA peptide (from MBL) in PBS(-) )
12. TBS-T buffer (TBS(-), 0.1% Tween 20)

13. Blocking buffer (5% skim milk in TBS-T buffer)

14. Anti-mouse antibody HRP conjugate (from GE Healthcare)

15. Anti-rabbit antibody HRP conjugate (from GE Healthcare)

B Method 1 (Lysate Preparation) B Methods 3 (Western blotting)

1. Yeast culture 1. Perform SDS-PAGE.
Culture yeast cells to log phase in YPD medium (1% yeast extract, 2. Transfer proteins from the gel to a PVDF membrane.
2% pepton, 2% glucose). 3. Block the membrane with Blocking buffer for 60 min at

2. Harvest and homogenize room temperature.
Collect cells by centrifugation and wash with PBS(-). 4. Dilute the each primary antibody with the Blocking buffer.
Resuspend cells with Lysis buffer, and lysis them by vigorously (Anti-HA; 1/2,000, Anti-Pmal; 1/1,000, Anti-Dpm1; 1/500,
mixing with glass beads for 10 min at 4°C. Anti-Pho8; 1/1,000, Anti-Pep12; 1/1,000)

Transfer the lysate to new tube without taking beads.
3. Vesiculate membrane Wash the membrane with TBS-T buffer 3 times.

Sonicate the lysate (10 sec x 3) to vesiculate the membrane. . Diluted the Secondary antibody with TBS-T buffer to 1/7,500,

Centrifuge at 13,000 g for 15 min. and incubate the membrane for 60 min at room temperature.

Ultracentrifuge the supernatant at 100,000 g for 30 min. . Wash the membrane with TBS-T buffer 3 times.

Remove the supernatant, resuspend the pellet with Lysis buffer, . Detect with a chemiluminescence substrate.

and sonicate (10 sec x 2) (“Vesiculated membrane”).

. Incubate the membrane for 60 min at room temperature.
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B Method 2 (Immunoprecipitation )

1. Beads preparation
Transfer 1 mg (50 ul) of beads to a tube.
Wash beads with 200 ul ice-cold PBS(-) twice.
2. Bind Antibody
Add antibody (50 ug in 200 ul PBS(-)) to beads.
Mix for 30 min at room temperature.
Wash beads bound to antibody with Wash buffer 3 times, and
store at 4°C in 200 ul Wash buffer. /‘ 7_"—9%1#\: \

3. Immunoprecipitation
Add 100 ul beads bound to the antibody to “Vesiculated 1tﬁi§k$k$lﬁ¥$ﬂ%ﬁ ’]\Jﬁiﬁ'ﬁﬂi
membrane”, and incubate overnight at 4°C with rotation. BIZERIEEM £ AR 205

4. Wash
Separate beads magnetically from the suspension, and collect a HAREQEEIX. —ERMTEH. HAVIRALEE L TR —
part of supernatant for immunoblot analysis (Unbound fraction). IZHTLTWET, T, FILARSETEIREERNELRY, &
Wash beads 3 times with PBS(-). FNARSEHEMATEEELFELET . SHREYTIE. M
Optional*: Resuspend beads with HA peptide buffer and stand BRI CTHIEEHBNRE(BLGIESEHYET, COBIC A
for 5 min at 4°C. Separate magnetically and collect supernatant. HERCIEEDA Y —MABEELTVWET , FOFRY— AR
*, In some cases, vesicules containing HA-tagged protein may RSN A A RS IZITELEERMNDE A
be released from the beads during this short period of incubation. HBINTWET,
If so, omit this process. BBESFIE. 2V RVB LRG> TEEFICTEEI— RSN TV

5. Elution W=o, EREOHIMLZ 2HY . BIRICITEICREA DEFHL
Resuspend beads with HA peptide buffer and incubate for 8 h at WET, SCTHRNLEERRRY. FLEELER I FBEHRT
4°C with rotation. THILRSALREELVSIFESADTFERYICE>T, —FHHl
Separate the beads magnetically and collect supernatant kﬁﬁd’é:&bf‘&%ibf:o
(Elution fraction).
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