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Immunosuppression and chemoresistance of malignant glioma: functions of IL-34 in
the tumor microenvironment
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The principal investigator created five chemo-resistant strains (TS, GL261,
U251, U118, U87) for four chemotherapeutic agents (temozolomide, procarbazine, nimustine
hydrochloride, and vincristine). By using the chemo-resistant cells created, changes in the
expression of I1L-34, CSF-1, and CSF-1R were evaluated using real-time RT-PCR, and siRNA was used to
knock down the expression of IL-34 and evaluate its effect on sensitivity to chemotherapeutic agents
and cell proliferation. IL-34 did not nearly upregulate after chemotherapy exposure, and "IL-34 is
NOT a promising therapeutic target molecule in malignant gliomas".
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TS GL261 U251 U118 U87 T™™Z

PCV ACNU
VCR 4
medium

3

Temozolomide Nimustine Hydrochloride VincristineSulfate Procarbazine Hydrochloride

gliomastem-like cell TS
invivo
M1L/M2
flow cytometry
CD45( ) CD3(T ) CD1lb( ) CD68( ) HLA-DR(
) CD1ic( ) CD35,CD21(fDC) CD15 (polymorphonuclear

MDSC) CX3CR1 (microglia) CD163 (M2 macrophage)

IL-34 (CSF-1R)
Rea time RT-PCR mRNA
IL-34 IL-34 CSF-1 CSF-1R IL-34
CSF-1 internal control GAPDH 3
PCR QuantStudio 5 Thermo Fisher

Scientific  TB Green Premix DimerEraser (Perfect Real Time)

PrimeScript RT reagent Kit with gDNA Eraser (Perfect Real Time)

FastGene RNA Premium Kit NIPPON Genetics

1L34 (forward: 5' -GTGCCTTACGAGGGGGTGTTC-3' and reverse: 5' -

CACCTTGGGGCTGACCTCCAC-3 ' )s CSF1 (forward: 5 -
CCTGAAGAGCTGCTTCACCAA-3 ' and reverse: 5 ' -
CATTCTTGACCTTCTCCAGCAA-3 ' ), CSFIR (forward: 5 ' -
TGCCTTACAACGAGAAGTGGGAG-3 ' and reverse: 5 -

ATCTTCACAGCCACCTTCAGGAC-3' ).
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SIRNA IL-34
SIRNA 3

SRNA sigmaadrich NM_029646 Mm02_00335639 Mm01_00070503 MmO01_00070504
Hs02 00366232 Hs02 00366232 Hs01 00243325 Hs01_00243326
INTERFERIn Polyplus-Transfection
MTT assay Kit (cell proliferation) (abcam)

us7
contamination us7 4 TS
GL261 U251 U118
(1 / TS GL261 U251 U118
T™MZ 500 100 500 500
Procarbazine 500 500 500 500
ACNU 10 10 50 50
Vincristine 0.1 0.01 0.01 0.01
B1) EBE L 7=tk & ERRLRE (M)
inoculation
5~8 C57BL/6N, SLC
ketamine ( ) 80 mg/kg xylazine (Bayer Japan) 10 mg/kg
(SR-5M-HT/SM-
15R/IMS-3; Narishige Japan) 26G
bregma 0.1 mm 2.5 mm 1 PBS 2
u L viable TS 1*10 3 26G  Hamilton syringe (701RN,
Hamilton, Reno, NV) 4 mm
3.5 mm 2
2
100 3
20%
invitro
IL-34

flow cytometry

in vitro 1L-34
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