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QlyIn ﬁgure 4, you showed the MMP actmty assay only for 2 cell lmes Dzd you do the same assay for all cell lines?
Al) No, | did not do the same assay. for afl cell lines. We pick up one cell line each group to represent overexpression analysis and
knockdown analysis group. _ - ; - _
QZ) Basically, the cancer cell invasiveness consisted of 3 eleﬁients:.cell atfachment, proteotytic enzyme, and celt locomotion. In.your
study; did you check all of the three elements?
A2) No 1 onIy did some experiments about proteolytic enzyme and cell locomotion. We did not check the cell attachment ability.
Q3) What are you thinking about cell morphology dynamic related to the FLNC signaling? Did you do experiment about that?

| A3} No, I didn’t check any mm‘phological aﬁpeﬁfneht In our stody, we assessed that FENC \#ﬁb not working on
phy51caUm0rphology regulatlon based oh Rho actxv1ty a882Y. Bnt Ineed to consider some experiments about morphologlcal dynarmc
depcndmg on FLNC in the future.
Q4) There are many MMPs other than MMP2, such as MMP9. Dld you check MMP9 expression in your study?
Ad) Acmally 1did zymography assay that is specific to the MMP2 and MMP9, But we didn’t get appropriate result for MMP9; Also
we didn’t get the mRNA expression for MMP9 in our cell line. We assume it because our GBM cell lines does not express MMP9,
Q5) Did you check the tumongemc level of your GBM cell lines you used?
AS5) No, I didn’t check it. But in the future we plan to check tumorigenic level of each cel! llne in vivo study
Q6) Base on your result, do you have any idea about drugs? S _
AG) I think we will focus to the GBM invasive chafaéter, first we have to deeply under.;stand about GBM invasiveness. For the next
experiments, we plan to identify ﬁ'lore about FLNC and we need to screen the Hrugs whiéh target invasive character and of course we
cansider about the drugs penetration. ' ' '
Q?) Why you are not using positive control for yOur IHC anaiysiﬂ _
A7) We used the same kind of antibody with our previous study in wl'uch skeietal muscle cell was used as a positive control.
Q8) You used four GBM cell Hines which ha\rc high and tow FLNC expression. In my Oplmcm, you could use one cell line to modlfy
the specific gene cxpressmn by genome edmng ‘What do-you think?
AS) Yes, that will be a good idea to consider in our future study.
Q9} Does FLNC regufate MMP2 cxpressmn and activity? transcnptlon or translatlon or enzyme activation?
A9) We didn’t do may expcnment about the exact pathway how FLNC regulates MMP2, so we don’t have any data to support it. We
may establish this point in tire future study.
Q13) You mentlonad about umque structure of the brain environment in your article. Can you explain about extraccl}ular matrix in
-the nervous system in detail?

A1) Major components of ECM in the nervous systems are proteoglycan and hyaluromc acid, And from our rcferenccs, MMP2 is

.the major enzyme used by the cancer to invade brain parenchyma.
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Q] 1) Does FLNC expressmn correlate Wlth malignancy in GBM?

All) In my opinion, we need to cstablish more study to make if clear By, Qy&study is Ihe: Jil rqt %tudy wl'uch states FLNC isa
prognostic factor in GBM Previcusly, only one study rcveals that FLNC expressmn is a biomarker for glioma.

Q12) Is there any corrc]auon between FLNC high expresswn cell lines group and low’ expressmn group about invasive charactcr in
.restmg slate? )

Al12) In my oplmon, there was very wide phenoty]:le variety among each cell llnes that makcs it difficult to standardize and compare
cach other. Therefore we didn’t check.

| Q13) How does the FLNC overexpression occur? In pmnary GBM Vanous driver genes abnormahty such as TP53 mutation, MDM2
amphﬁcatwn, and EGFR amplification are already known. Do you estimate that FLNC over expression occur by FLNC gene
abnormality and that could be nominated as a new drlver gene‘? Or, the FLNC overexpresswn is causcd by the othcr mcchanlsm such
as abnon'nallty of eplgenetlcs'? S '

Al3)I don’t know the mechanism of overexpression Of FLNC FLNC is highly expressed in heart muscle and skeletal muscle cells,
it is also known to be lmporta_nt gene in the CNS cell differentiation stage. In related to malignancy, we need wider study to make it
clear. o | o . ' o ' .
QL4 is known that FLNC acts as a scaﬁbld cytoskeleton However, ﬁ'om the results in ﬂgure: 3, FLNC sﬂencmg affected the
invasion ability than migration ability. Does that means FLNC affects cancer 1nvas_10n wore through some kinds of networks. than
morphological change? . ' '
Al4) FLNC affects the invasive ability of the GBM cell lines not via morphological changes. Our study ﬁndmgs show FLNC {
_affected the MMP regulatlon network, but we still need more extended study to establish the exact re]atlon pathway and mteractmg
| protein in thls network. . _ g

Q15) After considering previons questions, can we take that GBM could gain the invasion ability associated with MMP2 ih the
growth process, rather than-.camiﬁogenes.is by FLNC? And how are the relations olf FLNC and MMP2 reported in other articles?
A5} First, our study showed the GBM rcgu]ats MMP?2 to make more invasive o the surmundmg tissue by degraclmg the ECM. This
is the first study which shows the correlation of FENC and MMP2 actlwty

(Q16) How about FLNA and FLNB roles in GBM?

A16) Some studies report that FLNA and PLN'B have roles in ghoma in vitro, but there was no cv1dence n the clmu.al data.

‘| Q17) How about localization of FLNC protem uil the GBM cell due te it invasive character?

Al7) Some actin binding protems may have a role to affect and localized on the invasive front of the cancer cel]s for example on
'mvadl:lpodla, lamellipodia or filopodia. But in GBM cell lines, our ﬁndmgs showed that FLNC 51gna11ng has no cffect to Rho fa:mly
protem achv]ty S0 we assurned that FLNC doesn’t work in this network. Othermse we still need morphologcal study to make the’ .
localization of FLNC clear, o
Q18) You mentioned in your atticle that GBM doesn’t metastasize but invade to surmounding tissue. How does it correlate to your {
|} study? . . ' . '
" A18) Our study shows that FLNC 18 workmg in the invasive charactcr on GBM,

Q19 Dld you do MMP gene cxpressmn modification expetiment in your study'?

A19) No, we didn’t do it. We will consider to do in the future study

1 920} In cllmcal scttmgs, is there any impact to your GBM patients? For example if they have hlgh FLNC expression in thelr fumor
nssue‘? '

A20) Yes, there is lmpact to the patlents Because our study shows that FLNC is a poor prognostlc factor forGBM

KEORED D, 5 BOBEERIS: %ﬁk?%ﬁi&ﬂ%?%&bT@#ﬁ ﬁEEﬁLTwé%mtﬁﬁ
Mt (E%) OFME5ATRIRMERT S OOEREL,




