asyn-PFF 155 PD AR R K 45346
1. optiMEM TRALFE4RAR:
MM 12-24h [5F optiMEM RCIRARME: FrigRIESRE, HFLIN 800 ul optiMEM (12-
well) B¢ 80 ul optiMEM (96well) 4-I2 1-2h,

2. %% PFF:
e asyn-PFF: E#BAEIM (30s(1son, 1soff) BXRITHE (Z45MEB 30 min) LT
¢ |ipo2000
e  OptiMEM

(1) BEFER:

o 12-well —FLIAEK:

DIlipo2000 3ul+100ul optiMEM,;

2)PFF 2ul +100ul optiMEM (XFBE4H: 4ul PBS+100ul optiMEM)

o 96-well —FLIAK:
1)lipo2000 0.2ul+100ul optiMEM,;
2)PFF 0.2ul +100ul optiMEM (XH84H: 0.2ul PBS+100ul optiMEM)

£ BEEE Smin EREREHY, =EHE 15min BEREREMBIMES, asyn-PFF £&
RE A 400nM,

3. BEH 4-5h [FHRE: A 1%FBS BEHE.
4, —RALIE 3 K (ANIEATE) JRIBSEPREE B R E) FUWAEE HTRF = WB 4.

5. HTRF:
e HTRF buffer: 50 mM NaH2PO4, 400 mM NaF, 0.1% BSA, 0.05% (vol/vol) Tween-20, 1%
(vol/vol) Triton X-100, pH 7.4
e JfAXt: total (Cisbio, cat. no. 6FNSYPEG), Ser129 phosphorylated (Cisbio, cat. no.
6FSYNPEG): Tb or D2 & B A HTRF buffer ## 20 {55 4FR4E, aggregated
asyn (Cisbio, cat. no. 6FASYPEG): Tb or D2 % B A HTRF buffer #%# 50 Z/E54R
BRE
I} 96-well A4
(1) A Cisbio, cat. no. 6FASYPEG I FIE IR IR R GMORME . FieRILFERE,
PBS #t—iB, LN 40ul @K, =& shaker A shaking 45-50min
(2) #A BCA M ERNETRE.
(3) HTRFUEERZM:
W—7L PFFiESAMNMER, MWEREFBIN 2 £ 3 ZHEHRE, H 8 NRES (80K
ER);
384 FLIR—FLEVAR . 20l HUiAXS +8ul BB,
1200rpm B0r 2min JFE T 18°CIERFEFIEE 5h (40 p-asyn TTRFEE 1h);
1200rpm B0 2min f5 B Envision 141,

(4) HTRF JUESEIEHE &



RIE (3) MEMEALIMLEREXRERN EHE. BIEE (3).
FER), JEKEERE (BWEE®R) 485 Envision F2FFHY delay time  (50ps) .

6. WB: (4. RRFEFMETHALRFEFREENCNTTE)
e lysis buffer: NP-40 Zf#i&(Beyotime, cat. no. PO013F) containing 1x phosphatase
inhibitor (Beyotime, cat. no. P10082) and 1x complete protease inhibitor (Roche,
cat.no. 4693159001)
e sarkosyl: sigma, cat. no. 61739
o HBEE: Beckman, cat. no. 343775
I 12-well K41
(1) FigRFLPEEFHRE, A PBS t—i&, &7Lh0 100ul lysis buffer, =& shaker # shaking
30min, BRMBAWEKZEEPEH;
(2) E1EmbEBRE: 60% pulse, 10s on, 10s off, total time:1-2min
(3) #BE: 120000 xg 4°C 30min, B EFEZE/N\EEH
(4) F 2% sarkosyl #HEiE, B8 50u  (EFERMN—F), FEEpNERE: 60% pulse,
10s on, 10s off, total time:3min Z &
(5) F BCA WEFTE LBEFMAATERNRE, HBMREM BN R flan BERE:
VUERMRE =32, MTE EFEIR EE EEEIR=3:2
(6) F3 4xLDS+10xDTT EeHIEEf: ¥ LB MIRYE bca REIEF, e A EHELLFIF
FRERFF—E 75°C 10min &Zf¥E
(7) 4%~20%4 BB RS Loading I, T4 20v 7min
(8) HEBERIEH FIREIREF 20min, TFE—P1: asyn aggregates:Abcam, cat. no. ab209538
I}, BD asyn: Bioscience, cat. no. 610787
A BEADBELBNE, WUERERBEAEERR, hoER L& laddereR, 1ZE
OJREAE, {BthT] ARFIMT PFF 2 B/1E ST,



