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(0.5 ml/L Nad , 2 x 10 *mol/L TrisHA , 5 x 10°° , LC3
nol /L ,PH7.9) 20 1x
(0.5 ml/L Nad , 2 x 10 *nmol/L TrisHA , 4 x 10°*
mol /L ,pH 7.9) , , 2

6 1% (0.5molL Nad, 21 LC3
2x10 *nol/L TrisHA , 0.2/0.5 nol /L ,pH 7.9) pEGFP-CI1-LC3
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Mg/m ,12000 r/min, 15 mn, 4 , PCR ,
, 100 mBS 4 pET28a( +) ,
24 h, PEG3000 Bradford , LC3 cDNA
,- 70 pET28a( +)-LC3.
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Fig.1 DS PAGE analysis d recombinant L C3 protein expressed and purified in E. cdi BL21

(A) Totd lysates (lanes1to 3) , spernatant of the cel lysates (lanes 4 to 6) of hogt bacterid cdlsof BL21 harboring pET28a( + )- LC3 induced by IPTG
a6x10"°%,1%x10 *and 2% 10 “nol /L repectively and total lysates of hogt bacteriad cells of BL21 harboring pET28a( +)-LC3 before IPTG induction
(lane 7) and without IPTGinduction (lane 8) were run on 15 % DS PAGE and stained by Goomasse blue. M :low nolecular weight protein merker.

(B) Theflow-through (lane 1) , binding bufer (lane 2) , washing bufer (lane 3) and dution fractions (lanes 4 to 8) with different imidazole concentration
(0.05 0.2 nol/L) were runon 15 % DS PAGE and gained by Goomasse blue. M : low nolecular weight protein marker

pET28a( +)-LC3
BL21 Hisbind ,
, DS PAGE. ,
0. 04 nol /L
(Fig. 1B 3) ;0. 05 nol /L LC3
' ;0. 08

nol /L LC3 ,
90 % ,0.1 nol /L
LC3 (Fig- 1B 4 6).
0.05 0.1nol/L '
Bradford , LC3

1.5 mg/m.
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47 .. -—— membrane and probed with antiserum againg LC3 (1 500) . B-Actin
36 .- probed on the same membrane served as the internd control
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e < C , )
Fig. 2 DSPAGE and Wegern blot analyss o ’ , Atg8
recombinant L C3 LC3, Atg6
(A) Recombinant LC3with Histag (lane 1) , recombinant GFPwith His .
_ beclin 1. Atgl2
tag (lane 2) and BSA (lane 3) were run on 15 % DS PAGE and dained
with Goomasse blue. M :Pregained nolecuar protein marker. LC3 '
(B) Recombinant LC3with Histag (lane 4) , recombinant GFPwith His Atgl2 (preautophagpsome)
tag (lane 5) and BSA (lane 6) were runon 15 % DS PAGE and probed , LC3 (autophagpome)
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