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LC3B I A FE A B =T APP 401 DMSO £H(0.54 +0.02 vs. 0.29 +0.09,0.54 + 0.02 vs. 0.29 = 0.09, P=0.000) ; [F]} | curcumin
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[ Abstract)Objective: To investigate the effect of curcumin the autophagy of N2a/APP695swe cells and its possible mechanism. Methods ;
N2a/WT cells and N2a/APP695swe cells were selected as experimental cells. They were divided into four groups:N2a/WT group(WT
group) ,N2a/APP695swe group(APP group) , dimethylsulfoxide (DMSO) solvent control group(DMSO group,5 pwmol/L.,24 h) ,and cur—
cumin treatment group (curcumin group,5 pwmol/L,24 h). Western blot was used to determine the expression of autophagy marker —
microtubule—associated protein light chain 3B— 1 (LC3B II ), substrate protein—sequestosome 1(SQSTM1),and Rab family proteins
(Rab1,Rab5,Rab7,Rah9,Rab24,and Rab33B). Immunofluorescence assay was performed using a confocal microscope to verify the
expression of LC3B I and SQSTM1. Results : Western blot results demonstrated that the curcumin group had significantly higher ex—
pression of LC3B I compared with the APP group and the DMSO group(0.54 £ 0.02 vs. 0.29 + 0.09,P=0.000;0.54 £ 0.02 vs. 0.29 +
0.09,P=0.000). However, the curcumin group had significantly lower expression of SQSTM1 than the APP group(0.67 + 0.01 vs.
1.02 £ 0.02,P=0.000). And the immunofluorescence assay of LC3B Il and SQSTM1 confirmed the above results. Western blot results

also showed that the curcumin group had significantly increased
expression of Rabl,Rab5,Rab7,and Rab33B compared with
the APP group (1.00 +0.02 vs. 0.63 +0.02,P=0.000;0.94 +
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(2018-11-01) no significant differences in the expression of Rab9 and Rah24
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between the APP group and the curcumin group (1.04 +0.02 vs. 1.06 +0.02,P=0.578;0.79 + 0.00 vs. 0.80 +0.00,P=0.067).

Conclusion . Curcumin can enhance the autophagy of N2a/APP695swe cells, probably by increasing the expression of Rabl,Rab5,

Rab7,and Rab33B.
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curcumin ZAEFRZ (curcumin 4,5 wmol/L)4 A~HAKEER S 24 h,
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WEE L, PBS(0.01 mol/L)EEHE (3 ¥R x 5 min), 2GR id
(Alexa Fluor® 488) [l *E470 6 47T (1:400) 155 (37 C,1 h),
Riif5 , PBS(0.01 mol/L)¥EE (3 K x 5 min) , DAPI Y 4 ik %
10 min, FF¥X PBS(0.01 mol/L) ¥k (3 YK x 5 min) , HL 7
VKB A O R A AT N R, LR ERE
3,
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ISR E R, 4y M5 3R T 6 LA [, 20 M0y BE I TR0
3% 24 h, B 2 fL N2a/APP695swe 4B FIINA 5 pumol/L K
DMSO AN curcumin VS . P 40157 N2a/WT 44 (WT
2H) N2a/APP695swe ZH (APP 41) .DMSO #5715 1B 41 (DMSO
2[1,5 wmol/L) curcumin ZbHZ (curcumin 4,5 wmol/L)4 4>
HYRSLIETR 24 h, ARIRSESE) A PR EGA &0 2
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BCA I [ e 8 70 72 40 B 25 11 6 B, Western blot 431
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IR AR IA KT, AR SER i Tmage J 4R Bk 441 B
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T LR LSD— A6 56, K6 487K ¥ 0=0.05
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N H KK, 225730 S L (P=0.000, P=0.000)
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WT 4 SQSTM1 ik i B BN, 2 5 A Gt 2# 8 L (P=
0.000,P=0.000) , DMSO 225 5+ T Gu it24 5 L (P=0.190), K
THE— BRI AW i IR AR W AEE WA LC3B
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Lt ,SQSTM1 5 1 7E curcumin 415 WT 41 %¢ 5 & B i %
8%, DMSO 41 TCIH A8 1k

F1 &AFLC3BI# SQSTM1 MEARIEKTE

(x+s,n=3)
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APP4] 0.288 4 +0.083 7 1.020 4 +0.024 2
DMSO4] 0.288 0 +0.090 3 1.0412+0.019 1"
curcumin] 0.5399+0.0187*  0.6717£0.014 1~
F{E 217.889 272.281

P{H 0.000 0.000

:a, 5 APP 41 H0ER, P<0.01;b: 5 APP 41 L4, P >0.05;¢: 5 WT 41
He&s, P<0.01
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#& 2 #&H™ Rab1.Rab5.Rab7.Rab9.Rab24 #1 Rab33B ZEHHIFRIEKTE (x +5,n=3)

205 Rabl Rab5 Rah7 Rab24 Rah33B
WTZH 1.27 £ 0.05* 1.29 + 0.05* 0.90 +0.01* 1.02 +0.01" 0.99 + 0.00° 0.97 +0.04*
APPZH 0.63 £0.02 0.79 £0.03 0.56 £ 0.01 1.06 £ 0.02 0.79 = 0.00 0.59 +£0.03
DMSOZH 0.62 +0.02" 0.74 + 0.04" 0.55 +0.00 1.05 + 0.06" 0.81 +0.00 0.60 + 0.04"
curcumin ZH 1.00 + 0.02° 0.94 +0.03* 0.75 £ 0.00" 1.04 +0.02" 0.80 + 0.00" 0.88 +0.04"
F1E 278.061 113.866 1114.871 3421.042 76.387
P1E 0.000 0.000 0.000 0.000 0.000
T ra, 15 APP 44, P<0.015h: 55 APP 4 He#, P>0.055¢: 15 WT 4 H4L, P<0.01
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a5 APP 4 A, P<0.01:b: 5 APP ZHH#L, P>0.05;5¢: 5 WT 4 H# , P<0.01
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— PR Rab9 19 A BEARTE BGE 1R, 7R IGRR
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FI MR R P/ MA S EHA Z M i, ARk
L, 40 Rab7 BHITHE N i 2 25 280 AB £H4HE
AN, VFEF5E Y] Rab7 25 1T H WA 2
MG IR BE®, Han 25230 BLILAS P B2 40 i 32 31 1,0,
VI AR AR 5 i), 228 2558 0 LA Beclinlifs
S E I HIE N Rab7 FEIAME AW, ASSCIAS
T N2a/WT 2 il \N2a/APP695swe 40 fifd [ 25 18 %
b S N2a/APP695swe il Rab7 25 /K-, 20
N2a/APP695swe 4 S i) Rab7 25 14 7K °F 8] WA T
N2a/WT 4iiffl, FHI7E AD 4B rh | [ WAk 5%
B2 6 AT Re sz 2 H . JF Heead 2 R b
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K LC3B 11 i35 HBFAK SQSTM1 /Y 28 i i
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