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F—%5|F : Monitoring of Human Mesenchymal Stem Cell Differentiation with Histo- or Biochemical Assays and miRNA Expression Analysis (Lonza CD-P0045 02/14)
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Figure 2. Chondrogenic Differentiation hMSC were
differentiated with the hMSC Differentiation BulletKit™ —
chondrogenic (Lonza, PT-3003) in the presence or
absence (undifferentiated control) of 10ng/ml TGF-83
(Lonza, PT-4124). Chondrogenic differentiation was
monitored on the indicated days using Alcian blue 8GX
staining (Sigma, A3157). Absorption was measured with
the FLUOstar Omega (BMG Labtech) at 610 nm [data is
expressed as mean & SD for 3 replicates]. All lots
underwent chondrogenic differentiation as measured by
glycosaminoglycan production compared to
undifferentiated controls. Lot-to-lot dependent
variability was observed.

Figure 3. Osteogenic Differentiation hMSC were
differentiated with the hMSC differentiation BulletKit™ —
osteogenic (Lonza, PT-3002) according to manufacturer’
s instructions with exception of the seeding density
[1,85E+03 cells/cm?2]. Osteogenic differentiation was
monitored on the indicated days with the Osteolmage™
Mineralization Assay (Lonza, PA-1503). Fluorescence
intensity was measured with the Fluoroskan Ascent
[Labsystems; excitation 485 nm/emission: 520 nm; 293
data points/well; data is expressed as mean £ SD for 1 —
3 replicates]. All donors underwent osteogenic
differentiation as measured by hydroxyapatite
deposition of cells. Lot-to-lot dependent variability was
observed with respect to total amounts of deposited
hydroxyapatite per well as well as the time required for
detectable hydroxyapatite deposition.

Figure 4. Adipogenic Differentiation hMSC were
differentiated with the hMSC Differentiation BulletKit™ —
adipogenic (Lonza, PT-3004) according to manufacturer’
s instructions. Cell differentiation was monitored on the
indicated days with the AdipoRed™ Assay (Lonza, PT-
7009) containing the hydrophilic stain Nile Red.

A) Fluorescence intensity was measured with the
Fluoroskan Ascent [Labsysstems; excitation 485nm/
emission: 538nm; 293 data points/well; data is
expressed as mean £ SD for 1 — 3 replicates].

B) Exemplary fluorescence microscopy overlay. Nile Red
stained intracellular triglyceride droplets are shown in
red. Hoechst 33342 stained nuclei are shown in blue.
Scale bar: 200 pm. All hMSC lots underwent adipogenic
differentiation as measured by the accumulation of
intracellular lipid droplets within the cells. The
percentage of differentiated cells and/or the total lipid
content per cell varied between different lots.
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