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by regulating TIMP3/PI3K/AKT axis in gliomas
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Figure S1. TR cells were verified and the efficiency of MIF knockout or
overexpress was confirmed. (A) The IC50 value of TR cells verified by CCK8
was significantly higher than that of TS cells. (B) RT-qPCR confirmed the low

efficiency of MIF knockout in TR cells. (C) RT-qPCR confirmed the high efficiency of
MIF overexpression in TS cells.



G0O0005B29-Cytosal!

wH

N
(2]
1

GOD005634~nucleus
G0 0005737 -eyteplasm
GO:0070062~extracellular exosome
GO:0005654~nuclecplasm
GO0016020~membrane:
GO:0006739-mitochandrion:
GO:0005743~mitochondrial inner membrane
GO:0005840~bosome:
GO0005TI0~nucleolus:
GC:0065025~focal adhesion
50:0022625~cytasolic large rinosomal suourt N
GO:D005788-andoplasmic reticulum membrane:
50:0031012~extravellular matrix
GO'0005763-endoplasmic reticulum
G0-D022627~sytusolic smal ribosomal subunit
GO:D00S75G-rmitochandrial matrix
GO:0005747~mitochondrial respiratory chain complex |
GO-D005762~mitochondrial large ribosomal subunit: 0 | ] 1 ]
60:0015935~small risosomal suount Jl T T T 87 87TR 251 251TR
Q 50 100 160
Gene count

N
[=]
1

=
<
|

=|0guP vakue)

60
40
20

MIF Concentration (ng/ml)
—
=
1

Hk

(4]
1

Figure S2. MIF was validated to be related to exosomes. (A) Differential
expressed genes (DEGs) analysis of MIF in TCGA database showed the DEGs were
enriched in extracellular exosome. (B) ELISA results for MIF expression in cell culture
supernatant. Cells, 2x10° each, were cultured in 2ml medium for 48 hours. The culture
supernatants were assessed by ELISA for MIF.
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Figure S3. TIMP3 was significantly down-regulated in TR cells. (A) Western

blot analysis showed that TIMP3 was significantly down-regulated in TR cells
compared to homologous TS cells.



Supplementary Table S1: The primers used in RT-qPCR analysis in glioma cells.

MRNA Forward primer Reverse primer

MIF CGGACAGGGTCTACATCAA CTTAGGCGAAGGTGGAGTT

TIMP3 CATGTGCAGTACATCCATACGG CATCATAGACGCGACCTGTCA

GAPDH CAATGACCCCTTCATTGACC GACAAGCTTCCCGTTCTCAG




Supplementary Table S2: Information on antibodies used in glioma cells.

Reagent Source Identifier
Anti-MIF Novus Biologicals NBP1-81832
Anti-TIMP3 Abcam ab39184
Anti-PI3K Abcam ab151549
Anti-CDS81 Abcam ab219209
Anti-TSG101 Abcam ab125011
Anti-ALIX Abcam ab186429
Anti-Caspase-3 Cell Signaling Technology Cat#9662
Anti-Caspase-9 Cell Signaling Technology Cat#9508
Anti-P-c-Raf Cell Signaling Technology Cat#9421
Anti-AKT Cell Signaling Technology Cat#4691
Anti-P-Akt (Serd73) Cell Signaling Technology Cat #4060
Anti-P-Akt (Thr308) Cell Signaling Technology Cat #13038
Anti-B-actin Cell Signaling Technology Cat#4970
Anti-BAX Bioss ANTIBODIES bsm-33279M
Anti-P21 Proteintech 10355-1-AP
Anti-CDK2 ImmunoWay YTO0832
Anti-Cyclin H ZenBio Science 200542-1A7




