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(R 1) What is the incidence of ameloblastoma in Indonesia?

(EZ) Ruslin et al (2018) shown 37.5% were males, 62.5% were female, 87.6% located in mandible and 12.4% in
maxilla. The most common type was solid/multicystic type (66%) and follicular was the mast commaon
histopathological subtypes.

{(EfH2)Why do you choosc to investigate the mteract:ons between ame]ohlastoma and osteoblast instead of
osteoclasts?

([E%& ) In cancer, several reports showed the role of osteoblast in its disease progression, while in amgloblastoma, the
effect of osteoblasts on ameloblastoma cells is not well understood, and there has been limited research on
interactions between them, ' '

{E E13)What did you mean by ameloblastoma inducing osteoolastogenems" Do you think amelohlastoma cell itself
caused bone resorption?

([E1%)n the presence of ameloblastoma, osteoblast produced cytokines that have known to activate ostcocl aslogemc
activity and might contribute to bone resorption. Previous study (Kibe et al., 2013) shown that AM-3 cells induced
osteoclastogenesis by producing factors such as MMPs. So, it is not AM-3 cells itsé]f that induce ostecclastogenesis
but its derived factors that induce osteoclastogencsis. In addition, we would like to suggest the possibility that the
MMPs produced by ameloblastoma cells could contribute to the bone reserption via their collagenase activities. -

(B 514} How do vou think 10 apply this study 1o clinical practice? '

(E%E) Neutralizing agents for IL-1 or MMPs may have therapeutic use to contral ameloblastoma tocally.

(351815} Docs ameloblastoma has malignancy? How do you think about that?

(E1%) Based on WHO classﬂmatmn most of ameloblastoma are benign tumor. However, there is a rare malignant
Lype of ameloblastoma.

(¥ fH6) Why did you use d:fferent species cell line (maouse and human)? Can you say that these data represent exact
results in humman? .

{E4&) It was very useful for the determination of the origin of cytokine and MMPs in the CM using human or mouse
specific ELISA kit. It is not so strange to use difference species to investigaic their reactions (ref3,efe). Of course
further studies are needed to whether our findings reflected pathological phenomsna in human ameloblastoma.
{Eﬁ:ﬁ?} IL-1Ra inhibits these cytokines fhrough indirect phenomena, is it OK to hink thal way?

{[E1%&) No, AM-3 itself secrets IL-1a and it {s reported that IL-1 induced MCP-1 in several celis.

{E2F58) MMP-2 is the highlight in this study, what makes MMP-2 different from other MMPs?

{E2) it sugpested the existence of MMP2-inducing signal pathway driven by osteoblast-derived soluble molccules
(ZRH9) MCP-1 is a ligand, for CCR2, and RAWTES also binds to CCR2. What is the funétion of CCR2 in
ameloblastoma? ' .

([E&) Most chemokine receptors can bind to several chemokine. Based on lhese, we may assume that CCR2 may
play a role in the ameloblastoma-bone microenvironment on bone remodeling process. Further study is needed ta
investigate this. '

(#8110} What do you think about the interactions of ameloblastoma with T cell and Macraphage cell?

(&) As a tumor, ameloblastoma will be recognized as a forcign material and activate the host defense.
Macrophages detect the presence of microbes and initiate immune response. T cells recognize foreign antigens and
carty out adaptive immune response. {dbbas et al., Basic immunology 6" ed, 2020, 1-4). In addu:on, ameloblaston
cells were reported to induce differentiotion of macrophages inte osteociasts.

(B RH11) In supp. Fig.2 how do these cytokines act on osteoclasts?
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{1 11) In supp. Fig.2 how do these cytokines act on osteoclasts? .
{|E%) [L-6 is regulating the differentiation of osteoclast progenitor cells into ma‘mre osteoclasts. MCP-1 was reported
in the recruitment of mononuclear cells and participated on the fusion of preosteoclast to mature osteoclasts. RANTES
has similar actions in promoting osteoclast fusion and survival, (Lorenzo ef al., 2016; Mulholland et al., 2019; Brylka
et al., 2019; Siddiqui et al., 2017)
(R 12} What do you know about the relatlonshlp between ameloblastoma and other stromal cells (fibroblast,

endothelial cells, growth factors)?
(M%) Scveral studics investigate the relationship of ameloblastoma and osteoclast (Kibe ef al., 2013, Sandra et ai,
207¢). Other reports were investigating ameloblastoma and stromal (ibroblast (Fuchigami et al., 2014, 2017), and
ameloblastoma stromal cells and growth factors and its receptors such as FGF, VEGF and PDGF (Zhong et al., 2011;
Tbrahim at al, 2022; Kato et al., 2014; Kumamoio et al, 2002)
{#|8) 13} In supp. Fip.1 showed that IL-1c and IL-1p showed different pattern in culture supernatant. Why do you
think it was different?
{FE%) There are many processes between transcription and translation that might cause this. Other possibilitics arc
post-transcriptional control mechanism and the possible interference role of miRNA, ncRNAs, cic.
(http:/fwww.nebinlm.nib govipubmed/22411467)
(Z 5 14) In fig. 1, RANTES production was still high ever after treatment with IL-1Ra, what is the possible factor for
this ather that IL-17
1 (E&) It is well known that most chemokines can bind to several chemokine reccptors This might be the possible
factor that caused RANTES still showed relatively high expressions.
(™ 15) Do other amsloblastoina cell lines express IL-1¢? How general is it?
(=) We did not have the data of IL-1¢ production by other ameloblastoma cell lines. However, we have shown that
the retention of IL-low in the patient’s cystic fluid. Considering several studies also showed data of IL-lc from
ameloblastoma (OMta et al. 2017, Fuchigami et al., 2014; Zhong ef al., 2011; Sandra et al, 2005), 1L-1c might
contribute to the general pathogenesis of ameloblastoma, '
(1 18) About the ELISA experiment, why did you pick only a few cytokines?
([@% ) This study used an assay platform that simultaneonsly quantifies the concentrations of multiple cytokines, In the
condition of this study, the results showed only these 3 cytokines (IL-&, MCP-1, and RANTES) wers highly expressed.
(ELPE 17) Osteoblast also cxpressed RANKL, did you check the cxpression of RANKL from osteoblasts?
([E%&) No, we did not check the expressions of RANKEL from MC3T3-El osteoblast cells.
(ELFE 18) MC3T3-El cells shown to modulaté tumor growth, and the use of ncuh‘ahzmg antibody of IL.-6 did not show
effect on the tumor growth, how about the other cytokines?
(&%) We have not cheeked the effect of MCP-1 and RANTES vet on tumor grow’ch
([ 19) Why did amcloblastoma appear in the mandible rather than maxilla regarding this study?
(IE1%8°) It might be because of the differences of bone structure, Mandibular bone is denser than the maxilla, and it was
shown that the dense quality of the bone effect the rate of bone remodeling process in the bone, (Speight and Hunter,
2021,  Diggnostic  Histopatholegy — of  Tumors, chapler 6.2 7’3-300; Park ef al, 2008
https:/idoi.arg/10.1016/ asodo. 2006.01,044),
{ZLI8] 20) Previous report shown high expressions of MMP-9, while fn this stucly, it was MMP-2. What do you think
about it? And what is the role of MMPs in the osteoclastogenesis?
()% ) MMPs were known to be involved in the degradation of bone matrix. Supp. table 2. showed that the expressmns
of MMP-9 were constitutively high but not modulated in the presence of MC3T3-El osteoblast CM, AM-3 cells
already produced high amount of MMP-9 in the basal condition. This study indicated the novel inter-cellular induction
system of MMP-2 in amcloblastoma cells.
(L 21) What do you think about RANK-RANKL with MMPs for osteoclastogenesis?
| (B1%5) It was reported that RANKI. modulate MMP-9 expression during osteoclast differentiation in macrophage cell
linc (Sundaram et al., 2006). However, it is unclear whether MMPs are essential for osteoclastogenesis.
(BLF 22) Why did migration capability was activated even though ameloblastoma is benign fumor?
([F1%F} Whether the cells are mali gnant or benign, cellular migration can occur both in physiological and patholoalcal
conditions,
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