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Q1. Why South Korea has high incidence of pancreatic ductal adenocarcinoma (PDAC)?
A: High incidence of PDAC in South Korea are due to obesity, diabei:es, spicy food or family history of genetic syndrome.
Q2. What are the risk factors for PDAC? v ' .
A: The exact risk factors for PDAC are still unknown but some factors are related to increase the risk of PDAC such as smoking,
drinking alcohol, family history of PDAC, blood group, diabetes, and so on. g
Q3. In Table 1, why is the incidence high in pT3 tumor?
A: Since it is very difficult to detect early PDAC, the incidence of pT3 is high.
Q4. How do you select patients for the neoadjuvant chemotherapy?
A: We could not prolong the prognosis of PDAC by surgery alone. Recently, we often adopt the neoadjuvant chemotherapy
except for early PDAC.
QS. What is the recurrence pattern of PDAC?
A: There are various types such as local recurrence, blood borne recurrence, disseminaﬁon and mixed recurrence. The most
frequent recurrence is liver metastases. ‘
Q6. In Figure 6, which are most important downstream genes‘7
A: Important downstream genes for RACGAP1 with a poor prognosis of patients with PDAC are MMP28 and ANLN as their p
value is less than p<0.0005. So, these are considered as most important downstream genes.
Q7. In Figure 7, what is z-score?
A: Z-score is a sample which indicates the No. of standard deviations away from the mean of expression and the formula for z-
score is, z=expression in tumor sample or mean expression in reference sample divided by standard deviation of the expresswn in
reference sample.
Q8. What is your next step and any plans toward clinical application? v
A: Our next step is to check the mechanisms including the malignant properties of PDAC and target genes will be searched for
further treatment in the clinical application. Regrettably, the current status doesn’t allow the use of microRNA-based therapy as a
standard anti-cancer treatment. The clinical trials of miRNA-based therapies in cancer patients are ongoing.
Q9. In Figure 1A, why miR-204-5p is completely suppressed in both cell lines?
A: Because m1R-2045p has pure PDAC cell lines, they are completely suppressed in PANC1 and SW1990.
Q10. What is the factor that both cell lines are suppressed?
A: The factors that both cell lines are suppressed are the expression of miR-204-5p in these cell lines. miR-204-5p was found to
significantly downregulated in PDAC specimens. ‘ _
Qll.In Figufe 1B, C, D why in migration/invasion assay cell lines suppressed but in proliferation assay is not suppressed?
A: That is probably because miR-204-5p mainly related to cell motility. ‘
Q12. In Figure 2, how do you define the high and low level of protein expression?
A: We defined the high and low expression as mean value according to the disease-free survival and overall survival of PDAC
patients based on data from the TCGA database.
Q13. In Figure 3A, why normal cell lines were not used?
A: We couldn’t get normal pancreatic cell lines. So, normal cell lines were not used here.
Q14. In Figure 3C, RACGAP1 expression was found in some cancer cells, but the others not? What is this difference?
A: One of the reasons in different expression of RACGAP1 was histologic type such as well-, moderately and poorly k'
differentiated adenocarcinoma. Another reason is heterogeneity of tumor cells.

' Q15. Was RGCGAPI expression found in normal condition?
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A:In the normal condition, RACGAP1 has no or less expressron
Qlﬁ What is the mechanism of upstream control in er-204-5p? _
A: The mechanisms of the upstream ‘control in mlR -205p suppress are unknown Transcnptxon factors and epigenetic effects
might control it. '
Q17. What types of inhibitors are target for RACGAPl'7
A: Inhibitors such as HSP90 and 17AAG are currently entered as the phase 2 chmcal trials an antl-cancer agent in breast cancer
and Tangshan formula for diabetic kidney dxsease is effective for the inhibiting of RACGAP1-stata-5 mediated cell proliferation.
Q18.In RACGAPI, what are the other GAP and what happens if the other GAP gene increase? ’

A: High RACGAP! actmty can move and the RAC affect is invasive and can be negatively regulate and the GAP protein can
promote cancer cells, And RAC should be actlvated with GAP and GAP Jjunction are involved in the cell growth control.
Q19. Is there early detect:on of the rmR-204-5p level or RACGAP] level in cancer patrents?

A: Our present study showed that RACGAPI was over expressed in PDAC and in this series, early detectlon of the er-204-
and RACGAP1 level was not found in PDAC patrents. But RACGAPI inhibits the cell migration and i mvasron, and the miR204-
5p was downregulated in some cancers. At present, there isno speciﬁc biomarker for miR-204-5p. :

- Q20. What is the exact dlfference between mlcroRNA and siRNA? l .

' A Formatxon process is the same, are processed inside the cycle by the enzyme called dicer and mcorporated into RISC siRNA is

consrdered exogenous double stranded RNA, which is taken up by the cells, while miRNA i isa smgle stranded.

| Q21. What s the function of RACGAP1? , A ,

A: The function of RACGAP] is that gene encodes a GAP and a component of the central-spindlin complex. That protein plays

] an 1mportant regulatory role in the cell. growth, cell dxfferentxatlon and cytokmesxs etc., and this protein binds actlvated fonn of
Rho-GTPase and stimulates GTP hydrolysis, resulting in negatrve regulatlon of Rho-medlated s1gnals

Q22. Why GTPase is negatively control and why the prognosis 1s poor? - '

A: As a GTPase activating protein, the RACGAPI binds to actlvated G proteins to stimulate GTPase hydrolysrs and inactivates
the G protein. So, this protein binds actlvated form of Rho-GTPase and in the results of negative controls Thus, the patrents thh
high RACGAP1 expression has poor prognosis according to the TCGA database of thrs study.

Q23. Are gene proﬁles of KRAS, TP53, CDK and SMAD 4 famous for PDAC?

A: Somie studies showed that KRAS, TP53 and SMAD are driver oncogenes in PDAC KRAS is mostly mutated in PDAC, which
involved in cancer progression while TP53 i is most frequently mutated genes in all cancers KRAS mutation is found in about 70%
in PDAC CKD are tumor suppressor whrch regulates cell cycle progression by mhlbltmg cyclmD~CDK4 '
Q24 Please explam Figure 2 again. .

A: In this ﬁgure, we selected 7 targeted genes by rmR-204-5p according to the chmcal significance of the expression level from
the TCGA. But we focus on RACGAP1 because its high expressron level was most, srgmﬁcantly associated with.a poor prognosis
in patients with PDAC compared to other 6.genes in thls figure.

, Q25 Why the patlents wrth hlgh RACGAP]expressron has poor prognosrs?

A: From the TCGA database, the messenger RNA level is low, so the high RACGAP] has the poor prognosxs

Q26. In Figure 3, what kind of tumor cells in nucleus site or any other site are stained? o

A: RACGAP1 protein expressron by IHC was mamly found in the nucleus in the PDAC clinical samples. RACGAPI was .
strongly expressed in the PDAC lesions, but 1ts expression was not recogmzed in noncancerous epithelial tissues. '
Q27.IsRACGAPI a promotor or mlubltors"

A: RACAGAP is a tumor suppressor but not activator. So, in PDAC RACGAP1 is actmg as a promotor, but not inhibitor.

Q28. In RACGAP1, what is the GTPase act1v1ty‘7

A' In RACGAPI GTPase activity is to 'bind activated G protems to stimulate the GTP hydrolysrs, and the function of these
GTPase actlvatmg proteins opposes the guanine nucleonde exchauged factors which stimulates the G protem activation. In a
recent study, Yin C etal (Oncology 2019 97: 155—163), has revealed the potent1a1 of RACGAPl as an oncogemc driver.

Q29. Can RACGAPI bea therapeutic target"

A: The RACGAPI and the RACGAP1 medlated genes are possrble potential therapeutxc targets for PDAC. :
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