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Abstract

Schwann cells play a critical role for myelination in peripheral nerve system. It also plays an
important role in nerve protection and regeneration. In peripheral nerve damage, regeneration is
induced by the migration and proliferation of Schwann cells which were promoted by suppressing
the oxidative stress. In this study, Human placental extract was prepared by homogenization and
estimated its efficacy in RSC96 cells. Placental extract exhibited a protective effect against hydrogen
peroxide-induced oxidative stress in RSC96 cells, confirmed by MTT assay. Furthermore, placental
extract decreased intracellular ROS against oxidative stress, confirmed by DCFH-DA assay.
Autophagy was visualized with Cyto-ID staining to confirm the autophagy activity of placental
extracts. The activity of autophagy was confirmed by immunoblot analysis of autophagy
flux-associated proteins such as LC3 conversion and SQSTM1 degradation. Thus, we confirmed the
antioxidant effect of placental extract to protect RSC96 cells from oxidative stress, and observed
that it activated autophagy and restored autophagy flux.
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2. Materials and Methods

2.1 M= Hiet

X AHURZE RSCI96 M EE= 10% Fetal bovine
serum (FBS) ¥ 1% penicillin and Streptomycin

o] m3el high-glucose DMEMH|X|E 0] &5}cf
37°C o 5% CO; oAl vjgstgict.

2.2 ME MEE 2M

Hx MESLS MIT EAMoz sk
RSC96 MZZ 96-well plateo] 1 x 10* cell/well
o "2 JFESIT. 24A%t ol% A=mE 2

mg/ml 9] Efjt

a2t 24AF SO iRt oS
0.6 mM HzOz 1A ]

XZF B9 Aeieh ohg MIT 2
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2.3 MZLH ROS &Z

NZU ROS £FZ H7tet7] $lste] DCFH-DA
2 o|gste] Z&Estdch RSCIHIZEES  12-well
plated] 1 x 10° cell/well2 HZ5}gict 24A17F 0]
S HRF &2 2447t SOt vt o5 0.6mM
H,0.2 1A1ZE &9t &2]stoitt. 1XPBSE AAgh
S 30859 37°Col|A 20uM DCFH-DAZ #|2]5}9%)
. PBSZ AJA 3 Hoechst 33342(1:1000) 20%
Zot z2lsteict PBSZ AAsH & Nikon Eclipse
Ti2 FFA0]dez Mg wastil DS-Ri2 4A]
grtet2 &Ysteict. F4-2 Image ] T2 IS
o]-&sto] gt =Tt
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Autophagosomes= CYTO-ID® ApP7tmAl A
71E2 ZAXE 9Tt RSCI6 A|ZE 24-well plated]
4 x 10* cell/well2 AZEst t}S 24A17F 0|5 2
mg/ml Efgf &% = 500 nM Rapamycin2
30 uM Chloroquinex} &4 12A]7Fs9F A2|stS
ok A2} & WK AAskn AzAke) Ao et
Cyto-ID assay= Zlsistgdtt. AZ= Nikon
Eclipse Ti2 @3ddinj7doz ANxz2 IAstn
DS-Ri2 CixIE7tuet 2 &ejsigic

2.5 DioiE= 2A

PMSF®} inhibitor cocktail2 Ztst= 50 ul 9
RIPA bufferS A}23Fo] RSCINZOJA] & THulA]
S 23590 1 O ANEYIIS olgsld
16,000rpmol 4 20% FoF A Hejstgic. L
=T = BSA assay kitz2 A5ttt 13 42 o
iR A= 4°Cofl A 16A17F ZQF SQSTMI(1:500),
LC3(1:500), GAPDH(1:1000)of thst Eo]A &
YAlstgitt. o5 HRP7}
2 SIS ARSI Uf“ﬂ‘e] ie= ECL
& AN28E 0]&5t9q X-ray filmo] &5t

ol ek SFHkAIE B &) 125

2.6 EH 24
€ ClojEe BAIE AE 840 Hi + BE
Hitz BAIEW 3942 Student s t-testS Al-83}
o] 245ty 257t A1 Hlu independent
t-testE& ARgoto] RAE QIO

3. Results and Discussion
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