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expression western blotting using HSP47 antibody. Lane 1 mutant
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Percentage of Caspase-3 of osteoclast cells in each group. The results
are expressed as the mean ±standard error of the mean (n=5 for each
group. *P<0.016 (control vs high dose), P<0.55 (control vs low dose)
and **P<0.005 (Low dose vs high dose).
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MFI (median) caspase-3 of osteoclast cells in each group. The results
are expressed as the mean ±standard error of the mean (n=5 for each
group. *P<0.008 (control vs high dose), P<0.99 (control vs low dose)
and **P<0.005 (Low dose vs high dose).
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the analysis of RANK+Caspase+ cells. Firstly, cells were gated on the
basis of FSC and SSC followed by gating of RANK+ cells (P2) which
is mainly expressed by osteoclasts cells. Further these osteoclasts cells
were analyzed for Caspases activity (P3).
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Effect of rhPTH and ZOl alone or sequential treatments on U2OS cells
to establish the dose. The gene expression levels of ALP and IGF-1 on
48 hours using RT-qPCR analysis normalized to 18S. The effective
dose-5µg of rhPTH was determined, The results are expressed as the
mean ± standard error of the mean (n=3 for each group) triplicates
ALP, Alkaline phosphatase: IGF-1, Insulin-like growth factor 1.
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Effect of rhPTH and ZOl, alone or sequential treatments on the
viability of U2OS.Cell viability was analyzed using a MTT assay.
U2OS cells were seeded in 96 well plate and cultured at 37C°
incubated with DMEM-F12 medium in the presence 5µg of rhPTH,
1µmol of ZOL, alone or sequential treatments for 0,24,48 and 72
hours. The results are expressed as the mean ± standard error of the
mean (n=3 for each group) triplicates. No significant change was found
in each group. ZOL, Zoledronic acid, rhPTH recombinant human
parathyroid hormone, MTT (3-(4, 5- Dimethylthiazol-2-yl)- 2,5diphenyl tetrazolium bromide.
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Effect of rhPTH and ZOl, alone or sequential treatments on the ALP
activity of U2OS. U2OS cells were seeded in 96 well plate and
cultured at 37C° incubated with DMEM-F12 medium in the presence
5µg of rhPTH ,1µmol of ZOL ,alone or sequential treatments for 48
hours. The results were expressed as the mean ± standard error of the
mean (n=3 for each group) triplicates.*P<0.05 compared with
untreated group. ZOL, Zoledronic acid, rhPTH recombinant human
parathyroid hormone.
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Light microscopic images shows Calcium ion form precipitate with
alizarin. The results are expressed as the mean ± standard error of the
mean (n=3 for each group). The maximum effect of mineralization was
achieved with rhPTH followed by ZOL treatment group, as

demonstrated by increased quantification of Alizarin Red-S, No
statistical difference was found.
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Effect of rhPTH and ZOl, alone or sequential treatments on the
Mineralization of U2OS. U2OS cells were seeded in 96 well plate and
cultured at 37C° incubated with DMEM-F12 medium in the presence
5µg of rhPTH, 1µmol of ZOL, alone or sequential treatments for 48
hours. Graph showing quantitative analysis of Alizarin stain.
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Effect of rhPTH and ZOl, alone or sequential treatments on U2OS
cells. The gene expression levels of a) ALP, b) COL1A1 and c) OCN
for 48 hours using RT-qPCR analysis normalized to 18S. The results
are expressed as the mean ± standard error of the mean (n=3 for each
group). *P<0.021,**P<0.008 ***P<0.001.ALP ,Alkaline phosphatase:
OCN, osteocalcin: COL1A1, collagen type 1.

Fig.56:

Immunocytochemistry of Osteocalcin protein in response to rhPTH
and ZOL in Osteoblast cells. (a) Untreated cells (b) rhPTH treated cells
(c) ZOL treated cells (d) rhPTH followed by ZOL treated Cells (e)
ZOL followed by rhPTH treated cells.

