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Abstract: Effective cell number monitoring throughout the three-dimensional (3D) scaffold is a
key factor in tissue engineering. There are many methods developed to evaluate cell number in
2D environments; however, they often encounter limitations in 3D. Therefore, there is a demand
for reliable methods to measure cell proliferation in 3D surroundings. Here, we report a novel
technique for the DNA content-based evaluation of cell proliferation using DNA-binding dye DAPI.
We demonstrated the method’s compatibility with four different cell cultures: cancer lines MCF-7 and
MH-22a, embryonic fibroblast cell line Swiss 3T3, and primary mesenchymal stem cell culture isolated
from rat’s incisors. The DAPI based method was able to successfully evaluate cell proliferation in
2D, 2.5D, and 3D environments. Even though the proposed method does not discriminate between
viable and dead cells, it might give a convenient snapshot of the cell number at a given time point.
This should help to more reliably evaluate various processes proceeding in 2.5D and 3D cultures.

Keywords: cell number evaluation; 2D-3D environment; cell proliferation

1. Introduction

Cell proliferation is a process that results in an increase in cell number due to cell
division and growth. The rate of cell proliferation provides valuable information about
their basic health and maintenance, as well as their responses to a particular drug or a
disease state. Therefore, it is a good indicator of the overall cell wellbeing [1,2]. A number
of assays have been developed for analyzing cell growth by performing cell counts or by
monitoring DNA content, DNA synthesis, metabolic activity, or protease activity [2—6].
These methods have varying levels of sensitivity, reproducibility, and compatibility with
high-throughput formatting [7]. The choice of the relevant method depends on the type of
cells/tissues.

Tissue engineering encompasses the study of cell interaction with three-dimensional
(3D) scaffolds. These 3D scaffolds are generally highly porous structures to ensure cell
integration, nutrient and oxygen diffusion, and waste removal [8,9]. Effective cell seeding
and cell integration throughout the 3D environment play an important role in tissue engi-
neering. The rate of cell proliferation inside the 3D scaffolds shows their integration and
biocompatibility [10]. To accurately track cell-scaffold interaction processes, sometimes it
is necessary to know the exact cell number [11,12]. However, current available methods
for measuring cell proliferation are not accurate enough to evaluate the cell number in 3D
surroundings [13,14]. Divieto and Sassi proposed a novel approach for the quantitative
assessment of cell viability in 3D surroundings based on enzymatic reduction of resazurin
dye by viable cells [15]. However, this method is not applicable in certain cases as there is
a broad range of synthetic materials, which can be used for scaffold fabrication. Due to
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chemical interactions with resazurin reagents, some of the materials might produce arte-
facts, which could interfere with results acquisition, while other materials are known to be
auto-fluorescent [16,17]. Therefore, they might reduce the sensitivity of the resazurin assay.
Additionally, it should be taken into consideration that contact inhibition of proliferation
or onset of differentiation can change the metabolic activity of cells, which can lead to
differences in resazurin metabolism at different time points [18]. This also applies to other
popular cell number evaluation methods, which are based on cell metabolic activity, for
example, MTT [19,20]. Thus, in cases when cells cannot be counted directly, or cellular
metabolism might directly influence cell number measurements, other types of methods
have to be used [21-24].

To perform a precise evaluation of cell number in a scaffold, several different strategies
can be applied. One of the them is based on the measurement of cellular protein content,
e.g., using sulforhodamine B, the quantification of intracellular proteins release (glucose-6-
phosphate dehydrogenase and lactate dehydrogenase) [25-27]. The mentioned methods
are not as sensitive to external or internal factors as MTT and resazurin-based methods.
Nevertheless, in cell differentiation studies, the cell proteome can change significantly;
thus, their use is limited [20,27]. The other strategy is based on the quantification of cellular
DNA and can measure cell number at the population level or even at the individual cell
level [28]. These methods are generally based on stoichiometric fluorophore binding to
DNA, meaning that cell number can be evaluated using fluorescent microscopy, PCR quan-
tification, or fluorescence measurements [28-30]. Only several fluorophores are usually
used for cell number evaluation in 2D and 3D—PicoGreen, CyQuant, and Hoechst 33258.
As known to the authors, DAPI (4/,6-diamidino-2-phenylindole), which is extensively
used for staining cell nucleus, has not yet been applied for cell number evaluation in 3D
environments [28,31-33]. Thus, here, we report a DAPI-based DNA content measuring
assay for cell quantification in 2D and 3D surroundings.

2. Methods
2.1. Materials

PBS (09-8912-100, Medicago, Uppsala, Sweden), SDS (101161470, Sigma-Aldrich,
Taufkirchen, Germany), Triton X-100 (X100-5ML, Sigma-Aldrich), SSC (93017-10L-F, Sigma-
Aldrich), DAPI (D1306, Invitrogen, Carlsbad, CA, USA), IMDM (42200-030, Gibco, Dublin,
Ireland), DMEM (12800-017, Gibco), Penicillin/Streptavidin (15140-122, Gibco), Fetal
bovine serum (A31608-01, Gibco), Isopropanol (UN1219, VWR international GmbH, Darm-
stadt, Germany), Ethanol (32221-2.5L, Sigma-Aldrich), Sodium citrate (18996-35-5, Sigma-
Aldrich), Paraformaldehyde (30525-89-4, Sigma-Aldrich), BSA (9048-46-8, Sigma-Aldrich),
TRITC conjugated Rhodamine Phalloidin (90228, Millipore), HEPES (15630-056, Gibco),
TRIzol (15596026, Invitrogen), and Polylactic acid (PLA) (Pure PLA filament, Ultimaker,
Utrecht, The Netherlands).

2.2. Cell Culture

Three commercially available cell lines—MCF-7, MH-22a, Swiss 3T3 and primary den-
tal pulp-derived stem cells (DPSCs) isolated from Wistar rat—were used for experiments.
MH-22a cells were obtained from the Institute of Cytology, Sankt-Petersburg, Russian Fed-
eration. MCF-7 cells were obtained from the Cell line Service GmbH (Eppelheim, Germany).
Swiss 3T3 fibroblasts were obtained from ATCC (Kielpin, Poland) and were a kind gift
from dr. Mindaugas Valius. DPSC isolation was performed as described in our previous
protocol!2. Cancer cell lines, MCF-7 and MH-22a, were grown in DMEM growth medium
supplemented with 10% fetal bovine serum and 1% streptavidin/penicillin. Swiss 3T3 and
DPSC were grown in IMDM medium, supplemented with 10% fetal bovine serum and 1%
streptavidin/penicillin. Cell number for the experiments was evaluated by Scepter Cell
Counter (Milipore, Burlington, MA, USA) according to the manufacturer’s instructions.
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2.3. Scaffolds Printing

Two types of scaffolds were used in this research—wavy and porous. Scaffolds
were produced from pure PLA filament (Ultimaker B.V.) and printed with FFF 3D printer
“Ultimaker” Original (Ultimaker B.V.) as described previously [34]. The printer nozzle had
a diameter of 400 um, the printing was done at 180-190 °C, and the pinpoint scanning
velocity was set to 30 mm/s. CAD models of wavy and porous scaffolds were produced
with Fusion 360 (Autodesk Inc., San Rafael, CA, USA). Each layer of the 3D porous structure
was composed of threads whose width and height were 500 pm and 400 um. The structure
had four layers each rotated by 90 degrees, and the height of the final scaffold was 1600 pm.
Wavy scaffolds were printed in a standing up position. Layer height was 188 um and
formed hills were around 250 pm in height. The total height of the printed wavy scaffold
was around 1000 um.

2.4. Assessment of the Background Fluorescence of Lysis Buffers

Two types of lysis buffers containing either SDS or Triton X-100 detergent were tested.
Lysis buffer composition was the following: saline-sodium citrate (SSC) buffer (pH 7.2)
supplemented with SDS or Triton X-100 to the final concentration of 0.01, 0.015, 0.02, 0.025,
0.03, 0.035, and 0.04% (w/v). DAPI fluorescent dye was diluted in the SSC buffer to the
concentration of 4 pug/mL. In addition, 100 puL of lysis buffer was mixed with 100 pL. DAPI
dye solution and incubated at 37 °C in the dark for 30 min. Next, DAPI fluorescence was
measured with the Varioskan Flash Multimode Reader (Thermo Scientific, Waltham, MA,
USA). Fluorometric measurements were made with excitation at 360 nm and emission at
460 nm.

2.5. Fluorescence Emission Sweep

DAPI background fluorescence and fluorescence in the presence of DNA was assessed
by a fluorescence emission sweep with the Thermo Scientific Varioskan Flash Multimode
Reader. In addition, 100 uL 0.02% SDS in SSC buffer was mixed with 100 pL of 0.2, 0.8,
1.6,3.2, and 4 pg/mL DAPI solutions in SSC buffer. In the presence of DNA, 5, 10, 20, 75,
and 150 ng/mL concentrations of DNA were used. DNA was isolated from the MCF-7 cell
line using TRIzol reagent according to the manufacturer’s instructions. After incubation at
37 °C in the dark for 30 min, fluorescence emission sweep was performed, starting from
400 nm and ending at 600 nm wavelength.

2.6. Immunofluorescence Staining

The ability of lysis buffers to dissolve cells was evaluated by immunofluorescence
staining of cell cytoskeleton and nuclei. DPSC were seeded in 48-well plates at a concentra-
tion of 40,000 cells/mL. The next day, cells were treated with lysis buffers containing 0, 0.02,
or 0.04% of either SDS or Triton X-100 and incubated for 30 min at 37 °C temperature. Then,
buffers were removed and cells were washed twice with PBS. Next, cells were fixed with
4% paraformaldehyde for 15 min at RT and washed once with PBS, followed by incubation
with 1 mg/mL BSA in PBS for 1 h at RT. Then, they were washed again once with PBS
and 200 puL of 0.6 pg/mL TRITC conjugated Rhodamine Phalloidin and 0.2 pg/mL DAPI
solution in PBS was added and incubated at RT in the dark for 30 min. After incubation,
wells were washed three times with PBS for 30 s each wash. Cells must be covered with
PBS prior to visualization with a fluorescent microscope to prevent cells from drying out.

2.7. Calibration Curve

For MCF-7, MH-22a and Swiss 3T3 calibration curve experiments cells were seeded
in 24-well plates at densities: 250, 500, 750, 1000, 2500, 5000, 7500, 10,000, 25,000, 50,000,
and 100,000 cells/well. For the DPSC calibration curve, densities of 100, 250, 500, 750, 1000,
2500, 5000, 7500, 10,000, 25,000, 50,000 and 100,000 cells/well were used. After MCF-7,
MH-22a, Swiss 3T3, and DPSC cells attached to the plate surface, they were washed twice
with PBS and incubated for 1 h or overnight at -20 °C temperature. After incubation at
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—20 °C, cells were treated with 0.02% SSD in SSC buffer and incubated at 37 °C while
shaking at 300 RPM for 30 min. The required amount of lysis buffer depends on the cell
growth surface area and should be determined for every cell line. In this case, all the cells
were lysed with 400 pL of lysis buffer. Then, 100 puL of lysate was mixed with 100 pL of
4 ug/mL DAPI fluorescent dye diluted in SSC to a final DAPI concentration of 2 pg/mL,
and incubated at 37 °C in the dark for 30 min. Finally, DAPI fluorescence was measured
with the Varioskan Flash Multimode Reader. Fluorometric measurements were made with
excitation at 360 nm and emission at 460 nm. The background fluorescence values were
subtracted from the data.

If cells are not completely dissolved by the 0.02% SDS lysis buffer, a larger concen-
tration of lysis buffer should be used. In such case, additional dilutions would be needed
since the final SDS concentration has to be 0.01%. To measure smaller cell numbers, a lower
DAPI concentration should be applied.

2.8. Assessment of the Cell Number in 3D Surroundings

DPSC cells were seeded onto three different surfaces: 2D 24-well plate plastic surface,
2.5D wavy PLA surface, and 3D porous PLA surface. Cell numbers for seeding were
calculated according to the surface area—15,000 cells/ cm?. In addition, 30,000 DPSC cells
were seeded into each well of the 24-well plate and 15,000 cells to wavy and porous PLA
surfaces as their surface areas were assumed to be 1 cm?. Cell numbers were evaluated
after 3,24, 48,72, 96, and 120 h. To measure cell numbers, the method described above in
Section 2.7 was used.

2.9. Statistical Analysis

Linear regression models were used to calculate the slopes of the calibration curves.
For data analysis and visualization, the R statistics program was used (version 3.5.1) with
ggplot2 library functions. Data in graphs are shown as dots with & SD while fluorometric
scans are shown as line graphs. Linear regression models are shown as black lines with
a grey area indicating a 95% confidence interval of the model. The goodness of fit was
evaluated by calculating a coefficient of determination. Each data point was acquired from
at least three independent samples.

3. Results
3.1. Assessment of Lysis Buffer Composition

Two types of cell lysis buffers based on either SDS or Triton X-100 detergents were
evaluated for effective cell lysis and nuclear envelope dissolution. SDS is an anionic
detergent while Triton X-100 is nonionic. First, the interaction between lysis buffers with
different detergent concentrations and DAPI were assessed (Figure 1a,b). For this purpose,
SSC butffer (pH 7.2), containing 0.01, 0.015, 0.02, 0.025, 0.03, 0.035, 0.04% SDS or Triton
X-100 and 2 pg/mL of DAPI dye, was used. After evaluation of DAPI fluorescence, a linear
relationship between DAPI fluorescence and Triton X-100 concentrations ranging from 0.01
to 0.04% was observed. However, in buffers with SDS anionic detergent, two different linear
processes were determined. From 0.01 to 0.02%, DAPI fluorescence increased gradually;
however, if SDS concentration was higher than 0.02%, a rapid increase in DAPI fluorescence
was observed. Thus, a low concentration of SDS should be used in the lysis buffer. In the
case of Triton X-100, a wide range of detergent concentrations can be used for cell lysis as it
would not interfere with DAPI fluorescence measurements.
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Figure 1. Assessment of efficiency of cell lysis buffers. (a) SDS concentration-dependent 2 pg/mL
DAPI fluorescence; (b) Triton X-100 concentration-dependent 2 pg/mL DAPI fluorescence; (c) evalu-
ation of the ability of SDS or Triton X-100 containing lysis buffers to dissolve DPSC cells. Immunoflu-
orescence pictures depict cell nuclei (blue) and actin filaments (red). Values in graphs are shown as
mean =+ SD. n = 3, scale bar marks 200 um.

Most DNA in the cell are localized in the nucleus; thus, the ability of lysis buffers
to effectively dissolve cellular and nuclear membranes were evaluated by immunocyto-
chemical analysis (Figure 1c). DPSC was chosen for this experiment since it has a dense
cytoskeletal network which could interfere with the nucleus lysis (Figure 1c). In addition,
40,000 cells/mL were seeded into 48-well plates and treated with 0.02 and 0.04% SDS or
Triton X-100-containing lysis buffers. After 1 h incubation with lysis buffers, the cells were
washed and the cytoskeleton and cell nuclei were stained with Rhodamine Phalloidin
and DAPI, respectively. Both SDS concentrations effectively dissolved the cells as no cells
or nuclei were left. On the contrary, 0.02% Triton X-100 was unable to dissolve the cells
completely as some cells and nuclei were still visible after 1 h incubation. However, 0.04%
Triton X-100 containing a lysis buffer completely dissolved cells and nuclei. Consequently,
lower concentrations of Triton X-100 detergent are unsuitable for dissolving cell nuclei.
Furthermore, Triton X-100 produced a stronger background signal compared to the SDS
lysis buffer, which can influence the sensitivity of this method. Based on these data, anionic
detergent SDS was chosen for cell lysis in further experiments.
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3.2. Determination of DAPI Working Concentration

Next, DAPI concentration-dependent fluorescence in SDS-containing lysis buffer was
assessed. The final SDS concentration in the sample after cell lysis and addition of DAPI
was 0.01%, as it was shown to have the least effect on the background DAPI fluorescence
(Figure 1a). A wide range of DAPI concentrations was evaluated in 0.01% SDS containing
lysis buffer—0.1, 0.4, 0.8, 1.6, and 2 ug/mL (Figure 2a,b). DAPI fluorescence emission
sweep was performed ranging from 400 to 600 nm. Logarithmic fluorescence intensity
dependence on DAPI concentration was observed (Figure 2b). The same tendency was
observed with 150 ng/mL of DNA present in the solution (Figure 2a). The addition of
DNA increased the fluorescence intensity compared to DAPI only solution; however,
the intensity was still dependent on DAPI concentration—larger DAPI concentrations
produced a stronger signal. Nevertheless, DNA-DAPI complex fluorescence intensity at
small DNA concentrations was changing nonlinearly (Figure 2c). This was evaluated by
measuring 2 ug/mL DAPI fluorescence emission sweep from 400 to 600 nm with different
DNA concentrations—?5, 10, 20, 75, and 150 ng/mL. DAPI fluorescence intensity without
DNA was greater than in combination with 5 ng/mL DNA. However, around 10 ng/mL
DNA concentration, the intensity equalized to DAPI background fluorescence intensity
and increased logarithmically from there.

Next, the effect of dye concentration ranging from 0.1 to 2 pg/mL on the dynamic
range of MH-22a cell number evaluation was determined (Figure 2d). The use of 2 pg/mL
DAPI allowed for accurately quantifying large amounts of DNA in the sample. However,
with increasing dye concentrations, the sensitivity to smaller cell concentrations reduces
due to an increase in the background signal; thus, for smaller cell concentrations, lower
amounts of DAPI should be used. Likewise, at small DNA concentrations, the nonlinear
processes might inhibit accurate cell number measurements. These processes were not
observed with higher MH-22a cell numbers.

3.3. Assessment of the Method with Various Cell Lines

Finally, the optimal lysis buffer composition and concentration of DAPI were tested
on four cell lines—cancer lines MCF-7 and MH-22a, mouse embryo fibroblast stem cell
line Swiss 3T3, and primary rat DPSC (Figure 3). All tested cell types revealed a linear
relationship between DAPI fluorescence intensity and cell numbers. MCF-7 and MH-22a
cancer lines displayed the largest DAPI fluorescence intensity at 100,000 cell count, where
DAPI fluorescence was at 306 and 288 intensity units, respectively (Figure 3a,b). However,
a linear relationship between DAPI fluorescence intensity and cell number was observed
from 250 to 25,000 cells (Table 1). In this range, the determined coefficient of correlation
(R?) was strong (0.988) for both cell lines. Different sensitivity was observed with the Swiss
3T3 cell line (Figure 3c). A strong linear relationship was shown from 250 to 100,000 cells.
However, compared to cancer cell lines, at the highest Swiss 3T3 count—100,000, DAPI
fluorescence intensity was considerably lower (216 arbitrary intensity units). The coefficient
of correlation in the range from 250 to 25,000 cells was also strong—0.986 (Table 1). In the
case of primary stem cells, the linear relationship was detected only in the range of 100 to
25,000 cells (Figure 3d). Observed signal strength was substantially lower at 100,000 cells
compared to both cancer and Swiss 3T3 cell lines (139 arbitrary intensity units). However,
the determined R? was very strong—0.996 (Table 1).
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Table 1. Linear regression equation constants and model accuracy. Values have been determined
by analyzing DAPI fluorescence intensity dependence to cell number data ranging from 250 to

25,000 cells. Equation: y = kx + b.

Cell line k b R?
MCE-7 0.0047 11.6 0.988
MH-22a 0.0041 10.9 0.988
Swiss 3T3 0.0021 9.1 0.986
DPSC 0.0026 13.6 0.996

Linear regression analysis showed different slope coefficients (k) for different cell lines.
Two cancer lines had similar coefficient values—0.00468 and 0.00414 for MCF-7 and MH22a
cell lines, respectively (Table 1). Swiss 3T3 and DPSC k values were lower than cancer cell
lines—0.0021 and 0.0026, respectively.

3.4. Assessment of the Method in 2D, 2.5D, and 3D Environments

The proposed technique was applied for evaluating the proliferation of DPSC grown
on three different surfaces—tissue culture plate surface (TCPS) (Figure 4a), PLA scaffold
with wavy topography (Figure 4b), and PLA porous 3D scaffold (Figure 4c). In addition,
15,000 cells/cm? were seeded onto these surfaces and the change in cell number was
observed after 3, 24, 48, 72, 96, and 120 h (Figure 4d—f). After 3 h, the anticipated numbers
of DPSC were detected on the tested surfaces, 28,756 £ 1504 cells on plastic 24-well TCPS,
19,373 £ 1093 cells on the wavy PLA surface, and 18413 & 2661 cells on the porous PLA
surface. After attachment to the surfaces, the cells started to proliferate and, after 120 h,
the cells reached 401,906 £ 22,135 on the plastic surface, 298,411 £ 5076 on the PLA wavy
surface, and 307,498 + 47,271 on the PLA porous surface.
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Figure 4. Assessment of cell proliferation on different surfaces. (a—c) tissue culture plate surface (TCPS), wavy and porous
scaffolds, respectively; (d) DPSC proliferation on TCPS; (e) DPSC proliferation on 2.5D wavy surface; (f) DPSC proliferation
on 3D porous scaffolds. Scale bars in (b,c) represent 500 um. Values in graphs are shown as mean + SD. Five samples were
used for each time point.
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4. Discussion

Evaluation of cell number in the 3D microenvironment is an important factor ensuring
the success of tissue engineering as it is critical to know how many cells generate a specific
signal to correctly evaluate the cell response [1]. There are many methods developed
for measuring cell number in 2D, which are based on cell metabolism [3], cell-depended
biomolecule concentration [4,5], or cell count [5]. However, the vast majority of these
conventional methods are not compatible with 3D surroundings [14,21]. Gantenbein-
Ritter et al. compared the accuracy of trypan blue staining, lactate dehydrogenase assay;,
and calcein AM/ethidium homodimer-1 staining [13]. They concluded that these assays
are applicable for accurate cell viability / proliferation evaluation in the 3D environment.
However, it should be noted that the authors performed the evaluation of cell viability
after performing fibrin digestion. Methods that involve a digestion step tend to selectively
digest dead cells, which lead to overestimation of cell viability in any downstream protocol.
Another group optimized a resazurin assay for 3D cultures [15]. In the latter case, a
non-biodegradable highly porous Bioral scaffold was used in the analysis. However, the
resazurin-based assays are dependent on the cell metabolic state, and it is known that,
in various conditions, cell metabolism can change, thus over- or under-estimation of the
overall cell population might occur [18]. Assessment of the entire cellular DNA content is
becoming a reliable method for cell proliferation analysis [28-30]. The development of a
3D compatible DNA concentration-based method was the goal of this study. It is known
that cells can vary in size and their nuclear DNA content [35]. Therefore, we have analyzed
four different types of cells in this study to evaluate a wide range of different lengths of
genomes (human, rat, and mouse) and cancer cells which are known to have polyploid
genomes [36]. MCF-7 and MH-22a are of cancerous origin; meanwhile, Swiss 3T3 and
DPSCs are derived from healthy mouse and rat tissues, respectively.

Two types of cell lysis buffers were evaluated: SDS and Triton X-100. Both lysis
buffers had an impact on DAPI fluorescence in the absence of DNA. However, SDS lysis
buffer with concentrations greater than 0.02% had dramatically higher DAPI fluorescence.
SDS is known to form micelles at certain SDS concentration depending on the solution
properties [37]. Inside these micelles, hydrophobic conditions, which could increase DAPI
fluorescence intensity, are formed [38]. Triton X-100 concentration in a lysis buffer had
a linear relationship with DAPI fluorescence intensity, thus a critical micelle forming
concentration was not reached in this case.

DAPI is a DNA specific dye. Upon binding to DNA, its excitation coefficient increases
~20 times, however, when bound to RNA, it remains much smaller and the emission
maximum shifts to about 500 nm [16,17]. This DAPI property makes it a great dye for
DNA staining. However, at small DNA concentrations, it is difficult to quantify DNA
in samples, since a nonlinear relationship reduces the detectable DNA concentration
range. Nevertheless, the Swiss 3T3 cell line presented a strong linear relationship from
200 cells to almost 100,000 cells. Such an interval of detectable cells is wide enough
and could be adopted to many experimental designs in which cell cultures are used.
However, it was noticed that the same number of different types of cells produces different
fluorescence intensity results. In the case of human and mouse cancer cells, the difference
was inconsiderable; however, the difference between cancer cells and stem cells was
apparent. This might have been caused by differences in genome length and DNA copy
numbers [39,40]. However, the optimal range of detectable cells is cell type dependent and
should be determined individually prior to use.

The proposed method does not discriminate between viable and dead cells. Neverthe-
less, it can be used for cell number determination inside 3D scaffolds. This method was
used to evaluate DPSC proliferation on various surfaces (2D TCPS, 2.5D wavy PLA, and
3D porous PLA scaffolds). The selected lysis buffer was capable of dissolving cells and
their DNA, thus allowing us to successfully determine cell numbers in 2D, 2.5D, and even
3D environments. Moreover, the proposed method is independent of cellular metabolic
states and could be applied for the quantification of less metabolically active cells.
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Additionally, our results showed that, by combining two different lysis buffers, cells
can be lysed in two phases; the first cell membrane with 0.02% Triton X-100, and later
complete cell lysis with 0.02% SDS containing lysis buffer. This is important when com-
bining two different types of assays with one sample—for example, measuring alkaline
phosphatase (ALP) activity where cell lysis is required to extract cytosolic ALP [41]. ALP
activity assay is often combined with overall protein content measurements for ALP activity
standardization in different samples. However, it could be done with our DAPI based
method as well.

5. Conclusions

We developed a method for cell quantification by measuring DNA content. This
method can be applied to the cells grown in 2D, 2.5D, and 3D environments. It is applicable
for the quantification of healthy, cancerous, and stem cell numbers. Since this DAPI based
method analyzes cellular DNA content, its accuracy is not affected by the changes in cell
metabolism due to differentiation or other biological processes. Its quantification range
depends on the cell type. However, we were able to perform accurate measurements from
250 to 100,000 cells with MCF-7, MH-22a, Swiss 3T3, and DPSC. This method uses simple
buffers and a common DNA binding dye DAPI, which can be combined with different
assays where signal standardization to the cell number is required.
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