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Figure 2.4 Gating strategy applied for excluding debris and dead cells. 
A FS vs SS density plot was created to distinguish cell populations. Debris and dead cells lying at the 

bottom left hand corner of the plot were removed from analysis by drawing a region around the cells of 

interest as shown above. 

 

To apply the principles of sequential gating (Figure 2.5), two parameter density plots 

displaying two fluorochromes one on each axis were created to determine the co-

expression of surface markers. The two parameter plots were split into four quadrants to 

enable visualisation of four distinct subpopulations within the ASCs as shown in Figure 

2.6. Cells falling into the upper left quadrant were negative for the x-axis fluorochrome 

and positive for y-axis fluorochrome, whereas ASCs in the lower left quadrant represented 

cells negative for both the x and y axis fluorochromes. Cells in the upper right quadrant 

were positive for both the x and y axis fluorochromes, while ASCs in the lower right 

quadrant were positive for the x-axis fluorochrome and negative for the y-axis 

fluorochrome. 
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Figure 2.5 Sequential gating strategy principle applied to determine the intact ASC 
immunophenotype. 
The first gating startegy identified ASC CD44/CD90 expression, followed by a second gating startegy which 

indicated ASC CD44/CD90/CD73/CD45 expression and lastly a third gating strategy identifying ASC 

CD44/CD90/CD73/CD45/CD36/CD34 expression. 

 

Following the selection of intact cells using FS vs SS density plot (Figure 2.4). The first 

two parameter density plot was created to identify intact cells that expressed CD90 and 

CD44 (Figure 2.6A). Having identified CD44+/CD90+ cells, the next step was to 

determine the percentage of the CD44+/CD90+ cells that expressed CD45 and CD73. 

This was done using a second two parameter density plot (CD45 vs CD73) which was 

gated on CD90+/CD44+ ASCs (Figure 2.6B). This density plot now indicated the 

CD90/CD44/CD73/CD45 expression profiles of the ASCs. Thereafter a third two 

parameter density plot showing CD34 vs CD36 and gated on 

CD90+/CD44+/CD73+/CD45- ASCs was created (Figure 2.6C). This density plot 

indicated the CD90/CD44/CD73/CD45/CD36/CD34 expression profiles of the ASCs and 

thus the immunophenotypic profile of all six markers.  

 

Unstained control ASCs were used to set the region limits (as shown in Figure 2.6), in 

order to allow for the detection of positive fluorochrome staining. Positive expression of 

fluorochromes was indicated by fluorescence shift from the lower left quadrant (Figure 
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2.7). According the IFATS and ISCT, to be classified as ASCs cells should be positive for 

CD73, CD105, CD44, CD90, CD36 (weakly positive), CD34 (variable) and negative for 

CD457,8. The expression of CD34 has been reported to be subsequently lost during cell 

culture. In addition various studies have also reported that the expression levels of CD34 

vary in cultured ASCs7,8,10.  

  

 
 
Figure 2.6 Unstained surface marker expression profiles. 
Unstained ASCs were used to set the region limits, allowing for the detection of positive fluorochrome 

staining. (A) represents CD90/CD44 expression profiles, (B) shows CD90/CD44/CD73/CD45 ASC 

expression profiles and (C) represents CD90/CD44/CD73/CD45/CD36/CD34 expression profiles. 
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Figure 2.7 Positive surface marker expression profiles. 
Example of an ASC culture positively stained with surface marker antibodies showing the relative 

expression profiles of CD90/CD44/CD73/CD45/CD34/CD36. (A) shows CD90/CD44 expression profiles, 

(B) shows CD90/CD44/CD73/CD45 ASC expression profiles whereas (C) represents 

CD90/CD44/CD73/CD45/CD36/CD34 expression profiles. 

 

2.4 Treatments and differentiation of ASCs  

Following isolation, expansion and characterization of ASCs, adipogenic quantification, 

ROS measurement assays and fluorescent microscopy imaging were performed. For 

adipogenic quantification and ROS measurements, ASCs were seeded in 6-well plates 

and in 12-well plates for fluorescent microscopy imaging. Figure 2.8 and Figure 2.9 show 

the experimental layout for the 6- well plates. Figure 2.10 shows the experimental layout 

for the 12-well plate used.  
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Figure 2.8 Experimental 6-well plate layout for Day 0. 
Three wells were seeded for day 0 baseline adipogenic quantification, intra and extracellular ROS assays 

measurements. The other three well were seeded for the intracellular ROS assay TBHP positive control.  
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Figure 2.9 Experimental 6-well plate layout for day 14 and day 21. 
For each of the treatment conditions a day 14 and day 21 plate was set up as shown above for the induced 

and non-induced ASC cultures. Two wells each were reserved for adipogenic quantification and intracellular 

ROS assays, whereas wells in column 3 were reserved for extracellular ROS measurements. 
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Figure 2.10 Experimental 12-well plate layout for fluorescent microscopy imaging. 
Two wells (shown by the red arrows) were seeded for day 0 baseline imaging (i). Day 14 time point plate 

set up was as shown (ii and iii), two 12-well plate each for induced and non-induced ASCs cultures. The 

day 21 time point had the same plate layout. Each of the nine treatment conditions is represented by the 

arrows, ASCs were seeded in two wells for each of the treatment condition.  

 

The detailed experimental procedures for ASCs seeded in 6-well and 12-well plates were 

as follows: ASCs were seeded in 6- and 12-well plates at a density of 5 000 cells/cm2 in 

complete DMEM medium without pyruvate (Figures 2.8 to 2.10). ASCs were then 

incubated at 37 °C and 5% CO2  until they reached 90 to 100% confluency. Change of 

medium was done once every three to four days. Approximately 4 days before the 

expected day of cells reaching 90 to 100% confluency, medium was changed to DMEM 

without pyruvate and without phenol red. This was done because phenol red interfers with 

florescence and flow cytometry measurements11. From this point onwards, complete 

DMEM referes to complete DMEM without pyruvate and without phenol red unless 

otherwise specified. Once the ASCs reached 90 to 100% confluency in the 6-well and 12-
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well plates, they were then subjected to different treatments and induced to differentiate 

as follows: 

 

2.4.1 Adipocyte differentiation 

Medium in three of the wells in a 6-well plate (one plate per condition per time point) was 

changed to adipogenic induction medium containing complete DMEM supplemented with 

adipogenic induction medium which consisted of 1 M dexamethasone (Sigma-Aldrich), 

0.5 mM 3-isobutyl-methylxanthine (Sigma-Aldrich), 200 M indomethacin (Sigma-

Aldrich), 10 g/ml human insulin (Sigma-Aldrich) while the remaining three wells were 

maintained in complete DMEM medium and served as non-induced controls. Adipogenic 

induced and non-induced ASC cultures were then incubated in their respective culture 

media for 0, 14 and 21 days. Four independent ASC cultures were used. Two wells in 

each 6-well plate (one induced and non-induced) were reserved for the extracellular ROS 

assay (Figure 2.9). Following adipogenic induction, medium was changed once every two 

days. Lipid formation in differentiated ASCs was measured on day 0, 14 and 21 post 

adipogenic induction using the Gallios flow cytometer.  

 

2.4.2 Trypsinisation of ASCs  

At the respective time points post induction, ASCs were trypsinised from 6-well plates. 

Medium was aspirated from the respective wells, followed by the addition of 500 μl 

trypsin-EDTA (Gibco®) and incubated for 15 minutes. Once dislodged, this cell 

suspension was neutralized with 500 μl of complete DMEM medium. This cell suspension 

was then transferred to separate 15 ml tubes, one for induced cells and the other for non-

induced cells using a disposable Pasteur pipette. The volume of this cell suspension was 

then topped up to 4 ml with complete DMEM medium.  

 

Thereafter, appropriate volumes of the resulting cell suspension was split into different 

aliquots each for the following assays: 

i. Nile Red adipogenic quantification 

ii. 7-AAD viability 

iii. CellRox® Deep Red intracellular ROS measurement 
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iv. MitoSOX™ Red Mitochondrial ROS measurement 

 

2.4.3 Flow cytometric adipogenic quantification   

On day 0, 14 and 21 post differentiation, flow cytometric quantification of adipogenesis 

was done using the Gallios flow cytometer. ASCs were trypsinised from the 6-well plates 

as described in Chapter 2 section 2.42. Following trypsinisation, 1 ml of the cell 

suspension was stained with Nile Red and DAPI stain. Cells were treated with Nile Red 

stain to a final concentration of 0.02 µg/ml and with 5 ng/ml DAPI final concentration. This 

suspension was then incubated at 37 °C for 30 minutes followed by flow cytometric 

analysis immediately. Care was taken to handle cells gently and no additional washing 

steps were included to prevent release of intracellular lipid droplets by differentiated 

adipocytes. Adipocytes are known to be fragile cells that need to be handled with care. 

Nile Red stain was chosen for use in this study instead of the widely-used Oil Red O stain 

because Oil Red O is relatively cell impermeable and does not penetrate live cells. Thus, 

use of Oil Red O is mainly limited to analysis of dead cells, the dye is also non-fluorescent 

and therefore unsuitable for flow cytometry12. Whereas Nile Red stain can be used 

quantitatively via flow cytometry to stain either live or dead adipocytes13,14.  

 

 Elimination of dead cells 

In flow cytometry, it is critical to identify and remove data points representing dead cells 

to ensure accuracy of results15. DAPI is a DNA binding dye that will only penetrate cells 

with compromised membranes, an indicator of cell death. Once the dye enters the cell it 

binds to DNA and fluoresces. The fluorescent cells represent dead cells and can therefore 

be gated out. To ensure that data analysis was done only on viable cells with intact 

membranes. The following gating strategy was implemented using Kaluza analysis 

software: Gating strategies were set using day 0 non-induced, untreated ASCs which 

served as the negative control. These settings were then applied to the rest of the 

conditions throughout the differentiation period to detect any changes in either Nile Red 

composition or intracellular ROS levels. 
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First level gating was done to identify viable ASCs and this was done by creating a side 

scatter Log vs DAPI FL9 density plot (Figure 2.11A). A region was then drawn on the 

DAPI dim population which represented viable ASCs. The DAPI bright cells to the right of 

the DAPI FL9 plot represented dead cells and were gated out as shown on Figure 2.11A 

Thereafter, a forward scatter (FS) vs side scatter (SS) Log density plot was created and 

this was gated on the viable cells (Figure 2.11B). This was to exclude debris as well as 

any remaining dead cells. Dead cells and debris tend to have lower FS levels and are 

usually located at the bottom left corner of the FS/SS density plot. A region was drawn on 

the intact cells leaving out the debris as shown in Figure 2.11B and these cells were 

identified as ASCs.  

 

 

Figure 2.11 Gating strategy for viable and intact ASCs. 

Non-induced, untreated ASCs at day 0 were used to set the gating controls. Only viable cells were used 

for data analysis, dead cells and debris were removed from analysis. DAPI bright cells represented dead 

cells and were excluded from analysis (A). Debris and remaining dead cells were excluded using the FS 

vs SS density plot (B).  

 

A B
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 Setup and gating strategy followed for Nile Red quantification  

To detect the proportion of cells that differentiated to adipocytes a SS Log vs Nile Red 

(FL2) density plot on viable ASCs was created. A region was drawn around the Nile Red 

(FL2) bright cells as shown on Figure 2.12 and these cells represented Nile Red positive 

cells. A shift to the right of the Nile Red (FL2) density plot signified an increase in lipid 

content and thus constituted differentiated cells.  

 

 

  
Figure 2.12 Gating strategy to detect the percentage of cells that differentiated into adipocytes. 
Adipogenic differentiation is represented by Nile Red positive cells in the Nile Red FL2 region  

 

2.4.4 Treatment of ASCs with vehicle control 

ASCs in this condition served as the untreated negative control. On reaching 90 to 100% 

confluency, complete medium was replaced with adipogenic induction medium (medium 

supplemented with 0.2% ethanol) for the induced ASC cultures. Medium was 

supplemented with 0.2% ethanol because the ROS scavengers Trolox and apocynin were 

dissolved in ethanol. Non-induced ASC cultures were maintained in complete DMEM 
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medium (medium supplemented with 0.2% ethanol). The cultures were then induced to 

differentiate as described in section 2.4.1.  

 

2.4.5 Treatment of ASCs with Trolox and apocynin 

On reaching 90 to 100% confluency, complete medium was replaced with adipogenic 

induction medium (medium supplemented with either 10 µM Trolox or 100 µM apocynin) 

for the induced ASC cultures. Non-induced ASC cultures were maintained in complete 

DMEM medium (medium supplemented with either 10 µM Trolox or 100 µM apocynin). 

The cultures were then induced to differentiate as described in section 2.4.1. Trolox and 

apocynin were maintained in the respective culture media throughout the set 

differentiation periods. 

 

2.4.6 Treatment of ASCs with hydrogen peroxide 

To mimic the effects of oxidative stress conditions, cells were pretreated with 20 µM H2O2 

for 24 hours as well as prolonged treatment with 20 µM H2O2 throughout the set 

differentiation periods. The value of 20 µM H2O2 was derived from literature as well as 

from a previous study conducted by an MSc student from our research group16. 

 

 Pretreatment of ASCs with hydrogen peroxide 

On reaching 90 to 100% confluency, medium supplemented with 20 µM H2O2 was added 

to ASC cultures (induced and non-induced) in complete medium and incubated for 24 

hours at 37 °C and 5% CO2. After 24 hours, the medium containing H2O2 was removed 

and then replaced with adipogenic induction medium supplemented with 0.2% ethanol 

(vehicle control) for the induced ASC cultures. The induced ASC cultures were then 

differentiated as described in section 2.4.1. The non-induced ASC cultures were 

maintained in complete medium supplemented also with 0.2% ethanol (vehicle control). 

The degree of adipocyte differentiation was assessed on days 0, 14 and 21 post 

adipogenic induction.  
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 Pretreatment of ASCs with hydrogen peroxide followed by 

addition of Trolox and apocynin 

On reaching 90 to 100% confluency, medium supplemented with 20 µM H2O2 was added 

to ASC cultures (induced and non-induced) in complete medium and incubated for 24 

hours at 37 ºC and 5% CO2. After 24 hours, the medium containing H2O2 was removed 

and then replaced with adipogenic induction medium (medium supplemented with either 

10 µM Trolox or 100 µM apocynin) for the induced ASC cultures. Non-induced ASC 

cultures were maintained in complete DMEM medium (media supplemented with either 

10 µM Trolox or 100 µM apocynin). The induced ASC cultures were then differentiated 

as described in section 2.4.1. Trolox and apocynin were maintained in the respective 

culture media throughout the set differentiation periods.  

 

 Prolonged treatment of ASCs with hydrogen peroxide 

On reaching 90 to 100% confluency, complete medium was replaced with adipogenic 

induction medium supplemented with 20 µM H2O2 and 0.2% ethanol (vehicle control) for 

the induced ASC cultures. Non-induced ASC cultures were maintained in complete 

DMEM medium supplemented with 20 µM H2O2 and 0.2% ethanol (vehicle control). The 

induced ASC cultures were then differentiated as described in section 2.4.1. The H2O2 

and vehicle control were maintained throughout the differentiation periods. The degree of 

adipocyte differentiation was assessed on days 0, 14 and 21 post adipogenic induction.  

 

 Prolonged treatment of ASCs with hydrogen peroxide followed by 

addition of Trolox and apocynin 

On reaching 90 to 100% confluency, complete medium was replaced with adipogenic 

induction medium supplemented with either 20 µM H2O2 and 10 µM Trolox or 20 µM H2O2 

and 100 µM apocynin for the induced ASC cultures. Non-induced ASC cultures were 

maintained in complete DMEM medium supplemented with either 20 µM H2O2 and 10 µM 

Trolox or 20 µM H2O2 and 100 µM apocynin. The induced ASC cultures were then 

differentiated as described in section 2.4.1. The H2O2, apocynin and Trolox were 

maintained throughout the set differentiation periods. The degree of adipocyte 

differentiation was assessed on days 0, 14 and 21 post adipogenic induction.  
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2.5 Flow cytometric quantification of intracellular ROS measurements  

Intracellular ROS measurements were performed using the CellROX® Deep Red assay 

reagent and the MitoSOX™ Red mitochondrial superoxide indicator reagent (Invitrogen 

by Thermo Fisher Scientific, Eugene, Oregon USA). At day 0, 14 and 21 post adipogenic 

induction, induced and non-induced ASCs were trypsinised from 6-well plates as 

described in Chapter 2, section 2.42. After trypsinisation non-induced and induced ASCs 

were pooled into separate 15 ml tubes and volume topped up to 4 ml with complete 

DMEM medium.   

 

One ml and 500 μl of the respective cell suspension was transferred into labelled flow 

cytometry tubes for the CellROX® Deep Red and MitoSOX™ Red assays respectively. 

For the tert-butyl hydroperoxide (TBHP) CellROX® Deep Red positive control, 1 ml of day 

0 cell suspension was first treated with 100 μM TBHP for 30 minutes at 37 ºC before 

subjected to the same procedure as for test samples. CellROX® Deep Red and 

MitoSOX™ Red reagents were added to cell suspension to a final concentration of 5 μM 

followed by the addition of DAPI (5 ng/ml). This mixture was then incubated in the dark at 

37 ºC for 30 minutes, washed twice with PBS and then resuspended in 1 ml of complete 

DMEM medium for immediate analysis using the Gallios flow cytometer. 

 

2.5.1 Setup and gating strategy followed for intracellular ROS measurements 

For the CellROX® Deep Red assay, a SS Log vs CellROX® FL6 density plot was created 

to detect total intracellular ROS levels (Figure 2.13A). A SS Log vs MitoSOX™ FL2 was 

created for mitochondrial ROS detection (Figure 2.13B). Mean fluorescence intensity 

(MFI) was the parameter used to assess intracellular ROS levels. MFI represents the 

quantity of a parameter per event, in other words the fluorescence intensity per cell, and 

is expressed as relative fluorescent units. In this case MFI represents the average amount 

of ROS present per given cell. All cells stained positive with the CellROX® Deep Red 

reagent, thus a region was drawn around all cells as shown in Figure 2.13A and the MFI 

of the selected cells was used. Interestingly we observed a MitoSox Red negative and a 

MitoSox Red positive population. Thus, for MitoSox Red we reported the MFI of the cells 

that stained positive for MitoSOX Red. For the MFI, a region was drawn around the 
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proportion of cells that stained positively with MitoSOX™ Red reagent as shown in Figure 

2.13B. A shift in cells to the right of MitoSOX™ FL2 density plot indicated an increase in 

the percentage of cells staining positively with MitoSOX™ Red reagent. The MFI 

corresponding to the selected positively stained cells was used.  

 

 
Figure 2.13 Gating strategy to detect intracellular ROS levels in differentiating ASCs 
Total intracellular cytoplasmic ROS levels were measured from the MFI of the cells in the CellRox Red FL6 

region (A). Mitochondrial ROS levels were represented by MitoSox Positive cells in the MitoSox FL2 region 

(B). 

 

 

 

 

 

 

 

 

A B
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Chapter 3: Isolation, expansion and characterization of adipose-derived 

stromal/stem cells 

 

3.1 Introduction 

Stem cells have generated great interest in the research and clinical fields and they have 

the potential to be applied in many areas. Stem cells hold great promise in regenerative 

medicine for use as cell based therapies mainly owing to their multilineage differentiation 

potential. Several clinical trials have been conducted using stem cells as cell based 

therapies for the treatment of various diseases such as acute myocardial infarction, liver 

cirrhosis and stroke1–3. Mesenchymal stromal/stem cells (MSCs) are adult stem cells that 

were initially isolated from the bone marrow. Bone marrow derived MSCs (BM-MSCs) 

can be differentiated into chondrocytes, adipocytes and osteocytes. However, the use of 

BM-MSCs is limited because of the relatively complex and painful isolation procedures. 

Also, cell yields from bone marrow aspirates are generally very low making the bone 

marrow a less ideal site for MSC isolation1,4. Interestingly, it was later discovered that 

MSCs could be isolated from almost all tissue types particularly umbilical cord, liver, 

adipose tissue, placenta, dental tissues among others1,5.  

 

Stem cells are often required in large numbers for use in most research and clinical 

applications. Thus, tissue sources which are easily accessible by minimally invasive 

procedures, and which provide high cell numbers with multilineage differentiation capacity 

will be an attractive option2,3,6–8. Adipose tissue is a readily and easily accessible tissue 

that can be obtained in relative abundance from surgical wastes following liposuction and 

abdominoplasty procedures. Acquiring stem cells from adipose tissue, considered as 

biological waste, is generally considered ethically acceptable and the isolated stem cells 

have good regenerative capacity. Consequently, adipose tissue is an attractive source of 

stem cells for most tissue engineering and regenerative medicine applications, thus, 

supporting the use of adipose tissue as the source for isolating stem cells2,4,7.  

 

To confirm that cells isolated from fat tissue are representative of stem cells, 

the International Federation for Adipose Therapeutics and Science (IFATS) together with 
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the International Society for Cellular Therapy (ISCT) guidelines were adopted. Under 

these criteria stem cells should be plastic adherent, positive for cell surface markers 

CD13, CD29, CD44, CD73, CD90 and CD105. Whilst, CD36 and CD34 are unstable 

positive markers present at variable levels. The cells should also be negative for the 

markers CD31, CD45, and CD235a. In addition, the cells also need to possess trilineage 

differentiation capacity into adipocytes, chondrocytes and osteoblasts9–11. Thus, this 

chapter therefore describes the procedures used in the isolation of ASCs from human 

lipoaspirate samples as well as the expansion and characterisation procedures used to 

ensure that isolated cells adhered to the IFATS and ICTS guidelines. 

 

3.2 Materials and Methods 

Isolation, expansion and characterization of ASCs was performed as described in 

Chapter 2, sections 2.1 to 2.3 respectively. 

 

3.3 Results 

3.3.1 Isolation and expansion of ASCs 

As per the IFATS and ISCT guidelines, adherence to plastic is a defining characteristic 

feature of ASCs. A proportion of the SVF cells were observed to adhere to the plate 

surface within 24 hours of incubation, on initial contact with plate surface, the cells had a 

spherical morphology. This was however lost with prolonged incubation period as the 

cells were observed to spread out forming a characteristic spindle shaped morphology 

resembling that of fibroblasts. Spherical shaped adherent cells were also observed but 

these were present in lower numbers. Further incubation promoted cell proliferation and 

the cells grew to confluency. Different ASC cultures exhibited different growth rates and 

thus time taken to reach confluency.  

 

3.3.2 Characteristics of the cell cultures used in this study 

The passage number, number of freezing cycles the cells were exposed to and time to 

confluency (per given passage) are summarized in Table 3.1. A total number of four ASC 

cultures from different donors were used in the study. Three of these were obtained from 
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solid adipose tissue, while one was from a lipoaspirate sample. The average time taken 

by adherent ASCs to reach confluency across the cultures at the different passages (P1 

and P2) was 14.5 ± 4.62 days (Table 3.1).   

 

Table 3.1 Characteristics of the different cultures. 

 

3.3.3 Characterisation of ASCs 

A six-colour antibody panel CD90/CD44/CD73/CD45/CD36/CD34 was used to 

characterise the immunophenotype of ASCs before seeding them in 6-well plates to 

investigate the different experimental treatments. Immunophenotyping showed that most 

ASCs were CD90+CD44+CD73+CD45- (98.25 ± 1.11%). The surface marker CD45 is a 

common leukocyte antigen that is expressed on original mature leukocytes. The average 

CD45 expression observed in the ASC cultures was 0.32 ± 0.21%. Different ASC 

subpopulations were observed in this study. Differences in the expression profiles of 

CD34 and CD36 contributed to this. Based on our gating strategy, the following four 

different ASC immunophenotypic profiles were revealed from the findings:  

 

i. CD90+CD44+CD73+CD45-CD34-CD36- (34.14 ± 8.15%) 

ii. CD90+CD44+CD73+CD45-CD34-CD36+ (31.30 ± 8.70%) 

iii. CD90+CD44+CD73+CD45-CD34+CD36- (30.73 ± 1.54%)  

iv. CD90+CD44+CD73+CD45-CD36+CD34+ (3.83 ± 0.98%) 

Culture Passage Frozen Time to 

confluency 

(days)

Average time to 

confluency per 

culture (days)

SA060218-01 A P1/P2 F0 1 0 19 19.5

2 20

A141117-01 A P1/P2 F1 1 1 7 7

2 7

SA230118-01 A P1/P2 F0 1 0 19 15

2 11

SA211117-01 A P1/P2 F0 1 0 13 16.5

2 20
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3.4 Discussion 

In this study, we have employed procedures that have been optimised in our laboratory 

to isolate ASCs from human adipose tissue for the purposes of investigating the effects 

of ROS scavengers on adipogenesis. Literature has shown that there is no standardised 

procedure for isolating ASCs from fat tissue samples. These differences in ASC isolation 

procedures between different laboratories have made inter-laboratory comparison of 

isolated ASCs difficult. The IFATS and ISCT have therefore established guidelines to 

assist in the standardisation of ASC characterisation. Following these guidelines, the 

ASCs isolated in this study were simultaneously stained with the monoclonal antibodies 

CD73, CD90, CD44, CD36, CD34 and CD45. This study therefore reports a combined 

ASC CD90, CD44, CD73, CD45, CD36, CD34 phenotype. Isolated ASCs in culture 

revealed four immunophenotypes which all fulfilled the IFATS and ISCT criteria. Thus, 

isolated cells to be used for downstream experimental procedures were ASCs.  

 

Heterogeneity is one of the hallmarks of isolated ASCs. The four different subpopulations 

of cells as shown by the different immunophenotypic profiles highlight the heterogenous 

nature of these isolated cells. The observed variation in the expression of CD34 and CD36 

is not surprising as it has been reported that the expression levels of these markers varies 

in cultured ASCs9–11. The four different subpopulations detected were CD34+CD36-, 

CD34-CD36+, CD34-CD36- and CD34+CD36+ cells, which all expressed CD73, CD44, 

CD90 but not CD45. CD34 is a transmembrane phosphoglycoprotein that is expressed 

mostly on haematopoietic stem and progenitor cells and is traditionally used as a negative 

marker of ASCs. It has previously been observed that all cells at P0 (adherent fraction of 

SVF) express CD34, but expression of CD34  is subsequently lost during cell culture over 

time with increase in cell passaging12.  

 

CD36 on the other hand is a transmembrane glycoprotein implicated in many biological 

processes including uptake of free long chain fatty acids. CD36 is expressed in many cell 

types such as platelets, monocytes, adipocytes as well as ASCs13,14. As per IFATS and 

ISCT guidelines, CD36 should be dimly expressed in ASCs and together with CD34 their 

expression profiles in ASCs is variable10,15. In line with this study, other investigators have 
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also reported on the heterogeneity of ASCs. Notably in studies by Baer and colleagues 

(2013), they detected the presence of CD34+CD36- and CD34-CD36+ ASC 

subpopulations which showed co-expression of CD73, CD90 and CD105 at passages 2 

to 4. In addition, in their experiments they did not detect the presence of a double positive 

CD34+CD36+ subpopulation, which is almost similar to what we observed in this study, 

as we only detected a small proportion of this CD34+CD36+ double positive 

subpopulation (3.83 ± 0.98%). However, in contrast with this study Baer and colleagues 

(2013) did not report on the double negative CD34-CD36- subpopulation16. Flow 

cytometric analysis of ASCs at passages 1 and 2 in experiments by Pancho-pena and 

colleagues (2011) also revealed the expression of CD34 and CD36 as well as co 

expression of other surface markers CD44, CD90, CD105 and CD29 among others17. In 

addition, studies by Durandt and colleagues (2016) also showed that a subpopulation of 

ASCs had a higher expression of the surface marker CD3613. 

 

The observed existence of different ASC subpopulations is most likely due to several 

different factors. ASC cultures were established from donors who differ in age, ethnicity, 

gender, body mass indices as well as presence of disease. These factors most probably 

have an influence on cell surface marker expression18. Donor variability may also account 

for differences in inter laboratory results. In addition, the other possible reasons for the 

ASC heterogeneity maybe due to ASC isolation procedures as well as cell culture 

conditions. Isolation procedures and cell culture conditions have also been described to 

possibly influence the expansion of selected subpopulations as well as affect the cell 

differentiation potential18.  

 

In summary, the findings from this study show that isolated cells to be used for 

downstream experiments were of the ASCs phenotype. Bourin and colleagues (2013) 

recommended the use of at least two positive and two negative markers  for phenotypic 

characterization, additional markers can be included to strengthen the results10. We 

recommend including some additional markers for immunophenotypic characterization of 

ASCs in the future. In addition, assessing for trilineage differentiation into the adipogenic, 
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chondrogenic and osteogenic lineages would be of great importance to fully compliment 

the characterisation of these cells.  
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Chapter 4: Effects of ROS scavengers on adipogenesis 

 

4.1 Introduction 

Adipogenesis is a developmental process in which precursor stem cells form fully 

differentiated lipid filled mature adipocytes1,23. This process is mediated by numerous 

factors that comprise of transcription factors, hormones, cell cycle proteins, small 

molecules among other factors2,4–6. Adipogenesis is a time dependent process occurring 

through different stages7. Reactive oxygen species (ROS) have been described to play a 

role during the transition from stem cell to adipocyte7–10. In cells, NADPH oxidase (NOX) 

and mitochondria are the main sources of ROS producing mainly hydrogen peroxide 

(H2O2) and superoxide (O2
•-)8,11,12. Enhancement of adipogenesis can result in increased 

adipose tissue mass, which in turn leads to obesity7. Obesity is a global health crisis that 

is associated with physiological changes ultimately leading to the development of 

metabolic syndrome13.  

 

Obesity is characterised by high levels of ROS in adipose tissue and this generated ROS 

has been implicated in enhancing adipogenesis7. Effective therapeutic solutions for 

obesity and related complications remain to be identified or developed. Counteracting 

ROS during adipogenesis may help provide ways to supress adipogenesis and in turn 

obesity. Antioxidants are an example of substances that can be used to prevent or reduce 

ROS. Numerous enzymatic and non-enzymatic (endogenously or exogenously derived) 

antioxidants have been described to be involved in regulating adipogenesis as well as 

obesity in many in vitro and in vivo studies7,11,14. In this study, the antioxidants Trolox and 

apocynin were used as ROS scavengers during the adipogenic differentiation of isolated 

primary human adipose-derived stromal/stem cells (ASCs). Adipogenic quantification 

was assessed by flow cytometric analysis of Nile Red stained cells. Use of flow cytometry 

allows for a quantitative analysis of adipogenic differentiation, allowing for rapid 

acquisition of many cells at the single cell level15–17. The alternative is to make use of 

qualitative analysis using microscopy after cells are stained with a lipid-specific dye such 

as Oil Red O17. Only a limited number of cells are analysed with microscopy and the ability 
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to analyse many cells results in more accurate reporting of the fraction (percentage) of 

cells that differentiated into adipocytes. 

 

The role of ROS in the process of adipogenesis remains largely unknown, and the effects 

of the ROS scavengers Trolox and apocynin on adipogenesis have not been extensively 

described in literature. This chapter therefore investigates the influence of Trolox and 

apocynin treatment on adipogenic differentiation in human ASCs in vitro.  

 

4.2 Materials and Methods 

4.2.1 Selection of an appropriate concentration of ROS scavenger 

The concentration of the ROS scavanger Trolox used for downstream experiments was 

10 μM. The MTT 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (Sigma-

Aldrich) and the Sulforhodamine B (SRB) (Sigma-Aldrich) assays were used to determine 

the concentration of Trolox to use during a previous study in our laboratory. In this study 

Trolox at various concentrations was also tested on cell cultures over a period of 21 days 

using the MTT and SRB assays. Both the SRB and MTT assays were used in order to 

increase the reliability and validity of our viability results. The MTT assay is a widely used 

cell viability assay, that relies on cellular metabolic activity to convert colourless 

tetrazolium to purple formazan18. However, certain compounds e.g. plant extracts, 

antioxidants, phytoestrogens etc. can cross react with tetrazolium leading to false 

positives19,20. The SRB assay is based on total cellular protein content measurements as 

opposed to cellular metabolic functionality and is thus not affected by these interfering 

substances19. As a result, in this study the SRB assay was chosen as a confimatory 

assay. ASCs were seeded in 12-well plates (Thermo Scientific™) at a density of 5 000 

cells/cm2 (9 500 cells per well) and incubated at 37 °C, 5% CO2 till they reached 90 to 

100% confluency. They were then treated with the following concentrations of Trolox: 0, 

2.5, 5, 10, 20 and 40 μM for 21 days. Viability assessments were done at day 0, 1, 7, 14 

and 21 post treatment, respectively. 
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 MTT Assay 

At each respective time point, the MTT assay was done according to the manufacture’s 

instructions with slight modifications21. Stock MTT solution was made up by dissolving 

MTT in PBS (pH 7.4) at 5 mg/ml and filtered using a 0.22 µm filter. A volume of 50 µl MTT 

solution was added to all wells in a 12-well plate and the plates were incubated in the 

dark at 37°C for 4 hours. The supernatant was removed and the cells were allowed to dry 

in the dark overnight (until they were visibly dry). The formazan blue crystals were 

solubilized by adding dimethyl sulfoxide (DMSO;Sigma-Aldrich) to all the wells. The plates 

were then swirled gently until all formazan crystals were completely dissolved. Thereafter, 

a 100 μl aliquot of each sample was transferred to a 96-well plate, and the optical density 

(OD) of each well was measured at a wavelength of 570 nm against a reference 

wavelength of 630 nm using a microplate spectrophotometer (Power Wave X;BioTek 

Instruments, Winooski, VT, USA). The percentage cell viability was calculated as follows: 

 

Equation 4.1 

 mean ODSample - mean ODBlank                                    

 mean ODControl - mean ODBlank 

 

 SRB Assay 

The SRB colourimetric assay was followed as described in the protocol by Vichai and 

Kirtikara (2006) with slight modifications18. Without removing the cell culture medium, 250 

µl cold 50% (w/v) trichloroacetic acid (TCA) was added to each well in a 12-well plate. 

This was followed by incubating the plates at 4 ºC for 1 hr. Following incubation, cells 

were gently washed four times with distilled water and left to dry overnight. The ASC 

cultures were then stained for 30 minutes with 500 µl of 0.4 % (w/v) SRB dye dissolved 

in 1% acetic acid. Unbound dye was removed by washing four times with 1% (v/v) acetic 

acid, and left to dry overnight. Protein-bound dye was solubilized with 10 mM Tris base 

solution (pH 10.5) [tris(hydroxymethyl) aminomethane] and plates were swirled gently till 

SRB was completely dissolved. Thereafter, a 100 μl aliquot of each sample was 

transferred to a 96-well plate, and the OD of each well was measured at a wavelength of 

565 nm against a reference wavelength of 690 nm using a microplate spectrophotometer 

x 100 % 
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(Power Wave X;BioTek Instruments, Winooski, VT, USA). The percentage of growth 

inhibition was calculated as follows: 

 

Equation 4.2 

100 - % of control cell growth 

 

mean ODsample - mean ODday 0 

                                                 mean ODnegative control - mean ODday 0 

 

4.2.2 Treatment and adipogenic differentiation of ASCs  

Isolation of ASCs from fat tissue, expansion and characterisation were performed as 

described in Chapter 2, section 2.1 to 2.3. Following the selection of the appropriate 

concentration of ROS scavenger, experiments to quantify ASC adipogenic differentiation 

under different treatments were set up were set up as described in Chapter 2 section 2.4.  

 

4.2.3  ASC viability assessment during adipogenesis 

Following adipogenic differentiation under the different treatment conditions, ASC viability 

was assessed. Various factors, including cell culture conditions and sample preparation 

may compromise viability of the samples. Thus, it is important to establish the sample 

viability during analysis of the samples. 7-aminoactinomycin D (7-AAD) (Beckman 

Coulter) was used to assess the viability of ASCs during the differentiation period. Viable 

ASCs possess intact cell membranes and can exclude penetration by non-permeable 

fluorescent dyes, such as 7-AAD and propidium iodide. Compromised cell membranes 

provide less resistance to above-mentioned dyes crossing the cell membranes22. Viability 

assessments were carried out at day 0, 14 and 21 post induction. At the respective time 

points, ASCs were trypsinised from 6-well plates as described in Chapter 2 section 2.42. 

Thereafter 500 μl of the cell suspension was transferred into a labelled flow cytometry 

tube, followed by addition of 5 μl of 7-AAD. This was then incubated in the dark for 30 

minutes at 37 ºC. Thereafter cell suspension was analysed on the Gallios flow cytometer. 

7-AAD was excited by the 488 nm blue laser and fluorescence emission was detected in 

% of control cell growth = 
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the FL4 (695/30 BP filter) channel. Data generated was analysed using the Kaluza 

analysis 2.0 software. Four biological replicates were analysed in the experiments.  

 

4.2.4  Flow cytometric adipogenic quantification  

Flow cytometric quantification of adipogenesis was performed as described in Chapter 2 

section 2.43. 

 

4.2.5 Flow cytometer setup and data analysis 

Instrument start-up, protocol set up and gating strategies employed are as described in 

Chapter 2, section 2.3.1 and 2.4.3.2.  

 

4.2.6 Fluorescence microscopy staining procedure 

On day 0, 14 and 21 post induction, medium was aspirated from wells and replaced with 

fresh complete medium for both induced and non-induced wells. Complete DMEM without 

pyruvate and without phenol red was used. Thereafter ASCs were simultaneously stained 

with a final concentration of 0.1 µg/ml Nile Red stain and 2.5 µM VDC violet (Thermo 

Fisher Scientific/Life technologies; Waltham, MA, USA). This was followed by incubating 

for 20 minutes at 37 °C, 5% CO2. Medium was then aspirated, followed by washing twice 

with PBS. One (1 ml) PBS was added to each well after the washing steps were 

completed. 

 

Fluorescence images were captured at 20X magnification using an AxioVert A1 inverted 

fluorescence microscope (Carl Zeiss, Gottigen, Germany) equipped with an AxioCam 

Cm1 camera (Carl Zeiss, Gottigen, Germany). Images were captured in single channels 

and then subsequently overlaid using Zen 2.3 (blue edition) software, Carl Zeiss 

Microscopy GmbH, Cottigen, Germany. The first image was captured using Filter Set 9 

(Excitation Band Pass 450-490 nm; Emission Long Pass 515 nm; Carl Zeiss, Cottigen, 

Germany) to visualise lipid droplets. The second image was captured using Filter Set 49 

(Excitation Green filter 365 nm; Emission Band Pass 445/50 nm; Carl Zeiss, Cottigen, 

Germany) to visualize cell nuclei. Images were enhanced, but not manipulated, post-
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acquisition using Zen 2.3 (blue edition) software, Carl Zeiss Microscopy GmbH, Cottigen, 

Germany. 

 

4.2.7 Statistical analysis 

Flow cytometry data was analysed using the Kaluza software was exported to Microsoft 

excel spread sheets. Statistical analysis was then performed using GraphPad Prism 

version 6 (GraphPad Software Inc., San Diego, USA). The non-parametric Kruskal-Wallis 

test was used to test for differences among the means. Follow up Dunn's multiple 

comparisons test was applied to determine where differences occurred between the 

groups. The non-parametric Mann-Whitney test was also used in testing for significant 

difference between two data sets. Data was generated from four donor ASC cultures and 

expressed as the mean ± standard deviation (SD) of all replicates. Differences were 

considered statistically significant at p ≤ 0.05.  

 

4.3  Results 

4.3.1 Selection of an appropriate concentration of ROS scavenger 

From previous preliminary work in our laboratory, a concentration of 10 μM Trolox was 

shown to be non-toxic to cells in culture. We again performed the MTT and SRB assays 

to validate the safety of 10 μM Trolox on cells in culture over 21 days. Trolox at 10 μM 

concentration had no effect on cell viability throughout the 21 day incubation period (data 

not shown). As a result, the concentration of 10 μM was again chosen for use in this 

study. Apocynin was used at a concentration of 100 μM and this value was derived from 

literature23. Dose response experiments using the MTT and SRB assays were not done 

for apocynin due to resource constrains.  

 

4.3.2 ASC viability assessment during adipogenesis 

The sample viability obtained for the respective experimental conditions is summarized 

in Table 4.1. No statistical significance was observed between the treatment conditions 

and control ASCs during all the respective experimental conditions. A slight decrease in 

the viability of non-induced ASCs on day 21 was observed ranging from 86.77 ± 9.58% 
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to 91.04 ± 4.19% compared to 95.74 ± 2.20% on day 0 across all the different treatment 

conditions throughout the differentiation period. The slight decrease in ASC viability on 

day 21 particularly with non-induced ASCs is most likely due to cells becoming over 

confluent with prolonged periods in cell culture. Non-induced controls were seeded at the 

same concentration as induced ASCs and cultured over a 21-day period. Confluency in 

cell culture has been reported to reduce mitotic index and eventually leading to cell 

death24. 

 

In accordance to the guidelines set by the International Federation for Adipose 

Therapeutics and Science (IFATS) together with the International Society for Cellular 

Therapy (ISCT) in defining ASCs, the cell viability should be greater than 90%25. Cells 

maintained high levels of viability throughout the experimental procedures. The mean 

viability of ASCs for all the time points and treatment conditions tested throughout the 

differentiation period was 93.28 ± 4.21% (Table 4.1). Thus, ASCs remained viable 

throughout the experimental procedures. 
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Table 4.1 ASC percentage viability during adipogenesis under various treatment 
conditions. 

 

 

4.3.3 Effects of serial passage on adipogenesis in ASCs  

In previous adipogenesis studies by a former master’s student from our research group, 

adipogenic differentiation in ASCs was investigated using ASCs at passage 7 (P7) to 

quantify adipogenic differentiation on day 14 and ASCs at between P10 and P14 to 

quantify adipogenic differentiation on day 21. The addition of adipogenic induction 

medium to ASCs at P7 and to ASCs between P10 and P14 increased the percentage of 

Nile Red positive cells from 0.38 ± 0.17% to 5.62 ± 2.37% on day 14 and from 0.46 ± 

0.29% to 2.12 ± 0.59% on day 21 when comparing the induced versus the non-induced 

cultures (Figure 4.1). This reflected a statistically significant 14.8- and 4.6-fold increase 

in the percentage of Nile Red positive cells on day 14 (p=0.0022) and day 21 (p=0.0022) 

respectively. 
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The result obtained from that study showed the percentage of Nile Red positive ASCs 

decreased significantly (p=0.0022) from 5.62 ± 2.37% on day 14 to 2.12 ± 0.59% on day 

21 (Figure 4.1). This indicates that an increase in cell passage number from P7 on day 

14 to between P10 and P14 on day 21, resulted in a significant decrease in adipogenic 

differentiation capacity of the cells.  These observations are supported by experiments 

from Safwani and colleagues (2014), in which they reported that the adipogenic 

differentiation potential of human ASCs decreased after P1026.  
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Figure 4.1 Effects of serial passage on ASCs adipogenesis. 
The graph shows adipogenic differentiation of ASCs at different passages. Adipogenic quantification was 

performed on day 14 using ASCs at P7 (green bars) and on day 21 using ASCs at passages between P10 

and P14 (blue bars) in the previous study by a former master’s student. While in this current study 

adipogenesis was performed using cells at P3 and P4 (red bars with dots) on day 14 and 21. The addition 

of adipogenic induction media to ASCs significantly increased adipogenesis on day 14 and day 21, 

respectively. There was a decrease in the percentage of Nile Red positive ASCs when comparing induced 

ASCs at P7 on day 14 and induced ASCS at between P10 and P14 on day 21 from the previous study.  

While in this current study the percentage of Nile Red positive ASCs (P3 and P4) showed an increase from 

day 14 to day 21.  In previous study n = 2 while current study n=4. NI: Non-induced; I: Induced. (Data was 

generated from a preliminary study by a former master’s student). # Represents statistical significance from 

the respective non-induced ASC cultures. * Represents statistical significance as indicated by the lines.                                           
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The data generated in the preliminary study above by the previous investigator therefore 

suggested that the increase in passage number resulted in a significant decrease in the 

adipogenic differentiation potential of ASCs in vitro. Based on the results obtained in the 

previous study we used cells consistently at much lower passages (P3 and P4) on day 

14 and 21 and increased the number of biological replicates (from n=2 to n=4). 

Furthermore, adipogenic differentiation experiments in the previous study were run at 

different times and not as one single experimental setup. In this current study ASC 

adipogenic differentiation experiments were thus performed as one single experiment. 

Other investigators in our laboratory have observed that the adipogenic differentiation 

capacity of ASCs decreases with increased passage number (personal communication, 

Dr C Durandt; unpublished data). We thus decided to use lower passages in this study to 

ensure that the relative effect of extracellular H2O2 and antioxidant treatments on the 

differentiation are investigated at optimal adipogenic differentiation (Figure 4.2).  

 

The addition of adipogenic induction medium to ASCs at P3 and P4 increased the 

percentage of Nile Red positive cells from 0.25 ± 0.13% to 11.48 ± 6.40% on day 14 and 

from 0.35 ± 0.19% to 14.62 ± 4.82% on day 21 when comparing the induced versus the 

non-induced cultures (Figures 4.1 and 4.2). This reflected a statistically significant 45.9- 

and 41.8-fold increase in the percentage of Nile Red positive cells on day 14 (p=0.0286) 

and day 21 (p=0.0286) respectively. In effect, we have therefore shown that the 

percentage of adipogenic differentiation non-significantly (p=0.1143) increased from 5.62 

± 2.37% (ASCs at P7 in previous study) to 11.48 ± 6.40% (ASCs at P3 and P4 in the 

current study) on day 14. While on day 21, the percentage of adipogenic differentiation 

significantly (p=0.0095) increased from 2.12 ± 0.59% (ASCs at P10 to P14 in previous 

study) to 14.62 ± 4.82% (ASCs at P3 and P4 in the current study) (Figure 4.1).  

 

4.3.4 Effects of ROS scavengers on adipogenesis in ASCs  

ASCs between P3 and P4 previously seeded in 6-well plates were treated with the ROS 

scavengers Trolox and apocynin at 10 μM and 100 μM respectively, and then induced to 

differentiate in the presence of these scavengers. ASCs only (without ROS scavenger 

treatment) served as controls to investigate the effects of ROS scavenger addition on 
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ASC differentiation on day 0, 14 and 21 post adipogenic induction. The addition of Trolox 

to adipogenic induced ASCs decreased the percentage of Nile Red positive ASCs from 

11.48 ± 6.4% in ASCs only to 10.41 ± 4.84% on day 14 and from 14.62 ± 4.82% in ASCs 

only to 13.22 ± 3.71% on day 21 (Figure 4.2A). This reflected a 1.1- and 1.2-fold decrease 

in the percentage of Nile Red positive ASCs on day 14 and day 21 respectively, which 

was however not statistically significant (p=0.9999 on day 14 and p=0.8286 on day 21).  

 

Adipogenic differentiation was also assessed quantitatively using the mean fluorescence 

intensity (MFI) which represents the average quantity of lipids per given cell and is 

expressed as relative mean fluorescence intensity. The addition of Trolox to induced 

ASCs increased the MFI from 36.89 ± 18.10 in ASCs only to 41.05 ± 18.37 on day 14 and 

from 55.40 ± 30.46 in ASCs only to 68.14 ± 36.41 on day 21 (Figure 4.2B). This reflected 

a 1.1- and 1.2-fold increase in the MFI on day 14 and day 21 respectively, which was 

however not statistically significant (p=0.6571 on both day 14 and day 21). 

 

On the other hand, apocynin addition to adipogenic induced ASCs slightly increased the 

percentage of Nile Red positive ASCs by 1.1-fold from 11.48 ± 6.4% in ASCs only to 

12.69 ± 1.64% on day 14 (Figure 4.2A). Whereas on day 21, apocynin addition slightly 

decreased the percentage Nile Red positive ASCs by 1.2-fold from 14.62 ± 4.82% in 

ASCs only to 12.47 ± 5.33%. None of these observed changes with apocynin treatment 

on day 14 (p=0.4857) and on day 21 (p=0.6571) was statistically significant. Whereas 

apocynin addition to induced ASCs decreased the MFI from 36.89 ± 18.10 in ASCs only 

to 34.49 ± 19.01 on day 14, indicating no fold change in the MFI (Figure 4.2B). Whilst on 

day 21, apocynin addition increased the MFI from 55.40 ± 30.46 in ASCs only to 61.45 ± 

38.86 reflecting a 1.1-fold change. None of these observed changes in MFI with apocynin 

treatment on day 14 and on day 21 (p=0.8286) was statistically significant.  
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Figure 4.2 Percentages and MFI showing the effects of ROS scavengers on adipogenesis in ASCs. 
(A) shows the percentage adipogenic differentiation of cells whilst (B) represents the respective MFI of the differentiating cells. The addition of 

adipogenic induction media to ASCs significantly increased adipogenesis on day 14 and day 21, respectively (A). Treatment of ASCs with Trolox 

and apocynin followed by adipogenic differentiation had no effect on the percentage of Nile Red positive cells (A) as well as the MFI (B) on day 14 

and day 21 when compared to ASCs only. ASCs incubated with complete DMEM only served as the non-induced controls. n = 4. NI: Non-induced; 

I: Induced. * p < 0.05 
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4.3.5 Effect of extracellular H2O2 addition on adipogenesis in ASCs 

To investigate the effects of extracellular ROS on adipogenesis, ASCs were either pre-

treated with 20 μM H2O2 for 24 hours and induced to differentiate (pre-treated ASCs) or 

were induced to differentiate in the presence of 20 μM H2O2 throughout the differentiation 

period (prolong treated ASCs). ASCs only (without H2O2 treatment) cultures served as 

controls. In pre-treated ASCs, the percentage of Nile Red positive ASCs increased slightly 

by 1.2- fold on day 14 (from 11.48 ± 6.4% in ASCs only to 13.86 ± 4.27%) while there 

was no fold change in the percentage of Nile Red positive ASCs on day 21 (from 14.62 ± 

4.82% in ASCs only to 14.91 ± 5.58% on day 21) as shown in Figure 4.3A. There was no 

statistically significant difference in the percentage of Nile Red positive ASCs observed 

with H2O2 pre-treated ASCs on day 14 (p=0.4857) and day 21 (p>0.9999) when compared 

to control ASCs only. Whilst pre-treatment of ASCs with 20 μM H2O2 decreased the MFI 

by 1.2- fold (from 36.89 ± 18.10 in ASCs only to 31.79 ± 13.79) on day 14. On day 21 the 

MFI increased from 55.40 ± 30.46 in ASCs only to 58.36 ± 29.33, reflecting no fold 

change. There was no statistically significant difference in the MFI on day 14 (p=0.6571) 

and day 21 (p=0.8286) when compared to control ASCs only (Figure 4.3B). 

 

On the other hand, prolonged treated ASCs showed a 1.4-fold increase in the percentage 

of Nile Red positive ASCs on day 14 (from 11.48 ± 6.4% in ASCs only to 15.76 ± 3.13%) 

while there was also no change on day 21 (from 14.62 ± 4.82% in ASCs only to 15.40 ± 

4.05%) (Figure 4.3A). The kinetics of adipogenic differentiation were fastest with 

prolonged treatment of ASCs on day 14 while there was no further increase on day 21. 

There was however no statistically significant difference in the percentage of Nile Red 

positive ASCs on day 14 (p=0.3429) and on day 21 (p=0.6571) when compared to control 

ASCs only. With prolonged treatment, the MFI decreased by 1.1- fold on day 14 (from 

36.89 ± 18.10 in ASCs only to 32.90 ± 12.49) while there was no fold change on day 21, 

MFI decreased from 55.40 ± 30.46 in ASCs only to 52.79 ± 28.46. No statistically 

significant difference in the MFI was observed on day 14 (p>0.9999) and day 21 

(p=0.8286) when compared to control ASCs only (Figure 4.3B). 
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Figure 4.3. Percentages and MFI showing the effects of extracellular H2O2 treatment on ASCs adipogenesis. 
(A) shows the percentage adipogenic differentiation of cells whilst (B) represents the respective MFI of the differentiating cells. The treatment of 

ASCs with 20 μM H2O2 for either 24 hours (pre-treated ASCs) or throughout the differentiation period (prolonged treated ASCs), enhances 

adipogenesis. The increase in adipogenesis of ASCs between the different treatment conditions was more pronounced on day 14 of differentiation. 

The kinetics of adipogenic differentiation was fastest in prolonged treated ASCs and did not increase further after day 14 (A). Extracellular H2O2 

treatment of ASCs had no effect on the MFI of the differentiated cells. n = 4. NI: Non-induced; I: Induced. 
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4.3.6 Effect of ROS scavengers on H2O2 treated ASCs during adipogenesis 

Having shown that extracellular H2O2 treatment increased the kinetics of adipogenesis in 

ASCs, the effects of ROS scavengers on both H2O2 pre- and prolong treated ASCs was 

investigated. The control consisted of ASCs treated in the same way as the experiment 

but without the addition of scavengers.  

 

 Effect of ROS scavengers on adipogenesis of H2O2 pre-treated 

ASCs  

The addition of Trolox to H2O2 pre-treated ASCs followed by adipogenic differentiation 

decreased the percentage of Nile Red positive ASCs by 1.2- fold on day 14 (from 13.86 

± 4.27% in the ASC control to 11.61 ± 6.13%) while there was no fold change on day 21 

(from 14.91 ± 5.58% in the ASC control to 14.15 ± 5.59%) (Figure 4.4A). There was no 

statistically significant difference in the percentage of Nile Red positive ASCs on day 14 

(p=0.4857) and day 21 (p=0.6571) when compared to the ASC control. Trolox addition to 

pre-treated ASCs increased the MFI by 1.3- fold on day 14 (from 31.79 ± 13.71 in the 

ASC control to 41.09 ± 17.05). Whilst on day 21 the MFI increased by 1.2- fold (from 

58.36 ± 29.33 in the ASC control to 67.60 ± 34.87). This increase in MFI with Trolox 

addition was however not statistically significant on day 14 and day 21 (Figure 4.4B). 

 

Conversely, the addition of apocynin to H2O2 pre-treated ASCs induced to differentiate, 

decreased significantly (p=0.0286) the percentage of Nile red positive ASCs by 1.5- fold 

on day 14 (from 13.86 ± 4.27% in the ASC control to 9.11 ± 0.92%). On the contrary, 

there was also no fold change in the percentage of Nile Red positive ASCs on day 21 

(from 14.91 ± 5.58% in the ASC control to 15.04 ± 5.60%), which was not statistically 

significant (p>0.9999) when compared to the ASC control. The addition of apocynin to 

induced H2O2 pre-treated ASCs increased the MFI by 1.3- fold on day 14 (from 31.79 ± 

13.71 in the ASC control to 37.39 ± 17.56). On day 21 apocynin addition to induced H2O2 

pre-treated ASCs increased the MFI from 58.36 ± 29.33 in the ASC control to 57.94 ± 

29.05. This reflected a no fold change in the MFI with apocynin addition. There was 

however, no statistically significant difference in the MFI on day 14 and day 21 (p=0.6571) 

(Figure 4.4B). 
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Figure 4.4 Percentages and MFI showing the effects of ROS scavengers on adipogenesis of H2O2 pre-treated ASCs. 
(A) shows the percentage adipogenic differentiation of cells whilst (B) represents the respective MFI of the differentiating cells. Addition of Trolox to 

H2O2 pre-treated ASCs followed by adipogenic differentiation had no effect on the percentage of Nile Red positive cells on day 14 and day 21 when 

compared to H2O2 pre-treated ASCs only. However, the addition of apocynin significantly decreased adipogenesis on day 14 whereas there was no 

effect on adipogenesis on day 21 (A). Trolox and apocynin addition to H2O2 pre-treated ASCs had no effect on the MFI of the differentiating cells 

(B). ASCs incubated with complete DMEM only served as the non-induced controls. n = 4. NI: Non-induced; I: Induced. * p < 0.05 
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 Effect of ROS scavengers on adipogenesis of H2O2 prolonged 

treated ASCs  

Trolox addition to H2O2 prolonged treated ASCs followed by adipogenic differentiation 

showed a negligible decrease (p=0.8286) in the percentage of Nile Red positive ASCs on 

day 14 (from 15.76 ± 3.13% in the ASC control to 15.49 ± 6.02%). On the contrary, day 

21 showed a negligible increase in the percentage of Nile Red positive ASCs (from 15.40 

± 4.05% in the ASC control to 16.42 ± 5.91%), which was not statistically significant 

(p=0.8286) (Figure 4.5A). With Trolox addition to prolong treated ASCs, the MFI 

increased by 1.3- fold (from 32.90 ± 12.49 in the ASC control to 42.80 ± 21.11) on day 14 

and by 1.2- fold (from 52.79 ± 28.46 in the ASC control to 62.38 ± 32.04) on day 21. There 

was no statistically significant difference in the MFI on day 14 and day 21 (p=0.4857) 

(Figure 4.5B). 

 

The addition of apocynin to H2O2 prolonged treated ASCs followed by adipogenic 

differentiation decreased the percentage of Nile Red positive ASCs by 1.3- and 1.1-fold 

on day 14 (from 15.76 ± 3.13% in the ASC control to 12.01 ± 1.83%) and day 21 (from 

15.40 ± 4.05% in the ASC control to 13.84 ± 4.58%) respectively (Figure 4.5A). The 

observed decrease in the percentage Nile Red positive ASCs with apocynin addition was 

however not statistically significant on day 14 (p=0.0571) and day 21 (p=0.3429). 

Whereas apocynin addition to prolonged treated ASCs increased the MFI by 1.3- fold on 

day 14 (from 32.90 ± 12.49 in the ASC control to 42.85 ± 25.17). On day 21 apocynin 

addition increased the MFI from 52.79 ± 28.46 in the ASC control to 54.68 ± 26.03 

reflecting a no fold change. There was however no statistically significant difference in 

the MFI on day 14 and day 21 (p=0.6571) with apocynin addition compared to H2O2 

prolonged treated ASCs only (Figure 4.5B). 
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Figure 4.5 Percentages and MFI showing the effects of ROS scavengers on adipogenesis in H2O2 prolonged treated ASCs. 
(A) shows the percentage adipogenic differentiation of cells whilst (B) represents the respective MFI of the differentiating cells. Trolox and apocynin 

addition to H2O2 prolonged treated ASCs followed by adipogenic differentiation showed no effect in the percentage of Nile Red positive cells on day 

14 and day 21 when compared to H2O2 prolong treated ASCs only (B). Trolox and apocynin addition to prolong treated ASCs had no effect on the 

MFI of the differentiating ASCs (B). ASCs incubated with complete DMEM only served as the non-induced controls. n = 4. NI: Non-induced; I: 

Induced.  
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4.3.6 Fluorescence microscopy 

Fluorescence microscopy images of both induced and non-induced ASC cultures for all 

the treatment conditions were captured. Cell nuclei stained blue and lipid droplets 

appeared as yellow-green small spherical bodies distributed throughout the cell. Induction 

of adipogenic differentiation induced lipid droplet formation and accumulation in ASCs 

however, only a proportion of the cells induced to differentiate accumulated lipid droplets 

(Figures 4.6 to 4.8). Non-induced ASCs incubated in complete DMEM medium only, also 

accumulated lipid droplets. These lipid droplets were however smaller and diffusely 

distributed around the cytoplasm (Figures 4.6 to 4.8). Fluorescence microscopy gave 

qualitative results, showing the presence or absence of lipid droplets only. Microscopy 

images did not show any visible changes in cell differentiation or lipid droplet 

accumulation in ASCs for all the treatment conditions. As such, this study will only show 

microscopy images representing adipogenic differentiation in ASCs only (Figure 4.6) and 

adipogenic differentiation of ASCs in the presence of either Trolox or apocynin on the 

different days of differentiation (Figure 4.7 and Figure 4.8 respectively).   



94 
 

 

Figure 4.6 Fluorescence microscopy of ASC differentiation. 
Images of induced and non-induced ASCs at day 0, 14 and 21 post adipogenic differentiation. Induced 

cultures on day 14 and 21 showed the presence lipid droplets accumulation, confirming cells underwent 

adipogenic differentiation. 20x magnification was used. 
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Figure 4.7 Fluorescence microscopy of differentiating ASCs treated with Trolox. 
Images of induced and non-induced ASCs differentiated in the presence of 10 µM Trolox at day 14 and 

21 post adipogenic differentiation. The presence of lipid droplet accumulation was evident in induced 

cultures on day 14 and 21 indicating cell differentiation in the presence of Trolox. 20x magnification was 

used. 

 

 

 



96 
 

 

Figure 4.8 Fluorescence microscopy of differentiating ASCs treated with apocynin. 
Images of induced and non-induced ASCs differentiated in the presence of 100 µM apocynin at day 14 

and 21 post adipogenic differentiation showed lipid droplet accumulatio in induced culture. This confirms 

cell differentiated in the presence of apocynin. 20x magnification was used. 

 

 

 

 

 

 

 

 

 



97 
 

4.4 Discussion 

Accelerated differentiation of adipocytes causes abnormal expansion of adipose tissue 

leading to obesity and other metabolic disorders27. The process of adipogenesis plays a 

major role in the formation and expansion of adipose tissue. Adipogenesis is a complex 

process that forms adipocytes and is regulated by an intricate network of chemical 

compounds among which include ROS28. However, the exact mechanisms governing the 

role played by ROS in adipogenesis remain largely unknown8,29. A deeper understanding 

of the different molecular players involved in adipocyte formation will help identify novel 

therapeutic targets in the fight against obesity and its comorbidities. Hence, this study 

investigated the influence of ROS and ROS scavengers on adipogenesis through the 

treatment of differentiating ASCs with the ROS scavengers Trolox and apocynin.  

 

In this study, ASCs were induced to differentiation into the adipogenic lineage in the 

presence and absence of the ROS scavengers Trolox and apocynin. Using flow 

cytometric analysis, adipogenic differentiation was quantified based on Nile Red staining 

of the differentiated ASCs. The addition of Trolox to adipogenic differentiating ASCs 

resulted in no change in the percentage of Nile Red positive ASCs (differentiated ASCs) 

as well as in the MFI of the differentiating ASCs on day 14 and day 21 (Figure 4.2). In 

previous studies by other investigators, Trolox has been shown to have intracellular 

scavenging activity against H2O2, O2
•-, hydroxyl and peroxyl radicals30,31. Since ROS have 

been described to be involved in adipogenesis as well as in promoting adipogenesis. The 

addition of Trolox to differentiating ASCs was expected to result in an inhibition of 

adipogenesis in this study. However, lack of an effect in adipogenesis following Trolox 

addition suggests that Trolox does not supress adipogenesis in differentiating human 

ASCs. The findings also suggest that intracellular ROS are not involved in adipogenic 

differentiation. 

 

There is very little information available in literature describing the role of Trolox on 

adipogenesis and this study is among the few that have investigated the influence of 

Trolox on adipogenic differentiation in human ASCs in relation to its ROS scavenging 

properties. In agreement with our findings, experiments by Alves and colleagues (2013) 



98 
 

revealed that Trolox addition to adipogenic differentiating BM-MSCs (at P3) for 21 days 

also did not have any discernible effect on adipogenic differentiation32. The antioxidant 

property of Trolox is well described in literature as it has been widely used in several 

studies as a positive control reference standard to measure the antioxidant properties of 

natural plant derived products33,34. Although in this study, there was no effect on 

adipogenesis following Trolox addition. There was however an observed slight non-

significant decreasing trend in the percentage of Nile Red positive ASCs with Trolox 

addition (Figure 4.2A). Thus, the potential use of Trolox as a ROS scavenger to suppress 

adipogenesis still needs to be explored further, since Trolox could a beneficial substance 

in combating obesity.  

 

ASCs were also induced to differentiation in the presence of apocynin for 14 and 21 days. 

This again resulted in no change in the percentage of Nile Red positive ASCs on day 14 

and day 21 and in the MFI of the differentiating ASCs (Figure 4.2). Apocynin is a natural 

methoxy-substituted catechol that is used as a NADPH oxidase (NOX) inhibitor to block 

O2
•- production in cells and is also a ROS scavenger35–37. The lack of an adipogenic effect 

following apocynin addition suggests that in human ASCs, apocynin does not inhibit 

adipogenesis. This could possibly suggest that NOX derived ROS are not involved in 

adipogenic differentiation of ASCs. The findings from this study are in contrast to 

experiments by Nakagawa-Yagi and colleagues (2012), who reported that apocynin 

(concentrations ranging from 10 to 100 µM) dose dependently increased adipogenic 

differentiation of human preadipocytes during the early phases of differentiation (7 

days)38.  

 

The effects of apocynin on adipogenic differentiation in human ASCs have not been 

extensively described in literature. This study is among the few to describe how apocynin 

affects the different phases of adipogenic differentiation in human ASCs. However, the 

effects of apocynin on adipogenesis during the early and late phases of differentiation 

remain unclear and further studies are however needed to gain a deeper understanding 

on apocynin mechanism of action on this process. 
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The influence of extracellular H2O2 pre-treatment and prolonged treatment of ASCs 

undergoing adipogenic differentiation was also investigated in this study. H2O2 pre- and 

prolong treated ASCs showed enhanced adipogenic differentiation capacity with a more 

pronounced effect observed on day 14 compared to day 21. There was however no effect 

in the MFI with extracellular H2O2 treatment of adipogenic induced ASCs (Figure 4.3B). 

The constant supply of H2O2 to differentiating cells (prolonged treatment) resulted in an 

even greater enhancement effect with much faster adipogenic differentiation kinetics than 

pre-treated ASCs on day 14. The lack of statistical significance of the observed 

adipogenic enhancement effect with H2O2 treatment may have been due to the observed 

inherent variability between primary cultures which are donor dependent as indicated by 

the large error bars in the adipogenic differentiation graph or that the concentration of the 

extracellular H2O2 was not high enough to cause any statistically significant effect (Figure 

4.3A).  

 

However, the observed adipogenic enhancing trend with H2O2 treatment gave an 

indication that ROS possibly accelerated the process of adipogenesis. Furthermore, both 

H2O2 pre- and prolonged treated ASCs as well as the untreated control ASCs attained 

maximum differentiation on day 21, however, the kinetics of differentiation were fastest in 

the prolonged H2O2 treated cells, followed by H2O2 pre-treated cells as seen on day 14 

(Figure 4.3A). In addition, the higher level of ASC adipogenic differentiation seen with 

prolonged exposure to H2O2 compared to pre-treatment on day 14, may suggest that ROS 

are required continuously during adipogenesis. Intriguingly, there was no further increase 

in adipogenesis with extracellular H2O2 treatment on day 21. It is most likely that the cells 

had already reached their maximal differentiation capacity. Another possible reason is 

that the cellular antioxidant defence mechanisms may have been activated to counter the 

effects of the extracellular H2O2 addition. This suggestion is supported in experiments by 

Higuchi and colleagues (2013), where they reported that adipogenic induction was 

accompanied by an activation of antioxidative enzymes which included SOD, catalase 

and glutathione peroxidase39,40.  
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Having shown that extracellular H2O2 enhances adipogenesis, this study went on further 

to investigate the effect of ROS scavenger addition to H2O2 treated ASC adipogenic 

differentiation capacity. Trolox addition to adipogenic differentiating H2O2 pre-treated 

ASCs resulted in no effect on the percentage of Nile Red positive ASCs as well as in the 

MFI of the differentiating ASCs on day 14 and day 21 (Figure 4.4). This finding suggests 

that Trolox does not inhibit adipogenesis in human ASCs pre-treated with extracellular 

H2O2. Thus, also suggesting that, in H2O2 pre-treated ASCs Trolox lacks intracellular ROS 

scavenging activity against endogenously generated ROS, thereby does not supress 

adipogenesis.  

 

The addition of apocynin to adipogenic induced H2O2 pre-treated ASCs significantly 

inhibited the percentage of Nile Red positive ASCs on day 14 whereas there was no 

change in adipogenesis on day 21 (Figure 4.4A). The effects of apocynin treatment on 

adipogenic differentiation in H2O2 treated ASCs in vitro has not been extensively 

described in literature. However, the findings from this study show that in H2O2 pre-treated 

ASCs, apocynin inhibits adipogenesis but only during the early phases of differentiation 

on day 14. This suggests that NOX derived ROS are involved in adipogenesis during the 

early phases of differentiation in cells that have been exposed to extracellular ROS such 

as in the case of oxidative stress condition.  Lack of an effect by apocynin on day 21 of 

differentiation may suggests NOX derived ROS are not involved during the later phases 

of differentiation. Lack of an effect on the MFI following apocynin addition to H2O2 pre-

treated ASCs (Figure 4.4B). Suggests that during the early phases of differentiation, 

apocynin only suppresses the number of cells that differentiate into the adipogenic 

lineage without affecting the amount of lipid droplet accumulation in the individual cells.  

 

In ASCs treated with H2O2 for a prolonged period, the addition of Trolox resulted in no 

discernible difference in the percentage of Nile Red positive ASCs as well as in the MFI 

of the differentiating cells on day 14 and day 21 (Figure 4.5). Since Trolox is a direct 

scavenger of ROS, simultaneous addition of Trolox and H2O2 may have resulted in a 

direct cancellation effect of Trolox by H2O2 in the medium, thereby leaving very little or no 

Trolox in the medium to have an intracellular scavenging effect in the differentiating ASCs. 
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This observation supports findings by Sugahara and colleagues (2018) who reported that 

Trolox exhibits a free radical scavenging effect in a dose dependent manner when mixed 

in solutions containing ROS31. The results of this study thus suggest that Trolox has little 

to no adipogenic inhibition effect in ASCs induced to differentiate in the continuous 

presence of H2O2.   

 

The addition of apocynin to H2O2 prolonged treated ASCs resulted in no change in the 

percentage of Nile Red positive ASCs as well as in the MFI of the differentiating cells on 

day 14 and day 21 (Figure 4.5). This finding suggests that in the continuous presence of 

extracellular H2O2 apocynin does not suppress adipogenesis in differentiating ASCs. 

Suggesting that NOX derived ROS are not involved during adipogenic differentiation of 

ASCs. However, although apocynin addition to differentiating ASCs in the continuous 

presence of H2O2 did not influence adipogenesis. A slight decreasing trend in 

adipogenesis was observed on day 14 and day 21 with apocynin addition (Figure 4.5A). 

This contrasted with Trolox where no trend was observed (Figure 4.5A). This finding 

suggests that apocynin may probably possess adipogenic inhibition properties in the 

presence of extracellular H2O2. Hence, additional studies are required to gain deeper 

insights into the possible mechanisms of action by apocynin in differentiating ASCs.  

 

4.5 Conclusion 

This study showed that the use of human ASCs at lower passages greatly improves 

adipogenic differentiation. This study demonstrated that apocynin is a possible inhibitor 

of adipogenesis particularly during the early phases of differentiation in H2O2 pre-treated 

ASCs. Adipogenic inhibition by apocynin implies that NOX derived ROS are likely to be 

involved in adipogenic regulation especially in conditions where the cells are exposed to 

extracellular ROS such as in oxidative stress. The findings from this study also showed 

that Trolox addition to adipogenic differentiating ASCs does not influence adipogenesis 

in the presence or absence of extracellular H2O2. This suggesting that intracellular ROS 

are not involved in adipogenic differentiation of ASCs. The effects of Trolox and apocynin 

in adipogenic differentiation of human ASCs have not been extensively described in 

literature. This study is one of the few that has evaluated the effects of Trolox and 
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apocynin in adipogenic differentiation of primary human ASCs in the presence and 

absence of short term and prolonged exposure to extracellular H2O2. 

 

Application of the findings in this study could be limited by the lack of statistical 

significance in the different treatment conditions. This could be due to the concentration 

of ROS scavengers used not being high enough to produce a significant adipogenic 

inhibition effect. As such, experiments to determine the optimum concentrations of ROS 

scavengers exhibiting the maximum adipogenic inhibition effects without affecting cell 

viability need be conducted in the future. It is recommended that future studies also 

investigate the differential gene expression of adipocyte specific and antioxidative 

enzyme genes during adipogenesis to help decipher the possible mechanisms of action 

governing the interplay between ROS, ROS scavengers and adipogenesis. Above all the 

findings from this study suggest that apocynin could be a useful anti-adipogenic/anti-

obesity agents particularly in the presence of extracellular ROS. 
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Chapter 5: Effects of ROS scavengers on intracellular and extracellular ROS 

production during adipogenesis 

 

5.1 Introduction 

Reactive oxygen species (ROS) are unstable oxygen containing molecules and free 

radicals, that can be derived exogenously or through endogenous generation in cells to 

meet various cellular physiological processes1,2. In adipocytes, the main ROS producers 

are NADPH oxidase 4 (NOX4) and the mitochondria generating hydrogen peroxide 

(H2O2) and superoxide (O2
•-) respectively3–6. ROS have been suggested to play a role in 

the conversion of stem cells to adipocytes. Several studies have demonstrated that 

endogenous ROS production in stem cells increases in parallel with adipogenic 

differentiation5–7. In addition, adipogenesis has also been reported to be associated with 

extracellular ROS release. This was demonstrated in experiments by Mouche and 

colleagues (2007), where spontaneous extracellular H2O2 release was observed in 3T3-

L1 preadipocytes and adipocytes in vitro8. Increase in ROS production during adipogenic 

differentiation is accompanied by activation of antioxidant defence systems e.g. 

superoxide dismutase (SOD), catalase, glutathione peroxidase to counter the damaging 

effects of excess ROS production6,9. Suggesting that antioxidant treatment can inhibit 

ROS production and several researchers have reported that antioxidant addition to 

differentiating stem cells can abrogate ROS production5,6,10.  

 

Various methods have been developed to measure ROS levels in cells in vitro. These 

include direct radical measurements using the electron spin resonance technique, 

chemiluminescent assays using luminol or lucigenin probes, mitochondria-specific 

fluorescent probes e.g. MitoSOX™ Red and MitoTracker Red CM-H2XRos, as well as the 

cytochrome c reduction, nitro blue tetrazolium, Amplex Red and 

Dichlorodihydrofluorescein diacetate (DCFH-DA) assays11,12. The most commonly used 

and straight forward assays utilise fluorescent and chemiluminescent probes11. In cellular 

ROS measurements, the widely-used technique is the 2'-7'-Dichlorodihydrofluorescein 

diacetate (DCFH-DA) which detects general ROS production. Upon cellular uptake 

DCFH-DA is cleaved by intracellular esterases and subsequently oxidized by a variety of 
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ROS into 2'-7'-dichlorofluorescin (DCF) which is cell impermeable and highly 

fluorescent11,12. A major disadvantage with this method is the possible DCF-free radical 

formation that can lead to O2
•-  generation13. In this study, we used CellROX® Deep Red 

reagent which detects ROS signals localised in the cytoplasm14. CellROX® reagents are 

fluorogenic probes for general ROS detection in cells. They are cell permeable reagents, 

non-fluorescent in the reduced state but fluorescent upon oxidation. The assays are easy 

to run, sensitive, some can be fixed by formalin allowing combination with other reagents 

e.g. antibodies, hence the choice for use in this study.  

 

To investigate whether mitochondrial ROS are involved in adipogenesis as well as to 

determine if ROS scavengers can influence mitochondrial derived ROS. The MitoSOX™ 

Red mitochondrial superoxide indicator was used. MitoSOX™ Red is a widely used live-

cell permeant indicator for the selective detection of superoxide in the mitochondria of live 

cells. It is a cationic derivative of dihydroethidum. Oxidation of MitoSOX™ Red by 

superoxide in the mitochondria exhibits a red fluorescence that can be measured by flow 

cytometry11,12.   

 

For extracellular ROS release measurements, the OxyBURST® H2HFF Green BSA 

reagent was utilised. This reagent consists of dihydro-2',4,5,6,7,7'-hexafluorofluorescein 

(H2HFF) coupled to bovine serum albumin. This assay is more sensitive to 

spectrophotometer based methods like the cytochrome c reduction for extracellular ROS 

detection, thus aided its choice of use in this study14,15.  

 

The aim of this study is to investigate the effects of ROS and ROS scavengers on 

adipogenesis. Therefore, the purpose of this chapter is to investigate the influence of 

Trolox and apocynin addition on intracellular ROS levels during adipogenesis as well as 

to describe their possible cellular sources.  

 



110 
 

5.2 Materials and Methods 

5.2.1 Treatment and adipogenic differentiation of ASCs 

Isolation of ASCs from fat tissue, expansion and characterisation was performed as 

described in Chapter 2, section 2.1 to 2.3. Following the selection of the appropriate 

concentration of ROS scavenger, experiments to quantify ASC adipogenic differentiation 

under different treatments were set up were set up as described in Chapter 2 section 2.4.  

 

5.2.2 Flow cytometric intracellular ROS measurements 

Intracellular ROS measurements were performed as described in Chapter 2, section 2.5. 

 

5.2.3 Flow cytometer set up and data analysis 

Instrument start-up, protocol set up and gating strategies employed are as described in 

Chapter 2, section 2.3.1 and 2.5.1.  

 

5.2.4 Extracellular ROS measurements 

To detect extracellular ROS release during adipogenesis the OxyBURST™ Green H2HFF 

BSA reagent (Molecular Probes by Life Technologies, USA) was used. OxyBURST™ 

Green reagent is excited at 488 nm and emits at 530 nm. Cell isolation, expansion and 

characterisation of ASCs were performed as described in Chapter 2, section 2.1 to 2.3. 

Seeding of ASCs in 6-well plates, treatment and adipogenic differentiation were 

performed as described in Chapter 2, section 2.4. However, for the extracellular ROS 

assay, medium in wells was only replaced once every 7 days with the appropriately 

supplemented medium for each of the respective conditions. On days 0, 7, 14 and 21 

post induction, prior to replacement of medium, 1 ml of supernatant was aspirated from 

each well and transferred to labelled flow cytometry tubes. The supernatant was then 

centrifuged at 500 x g for 10 minutes, to remove any floating debris present. After 

centrifuging, 198 μl of supernatant was transferred to a well labelled 96-well plate and 

OxyBURST™ Green reagent was added to a final concentration of 10 μg/ml. 

Fluorescence was measured immediately using a FLUOstar® Omega multi-mode 

microplate reader (BMG LABTECH, Germany). Results were expressed as relative 

fluorescence units and fluorescence increase was calculated as follows: 



111 
 

Equation 5.1 

Fluorescence increase = Mean test sample relative fluorescence value – Mean 

background fluorescence value. 

 

Media for background fluorescence (cell free) measurements was added to separate cell 

free culture plates and incubated under the same conditions as test samples. Background 

fluorescence was also measured at day 0, 7, 14 and 21. 

 

5.2.5 Statistical analysis 

Flow cytometry data analysed using the Kaluza software was exported to Microsoft excel 

spread sheets. Statistical analysis was then performed using GraphPad Prism version 6 

(GraphPad Software Inc., San Diego, USA). The non-parametric Kruskal-Wallis test was 

used to test for differences among the means. Follow up Dunn's multiple comparisons 

test was applied to determine where differences occurred between the groups. The non-

parametric Mann-Whitney test was also used in testing for significant difference between 

two data sets. Data was generated from four donor ASC cultures and expressed as the 

mean ± standard deviation (SD) of all replicates. Differences were considered statistically 

significant at p ≤ 0.05.  

 

5.3 Results 

5.3.1 Effects of ROS scavengers on total intracellular ROS levels in ASCs 

during adipogenesis 

The CellROX® Deep Red reagent measures ROS signals that are localized in the cell 

cytoplasm. Thus, the CellROX® Deep Red assay gives a measure of the total intracellular 

ROS levels. Total intracellular ROS levels were expressed as relative mean fluorescence 

intensity (MFI).  

 

The addition of adipogenic induction medium to ASCs increased total intracellular ROS 

levels from 2.86 ± 1.51 in non-induced ASCs to 4.6 ± 2.23 in induced ASCs on day 14, 

while on day 21 total intracellular ROS levels increased from 2.80 ± 1.19 in non-induced 
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ASCs to 4.04 ± 2.25 in induced ASCs (Figure 5.1). This reflected a 1.6- and 1.4-fold 

increase in total intracellular ROS levels on day 14 and day 21 respectively from non-

induced to induced ASCs. The increase in total intracellular ROS levels in induced ASCs 

was however not statistically significant on day 14 (p=0.2000) and day 21 (p=0.4857) 

(Figure 5.1).   

 

Having observed the increase in total intracellular ROS levels with adipogenic induction, 

the effects of ROS scavenger addition on total intracellular ROS levels in adipogenic 

induced ASCs was then investigated. Trolox addition to adipogenic induced ASCs 

decreased total intracellular ROS levels by 1.2-fold (from 4.6 ± 2.23 in ASCs only to 3.86 

± 2.26) on day 14 and while there was no appreciable change (from 4.04 ± 2.25 in ASCs 

only to 3.95 ± 2.58) in total intracellular ROS levels on day 21 (Figure 5.1). The decrease 

in total intracellular ROS levels observed with the addition Trolox was not statistically 

significant on day 14 (p=0.8286). 

 

The addition of apocynin to adipogenic induced ASCs also decreased total intracellular 

ROS levels by 1.1-fold (from 4.60 ± 2.23 in ASCs only to 4.30 ± 1.24) on day 14 while 

there was also no appreciable change (from 4.04 ± 2.25 in ASCs only to 3.88 ± 3.55) on 

day 21 (Figure 5.1). The decreased levels of total intracellular ROS levels observed in 

induced ASCs following treatment with apocynin was not statistically significant on day 

14 (p=0.8286). 
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Figure 5.1 Effects of ROS scavenger addition on total intracellular ROS levels in ASCs during 
adipogenesis 
Total intracellular ROS levels were determined by the CellROX® Deep Red reagent. Adipogenic induction 

had no effect on total intracellular ROS levels in induced ASCs on day 14 and day 21 when compared to 

non-induced ASCs. Trolox and apocynin addition to differentiating ASCs also resulted in no effect in total 

intracellular ROS levels on day 14 and day 21 when compared to ASCs only. ASCs incubated with complete 

DMEM only served as the non-induced controls. n = 4. NI: Non-induced; I: Induced.  

 

5.3.2 Effects of extracellular H2O2 addition on total intracellular ROS levels 

during adipogenesis 

The influence of extracellular H2O2 treatment on total intracellular ROS levels was also 

investigated in this study. ASCs were either pre-treated with 20 µM H2O2 for 24 hours 

followed by adipogenic differentiation or were prolong treated with 20 µM H2O2 throughout 

the differentiation period.  

 

Total intracellular ROS levels in pre-treated ASCs increased marginally by 1.1-fold (from 

4.6 ± 2.23 in ASCs only to 5.25 ± 2.86) on day 14 while there was no appreciable change 

(from 4.04 ± 2.25 in ASCs only to 3.89 ± 2.83) on day 21 (Figure 5.2). Changes in total 

intracellular ROS levels observed in pre-treated ASCs were not statistically significant on 

day 14 (p>0.9999). 
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Prolonged treatment of ASCs with 20 µM H2O2 followed by adipogenic differentiation did 

not have any appreciable effect on the total intracellular ROS measurements (from 4.6 ± 

2.23 in ASCs only to 4.76 ± 1.87) on day 14 while on day 21 there was a 1.4-fold increase 

(from 4.04 ± 2.25 in ASCs only to 5.49 ± 3.99) in total intracellular ROS levels (Figure 

5.2). There was no statistically significant difference in total intracellular ROS levels when 

comparing induced H2O2 prolong treated ASCs and ACSs only on day 21 (p=0.6571) 

(Figure 5.2). 
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Figure 5.2 Effects of extracellular H2O2 addition on total intracellular ROS levels in ASCs during 
adipogenesis. 
Total intracellular ROS levels were determined using the CellROX® Deep Red reagent. Adipogenic 

induction had no effect on total intracellular ROS levels on day 14 and day 21 when compared to non-

induced ASCs. Pre-treatment as well as prolonged treatment of ASCs with extracellular H2O2 also resulted 

in no effect on total intracellular ROS levels on day 14 and day 21 when compared to ASCs only. ASCs 

incubated with complete DMEM only served as the non-induced controls. n = 4. NI: Non-induced; I: Induced.   

 



115 
 

5.3.3 Effect of ROS scavengers on total intracellular ROS levels in H2O2 

treated ASCs during adipogenesis 

Having shown the effects of extracellular H2O2 treatment on total intracellular ROS levels 

in differentiating ASCs, the influence of ROS scavenger addition to both H2O2 pre-treated 

and prolong treated ASCs was investigated. A control condition consisted of ASCs treated 

in the same way as the experiment but without the addition of scavengers.  

 

 Effects of ROS scavengers on total intracellular ROS levels in 

H2O2 pre-treated ASCs during adipogenesis 

The addition of Trolox to H2O2 pre-treated ASCs followed by adipogenic differentiation 

increased total intracellular ROS levels by 1.2-fold (from 5.25 ± 2.86 in the ASC control 

to 6.55 ± 3.00) on day 14 and 1.1-fold (from 3.89 ± 2.83 in the ASC control to 4.19 ± 3.27) 

on day 21 (Figure 5.3). There was however, no statistically significant difference in total 

intracellular ROS levels when comparing Trolox addition to H2O2 pre-treated ASCs and 

the ASC control on day 14 (p=0.3429) and on day 21 (p=0.8286).  

 

On the other hand, the addition of apocynin to H2O2 pre-treated ASCs induced to 

differentiate, decreased the total intracellular ROS levels (from 5.25 ± 2.86 in the ASC 

control to 4.61 ± 2.25) on day 14. Whereas, on day 21 apocynin addition marginally 

increased total intracellular ROS levels (from 3.89 ± 2.83 in the ASC control to 4.32 ± 

2.88). This reflected a 1.1-fold decrease and a 1.1- fold increase in total intracellular ROS 

levels on day 14 and day 21 respectively. There was however, no statistically significant 

difference in total intracellular ROS levels on day 14 (p=0.8286) and on day 21 (p=0.6571) 

when comparing apocynin addition to H2O2 pre-treated ASCs and the ASC control (Figure 

5.3).  
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Figure 5.3 Effects of ROS scavengers on total intracellular ROS levels in H2O2 pre-treated ASCs 
during adipogenesis. 
Total intracellular ROS levels were measured by the CellROX® Deep Red reagent. Trolox and apocynin 

addition to induced H2O2 pre-treated ASCs had no effect on total intracellular ROS levels on day 14 and 

day 21 when compared to H2O2 pre-treated ASCs only. ASCs incubated with complete DMEM only 

served as the non-induced controls. n = 4. NI: Non-induced; I: Induced.   

 

 

 Effects of ROS scavengers on total intracellular ROS levels in 

H2O2 prolong treated ASCs during adipogenesis 

Trolox addition to H2O2 prolong treated ASCs followed by adipogenic differentiation 

caused a negligible decrease in total intracellular ROS levels (from 4.76 ± 1.87 in the ASC 

control to 4.69 ± 1.98) on day 14. Whereas on day 21 Trolox addition decreased total 

intracellular ROS by 1.3-fold (from 5.49 ± 3.99 in the ASC control to 4.27 ± 2.57), which 

was however not statistically significant (p=0.9131) (Figure 5.4). 

 

On the contrary, apocynin addition to H2O2 prolong treated ASCs undergoing adipogenic 

differentiation resulted in no appreciable change in total intracellular ROS levels on day 
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14 (from 4.76 ± 1.87 in the ASC control to 5.00 ± 2.21) and day 21 (from 5.49 ± 3.99 in 

the ASC control to 5.53 ± 4.58) (Figure 5.4).  
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Figure 5.4 Effects of ROS scavengers on total intracellular ROS levels in H2O2 prolonged treated 
ASCs during adipogenesis. 
Total intracellular ROS levels were determined by the CellROX® Deep Red reagent. Trolox and apocynin 

addition to ASCs treated with prolonged exposure to H2O2 followed by adipogenic induction had no effect 

on total intracellular ROS levels on day 14 and day 21 when compared to H2O2 prolonged treated ASCs 

only. ASCs incubated with complete DMEM only served as the non-induced controls. n = 4. NI: Non-

induced; I: Induced.   

 

5.3.4 Effects of ROS scavengers on mitochondrial ROS levels in ASCs 

during adipogenesis 

Mitochondria are a major ROS source in adipocytes and as such the effects of ROS 

scavengers on mitochondrial ROS levels during adipogenesis was also investigated. 

Mitochondrial ROS levels were expressed as relative mean fluorescence intensity (MFI). 

 



118 
 

Adipogenic induction of ASCs increased mitochondrial ROS levels by 1.5-fold (from 2.34 

± 0.59 in non-induced to 3.43 ± 1.83 in induced ASCs) on day 14. Whereas on day 21 

mitochondrial ROS levels increased by 1.1-fold (from 2.64 ± 0.72 to 2.96 ± 1.07) when 

comparing non-induced and induced ASCs (Figure 5.5). There was no statistically 

significant difference in the increase in mitochondrial ROS levels on day 14 (p=0.5143) 

and on day 21 (p=0.6571) when comparing non-induced and induced ASCs (Figure 5.5).  

 

Having observed an increase in mitochondrial ROS levels with adipogenic induction, the 

effects of ROS scavenger addition on the mitochondrial ROS levels in adipogenic induced 

ASCs was then investigated. Trolox addition to adipogenic induced ASCs decreased by 

1.1-fold the mitochondrial ROS levels from 3.43 ± 1.83 in ASCs only to 3.04 ± 1.14 on 

day 14. Whereas on day 21 mitochondrial ROS levels increased by 1.4-fold (from 2.96 ± 

1.07 in ASCs only to 4.04 ± 1.68) (Figure 5.5). There was no statistically significant 

difference in mitochondrial ROS levels on day 14 (p>0.9999) and day 21 (p=0.3429) when 

comparing Trolox addition to adipogenic induced ASCs and ASCs only (Figure 5.5). 

 

The addition of apocynin to adipogenic induced ASCs decreased mitochondrial ROS 

levels by 1.2-fold (from 3.43 ± 1.83 in ASCs only to 2.95 ± 0.93) on day 14. Whereas the 

mitochondrial ROS levels increased by 1.2-fold (from 2.96 ± 1.07 in ASCs only to 3.43 ± 

1.43) on day 21 (Figure 5.5). These changes in the mitochondrial ROS levels with 

apocynin addition were not statistically significant when comparing the induced ASCs on 

day 14 (p=0.8286) and day 21 (p=0.4000) to ASCs only. 
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Figure 5.5 Effects of ROS scavenger addition on mitochondrial ROS levels in ASCs during 
adipogenesis. 
Mitochondrial ROS levels were determined using the MitoSOX™ Red mitochondrial superoxide indicator 

reagent. Trolox and apocynin addition to ASCs followed by adipogenic differentiation, resulted in no change 

in mitochondrial ROS levels on day 14 and on day 21 when compared to ASCs only. ASCs incubated with 

complete DMEM only served as the non-induced controls. n = 4. NI: Non-induced; I: Induced.    

 

5.3.5 Effects of extracellular H2O2 treatment on mitochondrial ROS levels in 

ASCs during adipogenesis 

This study also investigated the influence of extracellular H2O2 treatment on mitochondrial 

ROS levels. ASCs were either pre-treated with 20 µM H2O2 for 24 hours followed by 

adipogenic differentiation or were prolong treated with 20 µM H2O2 throughout the 

differentiation period.  

 

Pre-treatment of ASCs with H2O2 followed by adipogenic differentiation decreased 

mitochondrial ROS levels by 1.2-fold (from 3.43 ± 1.83 in ASCs only to 2.87 ± 0.74) on 

day 14, whereas an increase of 1.2-fold in mitochondrial ROS levels (from 2.96 ± 1.07 in 

ASCs only to 3.50 ± 1.36) was measured on day 21 (Figure 5.6). There was however no 

statistically significant difference in mitochondrial ROS levels on day 14 (p=0.6286) and 
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on day 21 (p=0.3429) when comparing induced H2O2 pre-treated ASCs and ACSs only 

(Figure 5.6). 

 

Prolonged treatment of ASCs with 20 µM H2O2 throughout the differentiation period 

decreased mitochondrial ROS levels by 1.2-fold (from 3.43 ± 1.83 in ASCs only to 2.88 ± 

1.03) on day 14. Whereas the mitochondrial ROS levels increased by 1.1-fold (from 2.96 

± 1.07 in ASCs only to 3.33 ± 1.37) on day 21 (Figure 5.6). There was again no statistically 

significant difference in mitochondrial ROS levels when comparing induced H2O2 prolong 

treated ASCs and ACSs only on day 14 (p=0.8286) and on day 21 (p=0.3429) (Figure 

5.6). 
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Figure 5.6 Effects of extracellular H2O2 treatment on mitochondrial ROS levels in ASCs during 
adipogenesis. 
Mitochondrial ROS levels were determined using the MitoSOX™ Red mitochondrial superoxide indicator 

reagent. Pre- and prolonged treatment of ASCs with extracellular H2O2 followed by adipogenic 

differentiation resulted in no change in mitochondrial ROS levels on day 14 and day 21 when compared to 

ASCs only. ASCs incubated with complete DMEM only served as the non-induced controls. n = 4. NI: Non-

induced; I: Induced. 
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5.3.6 Effect of ROS scavengers on mitochondrial ROS levels in H2O2 treated 

ASCs during adipogenesis 

This study further investigated the influence of ROS scavenger addition to both H2O2 pre-

treated and prolong treated ASCs. A control condition consisted of ASCs treated in the 

same way as the experiment but without the addition of scavengers.  

 

 Effects of ROS scavengers on mitochondrial ROS levels in H2O2 

pre-treated ASCs during adipogenesis 

Trolox addition to H2O2 pre-treated ASCs followed by adipogenic induction for 14 days 

increased mitochondrial ROS levels by 1.1-fold (from 2.87 ± 0.74 in ASCs only to 3.24 ± 

0.78) on day 14 while there was no appreciable change (from 3.50 ± 1.36 in the ASC 

control to 3.67 ± 1.62) in the mitochondrial ROS levels on day 21 (Figure 5.7). The 

observed increase in mitochondrial ROS levels in H2O2 pre-treated ASCs following the 

addition of Trolox was however not statistically significant on day 14 (p=0.4571). 

 

On the other hand, apocynin addition followed by adipogenic differentiation resulted in no 

change in mitochondrial ROS levels on day 14 (mitochondrial ROS levels remained 2.87).  

Whereas, on day 21 there was an increase in mitochondrial ROS levels by 1.1-fold (from 

3.50 ± 1.36 in the ASC control to 3.79 ± 1.82). There was however, no statistically 

significant difference in mitochondrial ROS levels on day 21 (p>0.9999) when comparing 

apocynin addition to H2O2 pre-treated ASCs and the ASC control (Figure 5.7).  
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Figure 5.7 Effects of ROS scavengers on mitochondrial ROS levels in H2O2 pre-treated ASCs 
during adipogenesis. 
Mitochondrial ROS levels were determined using the MitoSOX™ Red mitochondrial superoxide indicator 

reagent. The addition of Trolox and apocynin to H2O2 pre-treated ASCs resulted in no change in 

mitochondrial ROS levels on day 14 and day 21 when compared to H2O2 pre-treated ASCs only. ASCs 

incubated with complete DMEM only served as the non-induced controls. n = 4. NI: Non-induced; I: Induced.  

 

 Effects of ROS scavengers on mitochondrial ROS levels in H2O2 

prolong treated ASCs during adipogenesis 

Trolox addition to H2O2 prolong treated ASCs followed by adipogenic differentiation 

increased mitochondrial ROS levels by 1.2-fold (from 2.88 ± 1.03 in the ASC control to 

3.41 ± 0.93) on day 14, whereas on day 21 there was no appreciable change in the 

mitochondrial ROS levels (from 3.33 ± 1.37 in the ASC control to 3.47 ± 1.26) (Figure 

5.8). There was no statistically significant difference in mitochondrial ROS levels on day 

14 (p=0.4857) when comparing Trolox addition to induced H2O2 prolong treated ASCs 

and the ASC control (Figure 5.8). 

 

On the other hand, apocynin addition to ASCs treated with prolonged exposure to H2O2 

followed by adipogenic differentiation similarly increased mitochondrial ROS levels by 
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1.3-fold (from 2.88 ± 1.03 in the ASC control to 3.33 ± 1.37) on day 14 but showed no 

appreciable change (from 3.33 ± 1.37 in the ASC control to 3.44 ± 1.15) in the 

mitochondrial ROS levels on day 21. There was however, no statistically significant 

difference in mitochondrial ROS levels on day 14 (p=0.3429) when comparing apocynin 

addition to H2O2 prolong treated ASCs and the ASC control (Figure 5.8).  
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Figure 5.8 Effects of ROS scavengers on mitochondrial ROS levels in H2O2 prolong treated ASCs 
during adipogenesis. 
Mitochondrial ROS levels were determined using the MitoSOX™ Red mitochondrial superoxide indicator 

reagent. Trolox and apocynin addition to adipogenic differentiating H2O2 prolonged treated ASCs had no 

effect on mitochondrial ROS levels on day 14 and day 21 when compared to H2O2 prolonged treated ASCs 

only. ASCs incubated with complete DMEM only served as the non-induced controls. n = 4. NI: Non-

induced; I: Induced.  

 

5.3.7 Effects of ROS scavenger addition to ASCs on extracellular ROS 

release during adipogenesis 

The effect of ROS scavengers on the extracellular release of ROS by ASCs during 

adipogenic differentiation on day 0, 7 14 and 21 was also measured using the 



124 
 

OxyBURST™ Green H2HFF BSA assay. Negative fluorescence values were recorded in 

all treatment conditions, suggesting that there was no extracellular ROS release detected 

during adipogenic differentiation or that adipogenic differentiation made use of the 

surrounding extracellular ROS. In ASCs only (without ROS scavenger treatment) the 

average fluorescence value for all time points throughout the differentiation period was -

6709 ± 4381. Following the addition of Trolox to ASCs the average fluorescence value 

for all time points throughout the differentiation period was -4556 ± 3936. This indicated 

a 1.5-fold increase in the fluorescence value with Trolox addition when compared to ASCs 

only. Whereas with apocynin addition to ASCs the average fluorescence value was -

20705 ± 7447. This reflected a 3.1-fold decrease in the average fluorescence values 

when compared to ASCs only (Figure 5.9). There was however no statistically significant 

difference (p=0.0867) in fluorescence values between the groups when compared to day 

0 (Figure 5.9). 
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Figure 5.9 Effects of ROS scavenger addition to ASCs on extracellular ROS release during 
adipogenesis. 
There were negative fluorescence values throughout the differentiation period for all the treatment 

conditions. Fluorescence values were more negative with the addition of apocynin to ASCs as compared 

with Trolox addition throughout the differentiation period. ASCs incubated with complete DMEM only served 

as the non-induced controls. n = 4. NI: Non-induced; I: Induced. 
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5.3.8 Effects of ROS scavenger addition to H2O2 pre-treated ASCs on 

extracellular ROS release during adipogenesis 

Following the addition of Trolox to H2O2 pre-treated ASCs, the average fluorescence 

value for all time points throughout the differentiation period was -6910 ± 3191. This 

reflected a 1.1-fold increase in fluorescence values when compared to H2O2 pre-treated 

ASCs (-7610 ± 3845). However, with apocynin addition to H2O2 pre-treated ASCs, there 

was an observed further decrease in the average fluorescence value to -20492 ± 10253. 

This represented a 3.1-fold decrease in fluorescence value when compared to H2O2 pre-

treated ASCs (-7610 ± 3845). There was however, no statistically significant difference 

(p=0.2125) in fluorescence values between the groups when compared to day 0 (Figure 

5.10). 
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Figure 5.10 Effects of ROS scavenger addition to H2O2 pre-treated ASCs on extracellular ROS 
release during adipogenesis. 
There were negative fluorescence values throughout the adipogenic differentiation period for all the 

treatment conditions. Addition of apocynin to pre-treated ASCs resulted in more negative fluorescence 

values throughout the differentiation period when compared to day 0. ASCs incubated with complete DMEM 

only served as the non-induced controls. n = 4. NI: Non-induced; I: Induced 
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5.3.9 Effects of ROS scavenger addition to H2O2 prolonged treated ASCs on 

extracellular ROS release during adipogenesis 

The addition of Trolox to H2O2 prolonged treated ASCs resulted in an average 

fluorescence value for all time points throughout the differentiation period of -9214 ± 5105. 

This reflected no fold change in fluorescence values when compared to H2O2 prolonged 

treated ASCs (-9001 ± 5948). Interestingly, with apocynin addition to H2O2 prolonged 

treated ASCs, there was a further decrease in fluorescence value. The average 

extracellular ROS fluorescence value was -19494 ± 11811 indicating a 2.1-fold decrease 

when compared to H2O2 prolonged treated ASCs (-9001 ± 5948). There was however, no 

statistically significant difference (p=0.5559) in fluorescence values between the groups 

when compared to day 0 (Figure 5.11).  
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Figure 5.11 Effects of ROS scavenger addition to H2O2 prolonged treated ASCs on extracellular 
ROS release during adipogenesis. 
There were negative fluorescence values throughout the adipogenic differentiation period for all the 

treatment conditions. Addition of apocynin to prolonged treated ASCs resulted in more negative 

fluorescence values throughout the differentiation period when compared to day 0. ASCs incubated with 

complete DMEM only served as the non-induced controls. n = 4. NI: Non-induced; I: Induced. 
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5.4 Discussion 

In this study, we investigated the effects of ROS and ROS scavenger addition on the 

adipogenic differentiation of human ASCs. Various studies have reported that ROS are 

involved in adipogenesis and endogenous ROS production increases in parallel with 

adipogenic differentiation5–7. As such this study went on further to investigate the 

corresponding changes in intracellular and extracellular ROS levels upon the addition of 

H2O2 and ROS scavengers to differentiating ASCs. ASCs were induced to adipogenic 

differentiation in the presence or absence of the ROS scavengers Trolox and apocynin. 

Thereafter total intracellular ROS levels were measured using CellROX® Deep Red and 

mitochondrial ROS production was also measured using MitoSOX™ Red.  

 

Adipogenic differentiation of ASCs resulted in no change in total intracellular ROS levels 

when comparing non-induced and induced ASCs (Figure 5.1). This suggesting that 

intracellular ROS levels are not involved in adipogenic differentiation. This observation 

did not support previous research, where adipogenic differentiation of ASCs was reported 

to be associated with increase in ROS production5–7,16. The addition of Trolox which is a 

ROS scavenger to differentiating ASCs, resulted in no effect on total intracellular ROS 

levels on day 14 and day 21 when compared to ASCs only. This suggesting that Trolox 

does not scavenge intracellular ROS in differentiating human ASCs. Trolox is a water 

soluble analogue of vitamin E, that has been reported to possesses intracellular 

scavenging activity against H2O2, superoxide, hydroxyl and peroxyl radicals17,18. 

However, contradictory to this study, Alves and colleagues (2013) reported that Trolox 

addition to bone marrow-derived human mesenchymal stromal cells inhibited intracellular 

ROS levels19. Differences in stem cell sources (ASCs versus MSCs) may have possibly 

contributed to this contrasting finding. In support to this speculation, experiments by 

Mohamed-Ahmed and colleagues (2018) demonstrated that ASCs had a higher 

adipogenic differentiation capacity as compared to BM-MSCs20. 

 

Apocynin addition to adipogenic differentiating ASCs also resulted in no effect on the 

levels of total intracellular ROS levels on day 14 and day 21 when compared to ASCs 

only (Figure 5.1). Apocynin is a natural plant derived methoxy-substituted catechol that is 
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used to inhibit NADPH oxidase in cells thereby blocking superoxide production and is 

also a ROS scavenger21–23. The observed lack of an effect by apocynin on total 

intracellular ROS levels suggests that in ASCs, apocynin does not scavenge intracellular 

ROS and that NOX derived ROS are not involved in adipogenic regulation. On the 

contrary experiments by Drehmer and colleagues (2016) reported that treatment of 

human ASCs with 100 µM apocynin inhibited intracellular ROS levels during the first three 

days of adipogenic differentiation adipogenic differentiation24. This observation suggests 

that apocynin may probably have an intracellular ROS scavenging effect only during the 

very early phases of differentiation. Additional studies using apocynin during the early 

phases of differentiation would be useful to determine apocynin’s mode of action in 

human ASCs. 

 

Mitochondrial ROS levels were determined using the MitoSOX™ Red, mitochondrial ROS 

levels did not change with increase in adipogenic differentiation of ASCs suggesting that 

mitochondrial ROS were not involved in differentiation (Figure 5.5). This finding was in 

contrast to previous reports were mitochondrial ROS levels were observed to increase 

with adipogenic differentiation25,26. Trolox and apocynin addition to differentiating ASCs 

resulted in no change in mitochondrial ROS levels on day 14 and day 21 when compared 

to ASCs only. Suggesting that Trolox and apocynin are not inhibitors of mitochondrial 

derived ROS in differentiating ASCs. This finding also suggests that mitochondrial derived 

ROS are not a possible ROS source in differentiating ASCs. The influence of Trolox and 

apocynin on mitochondrial ROS levels in differentiating ASCs has not been extensively 

described in literature. However, previous studies from other investigators have reported 

contrasting results to this current study. Monticone and colleagues (2014) showed that 

the treatment of glioblastoma and tumorigenic initiating cells with Trolox, suppressed 

mitochondrial ROS levels27. Other researchers have reported on a prooxidant effect by 

Trolox and apocynin22,28,29. Further work is however required to define the mechanisms 

of action by Trolox and apocynin on mitochondrial ROS levels in differentiating ASCs.  

The mechanisms of action behind the prooxidative effects of Trolox and apocynin during 

adipogenesis are not entirely clear and require further investigation. 
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Pre-treatment of ASCs with H2O2 followed by adipogenic differentiation did not affect total 

intracellular ROS levels on day 14 and day 21 when compared to H2O2 pre-treated ASCs 

(Figure 5.2). This suggests that pre-treatment of ASCs with extracellular H2O2 does not 

promote further intracellular ROS generation in ASCs during adipogenic differentiation. 

This finding is in contrast to earlier findings by Li and colleagues (2001), who reported 

that treatment of vascular smooth muscle cells and fibroblasts with exogenous H2O2 

amplified intracellular ROS production30. On the other hand, H2O2 pre- and prolonged 

treatment of ASCs induced to differentiate resulted in no effect on mitochondrial ROS 

levels on day 14 and day 21 when compared to ASCs only (Figure 5.6). This finding 

suggests that extracellular treatment of ASCs with H2O2 does not stimulate increased 

mitochondrial ROS production in differentiating ASCs. The presence of ROS in excess 

has been described to be associated with mitochondrial damage and loss of function31,32. 

It is possible that the presence of extracellular H2O2 may have altered the function of 

mitochondria thus resulting in no effect in mitochondrial ROS levels. However, additional 

studies are required to confirm this. 

 

The addition of Trolox and apocynin to H2O2 pre-treated ASCs followed by adipogenic 

differentiation resulted in no effect in total intracellular ROS levels on day 14 and day 21 

when compared to H2O2 pre-treated ASCs only (Figure 5.3). Suggesting that in H2O2 pre-

treated ASCs Trolox and apocynin do not inhibit intracellular ROS generation in 

differentiating ASCs. The observed lack of an inhibition effect by apocynin suggests that 

in H2O2 pre-treated ASCs NOX is not a possible ROS source during adipogenic 

differentiation in ASCs. There was no change in mitochondrial ROS levels with Trolox 

and apocynin addition to H2O2 pre-treated ASCs on day 14 and day 21 when compared 

to H2O2 pre-treated ASCs only (Figure 5.7). These findings suggest that in H2O2 pre-

treated ASCs mitochondrial derived ROS are not a possible ROS source during 

adipogenic differentiation. The results also suggest that Trolox and apocynin are not 

inhibitors of mitochondrial derived ROS in H2O2 pre-treated ASCs.   

 

The addition of Trolox to adipogenic induced H2O2 prolong treated ASCs did not show 

any appreciable change in total intracellular ROS levels on day 14 and on day 21 when 
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compared to H2O2 prolong treated ASCs only (Figure 5.4). Suggesting that in ASCs with 

H2O2 present throughout the differentiation period Trolox does not inhibit intracellular 

ROS generation in differentiating ASCs. The simultaneous addition of Trolox and H2O2 

may have neutralised Trolox thereby resulting in little to no Trolox left to scavenge 

intracellular ROS. This speculation has been supported in a previous study where Trolox 

was reported to scavenge ROS present in solution18. 

 

On the other hand, apocynin addition to induced H2O2 prolonged treated ASCs resulted 

in no appreciable change in total intracellular ROS levels on day 14 and day 21 (Figure 

5.4). These findings show that apocynin does not inhibit total intracellular ROS levels in 

the presence of extracellular H2O2, thus suggesting that NOX enzymes are not involved 

in ROS production in ASCs subjected to constant presence of H2O2. Apocynin’s lack of a 

ROS inhibition effect is supported in previous reports by Heumuller and colleagues (2008) 

as well as Vejrazka and colleagues (2005). They observed that apocynin inhibited 

intracellular ROS in non-phagocytic cells only in the presence of H2O2 and 

myeloperoxidase21,22. Since myeloperoxidase is mainly found in myeloid cells it is likely 

that the absence of myeloperoxidase in differentiating ASCs contributed to apocynin’s 

lack of a ROS inhibition effect despite the presence of H2O2
33. The differences in the 

effects of Trolox and apocynin on total intracellular ROS levels suggest that both 

scavengers have different mechanisms of action in the presence of extracellular H2O2 in 

differentiating ASCs.  

 

Trolox and apocynin addition to differentiating ASCs treated with prolonged exposure to 

H2O2 resulted in no effect in mitochondrial ROS levels on day 14 and day 21 when 

compared to H2O2 prolong treated ASCs only (Figure 5.8). This finding may suggest that 

ASCs under the continuous presence of H2O2, mitochondrial derived ROS are not 

involved during the differentiation process. The results also indicate that in the presence 

of H2O2 Trolox and apocynin are not inhibitors of mitochondrial derived ROS.  

 

Extracellular ROS release was measured in ASCs subjected to different treatments using 

the OxyBURST® H2HFF Green BSA reagent. In all the treatment conditions throughout 
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the differentiation period, there were negative fluorescence values observed. As such, we 

concluded that there was no extracellular ROS release detected during adipogenic 

differentiation of ASCs. We speculate that most probably the concentration of H2O2 

released by the cells was below the detection limit of the ROS detection probe used 

(OxyBURST® H2HFF Green BSA reagent). Since ROS are unstable it is possible that the 

released H2O2 may have reacted with media components resulting in loss of signal 

detection34. Contrary to findings from this study Mouche and colleagues (2007) detected 

extracellular ROS release by 3T3-L1 preadipocytes and adipocytes8. However, ROS 

release was measured using the Amplex Red Hydrogen Peroxide/Peroxidase assay 

method in the presence of live cells. In future studies, the measurement of extracellular 

ROS release in the presence of live cells is recommended. Negative fluorescence values 

meant that background fluorescence values were higher than test sample values. The 

exact reasons behind this are not clear but we speculate that cells may have secreted 

factors or taken up some components in test sample media resulting in lower 

fluorescence values. Since the only difference between background media and test 

sample media was the presence of cells. Interestingly, apocynin addition resulted in more 

negative fluorescence values (Figures 5.9, 5.10 and 5.11). We assume that this is most 

likely because cells took up apocynin more or secreted factors that had a more 

pronounced effect on apocynin.  

 

5.5 Conclusion  

This study is among the few that have investigated the effects of Trolox and apocynin on 

total intracellular and mitochondrial ROS levels during adipogenic differentiation of 

primary human ASCs in the presence and absence of short term and prolonged exposure 

to extracellular H2O2. The results of this study suggest that Trolox and apocynin have no 

effect on total intracellular and mitochondrial ROS levels in differentiating ASCs. The 

findings from this study further suggest that in adipogenic differentiating ASCs, there is 

no extracellular ROS release since no H2O2 was detected in the culture media of the cells. 

Further studies are however required gain a deeper understanding on extracellular ROS 

release in differentiating ASCs. 
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The interpretation to this study is however limited by the fact that, the concentration of 

apocynin used was not validated for safety on ASC viability over the 21-day differentiation 

period. Another limitation in this study was that mitochondrial specific antioxidants were 

not used in this study and we could not with confidence implicate mitochondria as a ROS 

source during adipogenesis. The concentrations of ROS scavengers used in this study 

may not have been potent enough to produce a significant ROS inhibition effect in vitro. 

Thus, in future studies, it is recommended to select for the appropriate concentrations of 

ROS scavengers that have the maximum ROS inhibition effect without affecting cell 

viability. Altogether, this study suggests that Trolox and apocynin do not inhibit 

intracellular ROS generation in adipogenic differentiating human ASCs. However, it is 

recommended that additional studies be conducted to determine Trolox and apocynin’s 

exact mechanisms of action in human ASCs.   
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Chapter 6: General discussion and conclusion 

 

6.1 General discussion 

Reactive oxygen species (ROS) have been reported to be involved in the regulation of 

adipogenesis1. The process of adipogenesis has in turn been described to be associated 

with an increase in intracellular ROS levels2,3. Excessive adipogenesis ultimately leads to 

obesity and its related complications.  The global incidence and prevalence of obesity 

have reached alarming proportions, yet effective prevention and therapeutic strategies 

remain to be developed4. In addition, the process of adipogenesis and the role played by 

ROS in the process is poorly understood1,5. This study therefore set out to investigate the 

effects of ROS and ROS scavengers on adipogenesis in human ASCs particularly to gain 

knowledge on how ROS is regulated in adipogenesis as well as to evaluate the ROS 

scavengers Trolox and apocynin as possible anti-adipogenic agents. 

 

The addition of adipogenic induction medium to ASCs resulted in an increase in 

adipogenesis on day 14 and day 21 (Chapter 4 Figure 4.2). This was however 

accompanied by no change in total intracellular (Chapter 5 Figure 5.1) as well as 

mitochondrial ROS levels (Chapter 5 Figure 5.5). This suggesting that adipogenic 

differentiation of human ASCs is not associated with an increase in intracellularly 

generated ROS as well as mitochondrial derived ROS.  

 

Trolox and apocynin addition to adipogenic induced ASCs had no effect on adipogenesis 

on day 14 and day 21 (Chapter 4 Figure 4.2). There was also no corresponding change 

in total intracellular (Chapter 5 Figure 5.1) as well as mitochondrial (Chapter 5 Figure 5.5) 

ROS levels in the differentiating ASCs. This suggesting that in this study Trolox and 

apocynin had no influence on adipogenesis and are not scavengers of total intracellular 

and mitochondrial ROS. These findings also suggest that intracellularly derived ROS 

including mitochondrial ROS are not involved in adipogenic differentiation.   
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Treatment of ASCs with H2O2 accelerated their adipogenic differentiation capacity with a 

greater adipogenic enhancement effect observed in ASCs differentiating in the constant 

presence of H2O2 (prolong treated ASCs) on day 14 (Chapter 4 Figure 4.3). Both pre- and 

prolonged H2O2 treated ASCs and the untreated control ASCs achieved similar levels of 

adipogenesis (no change in adipogenesis between all three conditions) on day 21, 

indicating that the influence of extracellular H2O2 treatment on adipogenesis predominant 

only in the early phases of differentiation. However, the observed adipogenic 

enhancement with extracellular ROS treatment was not associated with a corresponding 

increase in total intracellular (Chapter 5 Figure 5.2) and mitochondrial ROS levels 

(Chapter 5 Figure 5.6). This suggests that extracellular ROS enhance adipogenesis in 

human ASCs through mechanisms that do not involve changes intracellular ROS levels 

including mitochondrial derived ROS.  

 

The addition of the ROS scavenger, Trolox to adipogenic induced H2O2 pre-treated ASCs 

had no effect on adipogenesis on day 14 and day 21 (Chapter 4 Figure 4.4). This was 

accompanied with no corresponding change in both the total intracellular (Chapter 5 

Figure 5.3) and mitochondrial (Chapter 5 Figure 5.7) ROS levels. This suggests that in 

H2O2 pre-treated ASCs intracellular ROS are not involved in adipogenesis. On the 

contrary, the addition of apocynin to differentiating H2O2 pre-treated ASCs suppressed 

adipogenesis on day 14 (Chapter 4 Figure 4.4), which was accompanied with no 

corresponding change in total intracellular ROS levels (Chapter 5 Figure 5.3) and 

mitochondrial ROS levels (Chapter 5 Figure 5.7). This suggests that apocynin suppressed 

ASCs adipogenesis during the early phase only after the cells had been exposed to 

extracellular H2O2, suggesting that it could be an effective anti-adipogenic agent in the 

presence of an oxidative stress condition. 

 

In differentiating H2O2 prolong treated ASCs, the addition of Trolox had no effect on 

adipogenesis on day 14 and day 21 (Chapter 4 Figure 4.5). There was also no change in 

the total intracellular (Chapter 5 Figure 5.4); as well as in mitochondrial ROS levels 

(Chapter 5 Figure 5.8). The absence of an effect by Trolox on ASCs adipogenesis 

suggests that the continuous presence of H2O2 abated the effect of Trolox on 
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differentiating ASCs.  The addition of apocynin to H2O2 prolonged treated ASCs resulted 

in no effect on adipogenesis on day 14 and day 21, although a slight non-significant 

decreasing trend in adipogenesis was observed (Chapter 4 Figure 4.5). There was no 

corresponding change in the total intracellular (Chapter 5 Figure 5.4) and mitochondrial 

ROS levels (Chapter 5 Figure 5.8). This suggests that in the continuous presence of 

extracellular H2O2 apocynin has no effect on ASC adipogenesis. 

 

6.2 Concluding remarks 

Trolox and apocynin are well known ROS scavengers, however their effect as adipogenic 

inhibitors in differentiating human ASCs has not been extensively described in 

literature6,7. This study is one of the few that has investigated the influence of Trolox and 

apocynin in differentiating ASCs (in the presence or absence of H2O2 treatment) as well 

as attempt to decipher their possible mechanisms of action.  

 

This study showed that apocynin supresses adipogenesis in human ASCs particularly in 

the presence of extracellular H2O2 pre-treatment during the early phases of differentiation. 

This suggesting that NOX derived ROS may possibly be involved in regulating 

adipogenesis in the presence of extracellular H2O2 pre-treatment. The study also showed 

that the ROS scavengers Trolox and apocynin did not scavenge intracellularly derived 

ROS including mitochondrial ROS. It was also shown that Trolox had no effect on 

adipogenic differentiation of ASCs in the presence and absence of H2O2. Apocynin also 

had no effect on adipogenesis in the absence of extracellular H2O2. However, the results 

of this study suggested that extracellular ROS release was not involved during 

adipogenesis. 

 

Limitations of study and recommendations for future work 

Additional studies need to be conducted to further define the precise molecular 

mechanisms of action by the ROS scavengers during adipogenesis. Gene expression 

studies of adipocyte specific and antioxidative enzyme genes as well as studies to identify 

intracellular ROS sources will be pivotal in deciphering the possible mechanisms of action 

by Trolox and apocynin during adipogenesis. This study was limited by the lack of 
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adequate information on donor characteristics that are possible contributors for 

heterogeneity. This heterogeneity coupled with the relatively small number of biological 

replicates (n=4) could possibly have influenced the lack of statistical significance 

observed between the different treatment conditions in this study. It is therefore 

recommended for future studies to keep such donor factors constant to minimise 

heterogeneity and further increase the number of biological replicates used in the study. 

This study only investigated adipogenesis during the later stages of differentiation. It is 

recommended that in future studies, the effects of ROS scavengers be also investigated 

during the very early phases of differentiation. Above all, having shown that apocynin 

could be a possible anti-adipogenic/anti-obesity agent, further studies involving animal 

models will help provide clearer insights into its role as a suppressor of adipogenesis. The 

findings from this will enhance current knowledge in the field that will in turn assist in 

developing new and improved therapeutic interventions in the treatment of obesity and 

its comorbidities. 
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Appendix A: Absolute cell count calculation 

Absolute cell counts were obtained by taking the number of events in the region of interest 

(nucleated intact cells: N) and dividing that number by the number of events in the Flow 

CountTM region (G). The result of which was multiplied by the calibration factor (C) of the 

Flow CountTM beads. The lot-number specific calibration factor (concentration of 

beads/µl) is supplied with each Flow Count vial. This gave the cell count per microliter 

(see formula below). 

Absolute cell count/µl = (N/G) x C 
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