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A 1. AEF fE

AARAHES (6 AEFE= v F(ATCC, Rockville, MD, USA)ollA FEokubo} Alg3glvt. AF&&E= wjx]:= DMEM
medium®] 10% fetal bovine serum(FBS), 4 mM glutamine, 100 U/mL penicillin, 100 mg/mL streptomycin® *
7Fske] ARE-EFaL, 95%9] F=7F F-X1EE 37T, 5% €0y, incubatorollA wiFech. MEZF 85% WY 2 v dEH

EgAl A s,
AAd 2. TMZ+VD A& C6 rat glioblastoma cell ¢l AWE A=

2-1. MXE=2 A3 MIT assay)

96-well plateo] well B AJ¥E(C6: SXIOS)% AZ238Fo] 5% €02, 37TolAl 244 o) I =z
% 1 mM TMZ, 100 nM Vitamin D(VD), 1 mM TMZ®} 100 nMe] VD EFE(TMZ+VD)S 22+ A3k 3 24A)7F H<t
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Hjer & MIT €4S Z79 wellol 713 3 37ColA 4Xz2F B wjeF 5, wjkas AAsH,
DMSO(dimethyl sulfoxide)E F7}8te] 30®37t Ad-2oA EF3ch. o]F, AEX AEES FAs] Hdl, 492 nm
oA FHEE A3

2-2. AERZTIAH 52 SH(clonogenic assay)

plating #, A3E vjFlS A Astar, PBS(phosphate buffered saline) & 23] A EE AFH 3T}, w3, 24

A3 (adherent cell):= PBSE A3 & EgAl A7 & AEo 5 =H3lt},

MY MEZF 0 60mm A G Zb2E wjgdS SRSk DMSO, TMZ(1 mM), VD(100 nM), TMZ(1
mD+VD(100 nM) EES Z+zt "Fskar, 72 A 3 Z2UY(colonies, )7 A= AS g = 9
o AE SaS AAT &, MEE PBSE 23] MASITE o] FERYE 30 ¥ B 100 ¢ WEHEE 14

shar, 15 Bk FobABTE QAste], 22y £8 S

B oA & 2 (A)E 06 Al3Ed] DMSO, TMZ(1 mM), VD(100 nM), TMZ(1 mM)+VD(100 nM) &3+E wj<k 72417k
T SAE Ao R, TMZHVD EFEZ AHEE MEAA F2Y7F A d2 AE AT = 93, = 2
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T == DMSOel ®lE TMZ, TMZSF VDE &3+t 499 APdEo] 2 AL AT = glom, olF T MEAL
Hol dojds &2 & F 9t}
3-2. W9 &3 4 (Immunof luorescence, IF)

Microtubule-associated protein 1 light chain 3(LC3)2 A X2 A7FEAAA A 9lojA wpH 23S ul# o]
o}

AEAX10" cells/wel ) it Av] Fehzo] Raste] ZHa 5, 1 nil MZSE 100 nie) VD &3

ml TMZ, 100 nm VDE 24A1ZF &<F A gth. o]F, AMEE 4% FHELFLU =S o] &3ste] ge &, 3%
normal goat seurm®.# blocking 3Ft}h. 28]al AE =& ;-57] 38 0.25 % Triton-X100S Yail 1587+ A
2ol A WESAIZIYE. I % 12 antibody®l rabbit polyclonal anti-LC3 antibodyE oAl 2417 2|3
%, PBS WHRE 23] AFHglth, 283 fluorescein isothiocyanate(FITC)@r g 23 antibody?l anti-
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A& 3Fal, mounting solutions ©]&3ste] AWMEHS g,
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3-3. ¥ X (Flow cytometry, FACS)

A EE PBSE 23] AHE 3, 49 JetrEdds = 1087 2438 T 1027k 0.25% Triton X-1000.2 A& d
o, MEe] 13 EAE (1:100) ¥ FH, oA 1A7F v-SA AT, o] F PBSE 23] A3t 22} antibodyE
do 5 IAZF ¥-AI 7. 1 3 FACS solutiong 400ul ¥War, 3% =45t}
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. 9 ~E1 53 (Vestern blot)

30-50 pg YMAL 15% sodium dodecyl sulfate polyacrylamide 2ol H7)99%3 F, polyvinylidene
difluoride membranes©. @ E#WAH st FAHT},

W= ols 9d 1:10000.2 33X 1xF A (anti-cleaved caspase3, B-actin, LC3, beclin-1, and p62)%}
4T~ overnight W-§3ta, ©]%, ¥FEZ(horseradish peroxidase)©] 2% secondary antibodyZ 2%} &
Ak wkgAZT @A X-ray BE FEFo=A FETE 5 Sl

2 oddoa] & 7 (A J2EHBES AAste a2 272 JEhd Aoz TMZHD A A, L3 2 Beclin-19]
A% dude) o] Frkshs whd, p62 el HAaHE e # @ 5 glen, 139 A WAHDE A
gakx] g2 A$-ol wE Lo FUtEE S & 5 A

A 4. TELH

SEEAHS 7 YA 95:(250 WA 3000)F FA AS ArgEgiom, o 1247k W 12417 & 23T, A 5%
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A7) Aol EAZe ATate] BAEZ 9 . 79 Az Z(PDO0 7). DMSO. 200 ul DMSOS] &aiE TMZ 10
mg/kg/day, 200 pL Ae]*d4=(saline solution) % TMZel &3l¥ VD 0.2 pg/kg/days 7H7F Fhsted Wl
seiet.

E A 2 235 T Ja A 2% 580 + 83 mn and 186 + 52 mm ©.& Vehicle > TMZ >
TMZHVD =o.2 Fo FIE &4 4 9o, 8 B)E ol& X3} o Aot} Ayddgoz, TMZHD HHA T4
RS AA e Aow Algdr).
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