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Figure 8: Expression levels evaluation of miR-143 and miR-548c on parental and VP-16 resistant
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The aim of this work was: 1) Evaluate the potential of LQBs compounds (LQB -118,-192, -223, -266, -268 and -326) as a drug targeting
human topoisomerases (hTopo land lla); 2) Develop acute leukemia cell lines resistant to etoposide (VP-16); 3) Investigate the effect of
the most promising compounds in the induction of cell death in cell lines sensitive and resistant to VP-16. B) B conraaen o son SR
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CCRF-CEM (acute lymphoid leukemia) and U937 (acute myeloid leukemia) cell lines were cultured with increasing concentrations of o I - \1 ) o B e e & - \':H';
VP-16 to develop the resistant cell lines CEM-R and U937-R. Cell viability was assessed by MTT assay and the IC50 was determined. R ERSASEE RIS FESTSLT IS fESIIFLTIIS JISIISS A
MDR profiles were investigated through evaluation of P-glycoprotein (Pgp) expression and also the function of Pgp and BCRP proteins ) ) Figure 10: Cytotoxic effect of LQB-118 (A) and LQB-223 (8] compounds after 24h, 4h and 72h
by flow cytometry. The expression of human topoisomerases was assessed by Western blot and the level of miR-548c and miR-143  Figure9: Cytotoxic effect of LQB-118 (A) and LQB-223 (B) compounds after 24h, 48h and 72h treatment of treatment of parental (U937) and VP-16 resistant (U937-R) acute lymphoid leukemia cell lines

. . . parental (CCRF-CEM) and VP-16 resistant (CEM-R) acute lymphocytic leukemia cell lines evaluated by MTT.
were analyzed by gRT-PCR. Cell lines were treated with LOB-118 or LOB-223 and after treatment, the cell cycle profile and cell death statistical analysis (ANOVA followed by Bonferroni post-test) were performed comparing parental with

was evaluated by flow cytometry. The mechanism of action of LOBs compounds were investigated through molecular modeling studies  resistantcellline (*p<0.05;**p<0.01and***p <0.001)

evaluated by MTT. Statistical analysis (ANOVA followed by Bonferroni post-test) were
performed comparing parental with resistant cell line (* p <0.05; ** p<0.01 and *** p<0.001).
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Figure 3: Relaxation DNA assay showing the effect of LQBs compounds on Figure 4: DNA topoisomerases mechanism of inhibition by LQB-118 and LQB-223 analysis. (A) DNA cleavage assay. 3,0uM 60uM 3,0uM 6,0 UM 1,5uM 3,0uM 1,5uM 3,0uM
inhibition of human DNA topoisomerases | and lla enzymes. (A) Assay with (B) DNA unwinding assay.
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Topo S blind docking with LQB-115 Spelipiting COsgIE A feine biding site Figure 13: LQBs-118 and-223 effect on cell death induction in parental and VP-16 resistant acute leukemias cell lines. DNA fragmentation induction was Evaluated by flow cytometry in A) U937 and U937-R AML
:::: ::::::E: = :2 2265 cell lines, Following 24h exposure to LQBs and in B) CCRF-CEM and CEM-R ALL cell lines, Following 48h exposure to LQBs.
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Figure 5: Theorical study of LQBs-118 and -223 binding in DNA topoisomerases. VP-16 crystal in represented in blue and LBQ-118 docking in cyan. 900 conformations of each LQB were evaluated over Suppo rtEd by: INCA, M | N |Sté I‘iO da Sd l]de, | NCT, FAPERJ, CN Pq, Prog Fama de OﬂCObiOlogia (U FRJ/FU ndagﬁo

Topoisomerases and the interactions areas were divided into different groups (G1-G7) with the prefered ones marked in red circles. The table shows the total energy values for all docking experiments. d C A
o Cancer).
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Figure 6: Characterization of Developing acute leukemia cell lines resistant to etoposide (VP-16). Cell viability after exposure to effect different VP-16 Concentrations During 24h, 48h and 72h. (A) Parental acute SAODE
lymphoblastic leukemia (CCRF-CEM) and resistant (CEM-R) cell lines and (B) Parental acute myeloid leukemia (U937) and resistant (U937-R) cell line. Statistical analysis (ANOVA Followed by post-test Bonferroni)
were performed comparing parental with resistant cell line (* p<0.05, ** p<0.01 and *** p<0.001).
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