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Clarification of the role of autophagy in the acquisition of temozolomide
resistance in malignant gliomas.

YONEZAWA, Hajime
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Western blotting showed an increase in LC3B-11, an indicator of autophagy,
and the subsequent appearance of cleaved caspase 3 in U251 after TMZ exposure, but none in the
TMZ-resistant strain (U251/TMZ-R). However, when TMZ was combined with BaAl, a fusion inhibitor of
autophagosomes and lysosomes, similar results were observed in both cell lines, and U251/TMZ-R
showed a decrease in TMZ resistance.

These results suggest that U251/TMZ-R is a proficient degrader of autophagosomes, which may be
involved in the acquisition of TMZ resistance.
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[ 1 ] Assays were performed 6 days after the exposure to TMZ
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(& 2] Western blot analysis of LC3B and caspase3 in U251 and U251/TMZ-R
cells 0-120 hours after exposure to 200uM-TMZ
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(= 3] Relative expression levels of LC3B-Il protein normalized by alpha-tubulin.
' Normalized LC3B-II levels of untreated cells were regarded as 1.0.

Increase of punctate signal of LC3B after exposure to TMZ in U251 cells,
while scant in U251/TMZ-R cells.

(3) LC3B Hifk Tt S sl s LGS Th adion of a1 rsuled n marked aggrogaton f LC33 n both U251
THIFERRO & RO ABIE I Tz (2004
(X 4),
ZDZ X, U251/TMZ-R CTH TMZ (12 4& D
autophagy 2 #5E X415 A, autophagosome

LI STV D TR Z R, U2s1TMZ-R

[ 4]



(4) LC3BU @ EH-DAHTIL, ZH 7S autophagosome DK DIEMALIZ LD & DTH D D,
autophagosome @ turn over DEMIZ L D b DRONEHWT 5 Z LN TERhoTolz
W, TMZ ¥ X UV autophagy % lysosome & autophagosome @ fusion DE¢ETRHET 2
Bafilomycin Al (BaAl) OFFMICKY, vV=XZ T my MEBIONMIT T vEATEH
2D AT o T,
U AZ 7y METIE BaAl JFANC LY . WIHIfRIZ ISV T, FFRE O LC3BIL L~/Ld
ERB LW cleaved caspase3 DHENA ST (X 5),
Increased LC3B- II levels were detected in both U251 and

U251/TMZ-R cells exposed to TMZ in the addition of BaA1,
accompanying cleavage of caspase3.
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[ 5] Western blot analysis of LC3B I and caspase 3 in U251 and U251/TMZ-R cells 72hrs
. after exposure to 200uM-TMZ with or without the addition of 5nM-BaA1 in the last 48hrs.
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MTT assay
5 The addition of BaA1 raised the sensitivity of U251/TMZ-R cells to TMZ.
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[ 6] Assays were performed 6 days after the exposure to TMZ with the addition of 1nM-BaA1 in the last 5 days.
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