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Abstract: Cancer stem cells (CSCs) are resistant to conventional therapy and present a major clinical
challenge since they are responsible for the relapse of many cancers, including non-small cell lung
cancer (NSCLC). Hence, future successful therapy should also eradicate CSCs. Auger electrons
have demonstrated promising therapeutic potential and can induce DNA damage while sparing
surrounding cells. Here, we sort primary patient-derived NSCLC cells based on their expression of
the CSC-marker CD44 and investigate the effects of cisplatin and a thymidine analog (deoxyuridine)
labeled with an Auger electron emitter (12°T). We show that the CD44" populations are more resistant
to cisplatin than the CD44™ populations. Interestingly, incubation with the thymidine analog 5-
[*%1liodo-2/ -deoxyuridine ([*#1]1I-UdR) induces equal DNA damage, G2/M cell cycle arrest, and
apoptosis in the CD44~ and CD44" populations. Our results suggest that Auger electron emitters
can also eradicate resistant lung cancer CD44* populations.
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1. Introduction

Lung cancer remains the leading cause of cancer mortality, with an estimated 2.2 million
cases newly diagnosed and 1.8 million deaths globally in 2020 [1]. Traditionally, lung cancer is
classified by histology as small cell lung cancer (SCLC) or non-small cell lung cancer (NSCLC),
the latter of which is further divided into squamous cell carcinoma, adenocarcinoma, and large
cell carcinoma [2]. NSCLC is the predominant type of lung cancer, and the 5-year survival
rate is ~20% [1,3]. Most lung cancer patients do not undergo surgery due to late diagnosis
and advanced progression. Advanced NSCLC is treated with chemotherapy, radiotherapy,
targeted therapy, and immunotherapy; however, resistance leads to relapse (reviewed in [4-6]).
The presence of subpopulations within tumors, consisting of so-called cancer stem cells (CSCs),
is thought to be responsible for the development of resistance. CSCs can self-renew (i.e., form
spheres), differentiate, and metastasize [7-9] and have been discovered in many cancers,
including brain, liver, breast, gastric, prostate, and lung cancer (reviewed in [10,11]). They
are resistant to conventional therapy due to slow proliferation, changes in the expression of
cell cycle-related proteins [12], increased DNA repair capability [13], the increased activation
of DNA damage checkpoint proteins [14], and the overexpression of anti-apoptotic proteins,
efflux transporters, and ROS (reactive oxygen species) scavengers [15]. Furthermore, CSCs
are characterized by their expression of surface markers, including (cluster of differentiation)
CD44, CD90, and CD133 [16]. CD44 is a transmembrane glycoprotein expressed on CSCs in
several cancers and implicated in tumor development, invasion, and metastasis [17,18]. In
addition, the overexpression of CD44 has been associated with poor prognosis [19] and drug
resistance [20] in lung cancer. However, not all CSCs express the same surface markers, and
CSCs of the same origin can express different surface markers. This also means that isolation
based on surface markers is an enrichment of CSCs [21].
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Auger electron emitters could be a promising approach to overcome treatment resistance
in lung cancer as they have shown therapeutic potential in breast cancer, multiple myeloma,
and brain cancer [22-25]. Auger electrons are ejected by radionuclides decaying by electron
capture and/or internal conversion. The electrons have potential for targeted therapy due to
their nanometer range and high linear energy transfer (LET) of 4 to 26 keV /pum [26]. Auger
electron emitters incorporated into the DNA are 10-100-fold more toxic than when the decay
occurs in the cytosol or extracellular space [25,26]. The Auger-emitting thymidine analog
5-['%1liodo-2/ -deoxyuridine ("*®1]I-UdR) is incorporated into the DNA of proliferating cells,
where it induces lethal DNA double-strand breaks (DSBs) [27,28]. DNA DSBs will initiate the
DNA damage response; however, if the damage exceeds the repair capacity of the cell, the cell
will undergo permanent cell cycle arrest or cell death [29].

In the present study, we sort patient-derived lung cancer cells based on their expression
of CD44 and show that CD44* cells are resistant to cisplatin. In addition, we show that the
thymidine analog ["?°I]I-UdR could overcome resistance, since its cellular responses (viability,
DNA DSBs, cell cycle arrest, and apoptosis) are equal in the sorted subpopulations.

2. Results

The patient-derived cells were grown as free-floating tumorspheres in serum-free
medium to enrich stemness features, including unlimited growth abilities, tumorigenic
potential in vivo, ability to differentiate, high invasion capacity, and resistance to chemother-
apy [30,31]. Magnetic-labeled CD44 antibodies were used to sort cells, and freshly sorted
CD44-positive and CD44-negative populations were used for experiments.

2.1. Tumorsphere Formation and gPCR

As CD44 is one of the most commonly used surface markers to identify lung CSCs [32],
we initially investigated the ability of freshly sorted CD44~ and CD44" cells to form spheres
and their expression of pluripotency genes. Using previously characterized patient-derived
cell lines LUC10 and LUC13 [33], we found that the tumorsphere formation ability of CD44*
LUC10 cells was significantly higher (p < 0.001) compared to CD44~ LUC10 cells. For
LUC13 cells, the difference was not significant, although there was a tendency for higher
sphere formation in the CD44" cells than in the negative cells (Figure 1A).
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Figure 1. Tumorsphere formation and the relative expression of SOX2, NANOG, POU5F1, and
CD44. (A) Generation of tumorspheres from a single cell. (B) Relative expression of pluripotency
markers SOX2, NANOG, and POU5F1 and the surface marker CD44 in sorted LUC10 and LUC13
cells. Experiments were performed as three independent replicates. Values are expressed as the
mean = standard deviation. *: p < 0.05; ***: p < 0.001; and ***: p < 0.0001.
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The relative expression levels of SOX2, NANOG, and POU5F1 (Oct4), transcription
factors essential for pluripotency maintenance and self-renewal, and the CSC marker CD44,
were evaluated in freshly sorted LUC10 and LUC13 cells (Figure 1B). SOX2 and NANOG
were not differentially expressed in the sorted cell populations, whereas POU5F1 was
significantly (p < 0.001) less expressed in LUC10 CD44" than CD44~ cells. The relative
expression of CD44 was significantly (p < 0.0001) increased in the CD44" LUC10 population
compared to the CD44~ population. Additionally, CD44" LUC13 expressed significantly
(p < 0.05) more CD44 than the CD44~ population, although the difference was not as
pronounced as LUC10. Overall, these results indicate that CD44" cells are more likely to
form tumorspheres; however, the pluripotency genes were not upregulated in the CD44*
cells.

2.2. Doubling Time and Proliferation

Next, we characterized the sorted populations with respect to doubling time and
proliferation. Although not significant, the doubling time was slightly longer for CD44*
cells than for CD44~ cells (Figure 2A). Furthermore, the doubling time was nearly identical
for LUC10 and LUC13.

(A)

Doubling
time (days)

LUC10 CD44~ 3.010.3

LUC10 CD44* 3.310.5

LUC13 CD44" 3.410.6
LUC13 CD44* 3.8+1.1
(8)
LUC1o Luc13
CD44" CDad* CDa4

Luc10 Luc13

wEd
100 - ———————— 100 - )
T b I Negative
|

EdU

.

B3 EdU + CD44

L m

Figure 2. Doubling time and proliferation. (A) The doubling time for CD44-sorted cells grown as
tumorspheres. (B) Upper panel: representative fluorescence microscopy images of CD44-sorted cells
labeled with EdU (proliferation; green), PE-labeled anti-CD44 antibodies (red), and counterstained
with DAPI (blue; magnification x20). Lower panel: quantification of negative, EdU-positive, EAU-
and CD44-positive, and CD44-positive cells. Experiments were performed as three independent
replicates. Values are expressed as the mean + standard deviation. *: p < 0.05 and ****: p < 0.0001.
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The thymidine analog EAU was used to determine the proliferation of the sorted
cells, and this was combined with CD44 immunostaining (Figure 2B). Most of the CD44 ™~
LUC10 cells were CD44-negative and only EdU-positive, i.e., proliferating. This was
significantly (p < 0.0001) higher than CD44" since the majority of the CD44* LUC10 cells
were CD44-positive, a significant (p < 0.0001) increase compared to CD44~. However, all
the CD44™ cells were also proliferating, i.e., EdU-positive. The majority of CD44~ LUC13
cells were negative for EAU and CD44. One third were both EAU- and CD44-positive, and
the remaining cells were either proliferating or CD44-positive. Half of the CD44" LUC13
cells were positive for CD44, significantly higher (p < 0.05) than the CD44~ population.
Furthermore, almost one third of cells were negative for CD44 and EdU, and 20% of the
CD44" were CD44-positive and proliferating.

Opverall, these results suggest that the sorting was more efficient in LUC10, since there
were CD44* and CD44 ™ cells in both LUC13 populations.

2.3. Cisplatin

One of the hallmarks of CSCs is their resistance to chemotherapeutic drugs. Since
cisplatin is the first-line chemotherapy against advanced NSCLC, we tested the viability in
response to 0.1-50 uM cisplatin for 72 h (Figure 3A). There was a significant dose-dependent
decrease in the viability of CD44~ LUC10 cells at > 0.5 uM cisplatin (p < 0.0001) compared
to untreated control cells. The viability of CD44* LUC10 cells also decreased significantly,
but only >5 uM cisplatin (p < 0.0001) compared to the untreated control cells. Hence, the
viability of CD44" LUC10 cells was significantly higher at 0.5, 1 (p < 0.0001), and 5 M
cisplatin (p < 0.01) than that of the CD44~ cells. There was also a significant reduction in
cell viability for the CD44~ LUCI13 cells at all cisplatin concentrations (p < 0.01 for 0.1 uM
and p < 0.0001 for 0.5-10 pM) compared to the untreated control cells. In contrast, the
viability of the CD44" LUC13 cells was only significantly reduced at concentrations of
> 1 uM (p < 0.0001) compared to the untreated control cells. The difference in viability
between the CD44~ and CD44* LUC13 cells was significant at 0.1, 0.5 (p < 0.01), and 1 uM
(p <0.05).

The phosphorylation of H2AX (phospho-H2AX) is a marker of DNA DSBs [34] and
was examined after treatment with 10 pM cisplatin for 2 h (Figure 3B). The level of phospho-
H2AX increased significantly in the cisplatin-treated CD44~ LUCI10 cells (p < 0.05). In
contrast, there was no induction of phospho-H2AX in the CD44" LUCI10 cells, which
gave a significant (p < 0.01) difference in phospho-H2AX between the two populations.
Similarly, cisplatin-induced H2AX phosphorylation was only present in the CD44~ LUC13
cells (p < 0.0001); hence, there was significantly (p < 0.0001) more phospho-H2AX in the
CD44~ LUC13 cells compared to the CD44* LUC13 cells. If radiation-induced damage is
left unrepaired, it can lead to apoptosis; hence, annexin V-positive cells were evaluated
following treatment with 10 uM cisplatin for 72 h (Figure 3C). Cisplatin increased the
percentage of annexin V-positive CD44~ LUC10 (p < 0.05) cells compared to untreated
cells. There was also an increase in CD44* cells, although not significant. For LUC13,
cisplatin significantly increased annexin V-positive CD44~ cells (p < 0.01) and also CD44*
cells (p < 0.05).

Overall, the CD44" cells from LUC10 and LUC13 were more resistant to cisplatin, as
measured by viability, and exhibited less DNA damage than the CD44~ cells. However, we
could not detect any significant difference in apoptosis induction.
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Figure 3. Viability, DNA damage, and apoptosis (annexin V-positive cells) after cisplatin treatment.
(A) The viability was evaluated using the CellTiter-Blue assay after 72 h incubation with increasing
concentrations of cisplatin. (B) The percentage of DNA DSBs after treatment with 10 uM cisplatin
for 2 h and (C) apoptosis after 72 h. Experiments were performed as three independent replicates.
Values are expressed as the mean =+ standard deviation. *: p < 0.05; **: p < 0.01; and ****: p < 0.0001.

2.4. Cellular Uptake and DNA Incorporation of [?°I]I-UdR

DNA incorporation is necessary for the Auger electron-emitting thymidine analog
["®I]I-UdR to effectively induce DNA damage [27]. Therefore, we investigated the cel-
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lular uptake and DNA incorporation of ['%I]I-UdR at 1, 4, and 7 h in the freshly sorted
LUC10 and LUC13 cells. The cellular uptake of ['?’T]I-UdR in both LUC10 subpopulations
increased over time; however, not significantly (Figure 4A). The cellular uptake in LUC13
cells increased significantly between 1 and 7 h for both subpopulations (p < 0.05). The DNA
incorporation of ['%°T]I-UdR increased significantly between 1 and 4 h (p < 0.05) and 1 and
7h (p <0.0001) in CD44~ LUCI10. The increase was only significant after 7 h (p < 0.05) in
CD44" LUCI0 (Figure 4B). For CD44~ LUC13, the DNA incorporation increased signifi-
cantly between 1 and 7 h (p < 0.0001) and between 4 and 7 h (p < 0.01). For CD44* LUC13,
there was also a significant increase between 1 and 7 h (p < 0.001) and between 4 and 7 h
(p < 0.05) (Figure 4B). For LUC13 and LUC10, there were no significant differences between
the CD44~ and CD44", although uptake and DNA incorporation were consistently lower
in the CD44" cells.
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Figure 4. Cellular uptake and DNA incorporation of ['2I]I-UdR. (A) Cellular uptake of 18.5 kBq/mL
[*251]I-UdR after 1, 4, and 7 h. (B) DNA incorporation of 18.5 kBq/mL ['25T)I-UdR after 1, 4 and
7 h. Experiments were performed as three independent replicates. Values are expressed as the
mean =+ standard deviation. *: p < 0.05; **: p < 0.01; ***: p < 0.001; and ****: p < 0.0001.

2.5. Viability
Next, we tested the effect of ['?°I]I-UdR on the viability of the freshly sorted cells
by incubating with 0.1-6.0 kBq/mL ['ZI]I-UdR for 7 days (Figure 5). For CD44~ LUCI0,

there was a significant dose-dependent decrease in viability (0.25 kBq/mL: p < 0.001; and
0.5-6 kBq/mL: p < 0.0001) when treated with doses > 0.25 kBq/mL ['%1]I-UdR compared
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to the untreated control cells. The same decrease in viability was also observed for CD44*
LUC10 (p < 0.0001). However, there was no significant difference between CD44~ LUC10
and CD44" LUCI0 at any activity concentration. CD44~ LUC13 showed a significant
dose-dependent decrease in viability when treated with doses > 1 kBq/mL (1 kBq/mL:
p < 0.01 and 2-6 kBq/mL: p < 0.0001). The viability of CD44* LUC13 was significantly
decreased > 2 kBq/mL (p < 0.0001). Differences between CD44~ LUC13 and CD44* LUC13
were not significant. The non-radioactive but chemically identical ['*/T]I-UdR did not affect
the viability (data not shown).
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Figure 5. Cell viability after ['2°I]I-UdR treatment. The viability was evaluated using the CellTiter-
Blue assay after 7 days of incubation with increasing activity concentrations of [’ I]I-UdR. Experi-
ments were performed as three independent replicates. Values are expressed as the mean =+ standard
deviation. **: p < 0.01; ***: p < 0.001; and ****: p < 0.0001.

Overall, the LUC10 cells appeared more sensitive than LUC13; however, the CD44*
and CD44~ cells were equally sensitive to Auger electrons, indicating that the Auger
electrons could overcome the resistance observed for cisplatin.

2.6. DNA Damage

To further understand the effects of the Auger electrons, we analyzed DNA DSBs by
measuring the percentage of phospho-H2AX after treatment with 2.5 kBq/mL ['%I]I-UdR
for 7 days (Figure 6). [?°I]I-UdR induced a significant amount of DNA DSBs in both CD44~
and CD44* LUCIO0 cells (CD44: p < 0.0001 and CD44": p < 0.001). Phospho-H2AX foci in
CD44~ and CD44* LUC13 also increased significantly (CD44™: p < 0.001; CD44": p < 0.01).
Unlike cisplatin, ['2°I]I-UdR induced similar amounts of DNA DSBs in the CD44~ and
CD44* populations.
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Figure 6. Radiation-induced DNA damage. The percentage of DNA DSBs after treatment with
2.5 kBq/mL [*21]I-UdR was evaluated by the analysis of phospho-H2AX after 7 days. Experiments
were performed as three independent replicates. Values are expressed as the mean =+ standard
deviation. **: p < 0.01; **: p < 0.001; and ****: p < 0.0001.

2.7. Cell Cycle

Since the Auger electrons induced DNA DSBs, we analyzed the cell cycle to detect any
changes compared to untreated control cells. The effects in the CD44-sorted LUC10 and
LUC13 were analyzed by treatment with 2.5 kBq/mL [?’I]I-UdR for 7 days (Figure 7). In
LUC10, ['®1]I-UdR significantly increased the percentage of CD44~ and CD44* in subG1
(p < 0.05) and G2/M (CD44™: p < 0.01; CD44": p < 0.05) Concomitantly, cells in G0/G1
decreased significantly (CD44: p < 0.001; CD44": p < 0.01). Unlike LUC10, ['*1]I-UdR
treatment did not increase sub-G1 in LUC13 but led to a significant increase in G2/M for
both CD44 populations (p < 0.0001). At the same time, the proportion of LUC13 in G0/G1
significantly decreased (CD44™: p < 0.001; CD44": p < 0.01). These results suggest that
['%°T]I-UdR induced a similar G2/M arrest regardless of CD44 expression.
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Figure 7. Radiation-induced changes in the cell cycle. Cell cycle analysis after treatment with
2.5 kBq/mL ['?*T]I-UdR for 7 days. Experiments were performed as three independent replicates.
Values are expressed as the mean + standard deviation.*: p < 0.05; **: p < 0.01; ***: p < 0.001; and
#%%: p < 0.0001.

2.8. Annexin

Finally, we evaluated apoptosis (annexin V-positive cells) after treatment with 2.5 kBq/mL
['1]I-UdR for 7 days (Figure 8). Treatment with ['?°T]I-UdR significantly increased annexin-V
positive CD44~ and CD44* LUC10 cells (p < 0.0001). ['%I]I-UdR also significantly increased
annexin V-positive CD44~ and CD44* LUC13 cells (p < 0.01 and p < 0.0001, respectively). The
lack of difference in apoptosis induction between the populations supports the notion that
Auger electrons also target CD44* cells.
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Figure 8. Radiation-induced apoptosis (annexin V-positive cells). Apoptosis after treatment with
2.5 kBq/mL [*%1]I-UdR evaluated by annexin V after 7 days. Experiments were performed as
three independent replicates. Values are expressed as the mean + standard deviation. **: p < 0.01;
et p < 0.0001.

3. Discussion

Although new treatments are continuously developed, the management of lung cancer
remains a major clinical challenge. Here, we investigated the effects of a thymidine analog
labeled with an Auger electron emitter in CD44-sorted primary patient-derived lung tumor
cells. The Auger electron-emitting compound ['ZI]I-UdR has previously proved effective
in CSCs from glioblastoma, multiple myeloma, and lung cancer [23,25,33,35,36]. Here, we
further investigated the effects in freshly sorted lung cancer cells and found that the CD44*
population was more resistant to cisplatin than the CD44™ population. However, CD44™
and CD44" were equally sensitive to treatment with [*251]I-UdR, i.e., [**°1]I-UdR could
overcome the resistance of both populations.

The CD44* population had a higher sphere-forming ability, indicating that CD44* cells
could self-renew, a hallmark of CSCs [17,18]. However, we could not detect an increased
expression of the stemness transcription factors SOX2, NANOG, and POUS5F1 in the CD44*
populations. This is in contrast to other authors, who found an increased expression in
CD44* NSCLC cells compared to CD44~ cells [17,37]. However, they did not grow their
cells as tumorspheres, prior to sorting, and the expression of pluripotency factors was
much higher than adherent cells since tumorsphere culture is an enrichment of CSCs [38].
We have also previously found that the expression of, particularly, NANOG and SOX2
was increased when LUC10 and LUC13 were grown in serum-free medium compared to
adherent cell culture in the presence of serum [33]. Furthermore, we only sorted based
on CD44 expression, one of several putative lung CSC-markers. Almost certainly, other
CSC subpopulations are present in the CD44~ and CD44* populations, characterized by
different CSC surface markers, i.e., CD133 or CD90 [16].

As expected, CD44 was expressed at higher levels in the CD44" populations. However,
a high percentage of CD44-positive cells was also present in the CD44~ LUC13 population,
indicating that MACS was insufficient for complete sorting. LUC10 was more efficiently
sorted than LUC13, which could be due to the expression of CD44 being more strongly
associated with the squamous cell carcinoma subtype than adenocarcinoma [39]. The lower
purity of the LUC13-sorted populations could be due to heterogeneous CD44 expression,
e.g., cells with lower CD44 expression could be more challenging to retain to the column,
and they would be present in the CD44™~ population. We also cannot exclude that LUC13
cells aggregated, despite filtration, prior to loading, which may contribute to insufficient
sorting [40]. It is also worth noticing that the staining in Figure 2B was performed 24
h after sorting, and it has been shown in prostate cancer cell lines that sorted CD44~
cells could convert to CD44" cells [41]. We found that a large percentage of the CD44*
LUC10 population was also EdU-positive, which agrees with previous results that showed
that CD44 could promote the cell proliferation of NSCLC cells [42]. However, Alowaidi
et al. [43] found that cells expressing CD44 had lower EdU incorporation, indicating that
the role of CD44 in NSCLC requires further studies.
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The CD44" cells were more resistant to cisplatin than CD44 ™~ cells, as also found by
Leung et al. [17]. We only observed this at lower concentrations, whereas there were no
significant differences in the viability assays at higher concentrations. Yin et al. found that
the silencing of CD44 improved sensitivity to cisplatin, and high cisplatin concentrations
affected the viability equally in cells regardless of CD44 expression [44]. Cisplatin only
induced DNA DSBs in the CD44™ cells, correlating with previous results, where cisplatin
only induced DSBs in cisplatin-sensitive and not in resistant cells [45]. Phospho-H2AXis a
marker of DSBs; thus, we cannot exclude that other types of damage were induced [46].
Other explanations for the lack of phospho-H2AX in the CD44* cells include increased
repair, since CSCs exhibit increased DNA repair capabilities [13] and cisplatin is exported
via the increased expression of efflux proteins [47]. The cisplatin-dependent induction of
apoptosis was almost equal in CD44~ and CD44" cells. Leung et al. found a lower level
of apoptosis in CD44"* lung cancer cells in response to cisplatin [17]. However, we used
10 uM cisplatin for the apoptosis assays where no resistance was observed in the viability
assays, which supports the finding that resistance was found at lower concentrations [44].
No major differences were found for [?’I]I-UdR uptake in the CD44~ and CD44* cells. The
incorporation was lower than previously found for unsorted LUC10 and LUC13 cells [33],
which might be explained by decreased proliferation immediately after sorting [40].

Unlike for cisplatin, there was no difference in viability between the sorted populations
in response to [*21JI-UdR. Furthermore, ['2°I]I-UdR induced the same degree of DNA DSBs,
G2/M arrest, and apoptosis in CD44" and CD44~ cells and, hence, could overcome the
resistance seen for cisplatin. The low-energy Auger electrons induced DNA damage which is
complex, specifically, due to clustered base damage proximal to the DSBs [27,28,48]. The com-
bination of DNA DSBs and clustered damage challenges the repair machinery of the targeted
cells, and ?I-induced DNA damage has previously been shown to be poorly repaired [28,49].
The resistance of CSCs relies on several protective mechanisms [12-15], e.g., DNA repair is
higher in CSCs mainly due to the activation of the checkpoints. Checkpoint activation leads
to cell cycle arrest and the attempted repair of damage. The uniform level of DNA DSBs
by ['I]I-UdR in CD44~ and CD44* cells were supported by similar levels of G2/M arrest
irrespective of CD44 expression. Unrepairable Auger-induced DNA damage can lead to cell
death by several pathways, including apoptosis and mitotic catastrophe [50,51]. However, we
only tested for apoptosis and found no difference between the sorted populations. Interest-
ingly, Auger electrons appeared equally effective in the sorted populations, which indicates
that Auger electrons would also be able to overcome the plasticity of CSCs, i.e., the ability to
switch between non-CSCs and CSCs [50].

Limitations to the study include that the magnetic sorting did not lead to pure sub-
populations, especially for LUC13, making it more difficult to compare CD44~ and CD44*
subpopulations and even the first cell division could lead to heterogeneity in the subpopu-
lations. We are also aware that the sorting process could affect the cells, e.g., Sutermaster
et al. found that cell viability after magnetic sorting was reduced to 90% [40], and we cannot
exclude other effects of the sorting. We focused on CD44, but other markers should also be
tested, e.g., CD90 and CD133. To investigate if Auger-electrons could overcome cisplatin
resistance, it would be interesting to develop cisplatin-resistant cells and analyze their
response to Auger electrons. Strengths include that we tested patient-derived cells and that
the cells were grown as tumorspheres to preserve homology to the parent tumor [31,52].

In conclusion, the CD44* lung cancer cells were more resistant to cisplatin than the
CD44~ cells. However, ['®I]I-UdR was equally effective in CD44~ and CD44" cells,
indicating that the Auger electrons could overcome the resistance of CD44" cells.

4. Materials and Methods
4.1. Establishment of Primary Cell Cultures
Tumorspheres were established from NSCLC tissue surgically removed from lung

cancer patients at Odense University Hospital. The Regional Ethics Committee of the
region of Southern Denmark approved the protocol (5-20140170). As described in [33],
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the primary cells were prepared and grown in non-adherent flasks in serum-free medium
at 37 °C in a humidified atmosphere with 5% CO,. The serum-free medium consisted of
DMEM/F12 nutrient mix, Glutamax™ supplemented with 1% penicillin/streptomycin,
1% B27, 20 ng/mL epidermal growth factor (all from Thermo Fisher Scientific, Roskilde,
Denmark, Roskilde, Denmark), and 20 ng/mL basic fibroblast growth factor (Peprotech,
Stockholm, Sweden)). A graphic overview of the experiments are presented in Figure 9.

Viability
- { o
( O 125, \kaH 7 days DNA-damage
CD44- | /J§ +
OJ- HO—@ o Cell cycle
cD44r Apoptosis

OH
MACS 1251.UdR

Figure 9. LUC10 and LUC13 were grown as tumorspheres. On the day of sorting, the tumorspheres
were trypsinized and incubated with CD44 microbeads. The sorted cells were incubated with the
Auger electron-emitting thymidine analog [1251]I-UdR for seven days, whereafter the viability, DNA
damage, cell cycle, and apoptosis were analyzed.

4.2. Magnetic-Activated Cell Sorting (MACS)

Briefly, spheres were trypsinized, and cells were filtered through a 40 uM cell strainer to
obtain single cells. One million cells were resuspended in 800 uL MACS buffer (0.5% bovine
serum albumin (BSA), 2 mM EDTA in PBS) and incubated with 20 uLL CD44 microbeads
(Miltenyi Biotec, Lund, Sweden) for 15 min at 4 °C with gentle agitation. Cells were washed
in MACS buffer, resuspended in 1 mL MACS buffer, and applied to an LS column (Miltenyi
Biotec). The flow-through was collected as the CD44~ cells. The column was washed three
times with 3 mL MACS buffer and removed from the separator, and the CD44" cells were
flushed out with 5 mL MACS buffer. The two sorted cell populations were washed twice in
PBS, resuspended in serum-free medium, and used for subsequent experiments.

4.3. Sphere Formation Assay

The freshly sorted cells were diluted to 20 cells/mL, and 50 uL were transferred to
each well in non-adherent 96-well plates. Wells containing only one cell were validated by
microscopy and included in the experiment. Twice a week, 50 uL serum-free medium was
added. After 21 days, the number of wells with a sphere was determined microscopically
(Leica DMIL LED; Leica Microsystems, Wetzlar, Germany).

4.4. Quantitative PCR (gPCR)

Total RNA was purified from the freshly sorted cells using the RNeasy® PLUS mini kit
(Qiagen, Hilden, Germany) according to the manufacturer’s protocol. The RNA yield was
measured using the Qubit 4 Fluorometer (Thermo Fisher Scientific, Roskilde, Denmark).
RNA was reverse-transcribed using the RevertAid Minus first-strand cDNA synthesis kit
and oligo(dT) primers (both from Thermo Fisher Scientific, Roskilde, Denmark) according
to the manufacturer’s protocol. For each qPCR reaction, 5.5 ul TagMan Fast Advanced
Master Mix (Thermo Fisher Scientific, Roskilde, Denmark), 0.5 pL. Tagman assay SOX2
(Hs01053049_s1), Nanog homeobox (NANOG; Hs04260366_g1), Pou class 5 homeobox 1
(POUS5F1; Hs0099632_g1) and CD44 (Hs01075864_m1) (Thermo Fisher Scientific, Roskilde,
Denmark) were mixed. Next, qPCR cycling was performed on a Quantstudio 3 (Applied
Biosystems, Roskilde, Denmark) with a total of 20 ng cDNA per reaction as follows: 50 °C
for 2 min and 95 °C for 2 min, and then 40 cycles of 95 °C for 1 s and 60 °C for 20 s. All
reactions were performed in triplicate and normalized to hypoxanthine phosphoribosyl-
transferase 1 (HPRT1; Hs02800695_m1) and glyceraldehyde-3-phosphate dehydrogenase
(GAPDH; Hs99999905_m1). Initially, four candidate reference genes (HPRT1, GAPDH,
RPLPO, and ACTB) were tested, and HPRT1 and GAPDH were the most stable using the
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web-based analysis tool RefFinder [53]. Relative quantification was performed using the
ANACq method [54].

4.5. Doubling Time (DT)

The freshly sorted cells were seeded at 5 x 10* cells/mL in non-adherent 24-well
plates and counted every second day. The DT was calculated as DT = t(log2)/(logN¢ —
logNy), where t was the culture time, and Ny and N were the initial and final cell numbers
after seeding, respectively.

4.6. Proliferation and CD44 Expression

The freshly sorted cells were seeded in non-adherent 24-well plates (1 x 10°) and
incubated with 10 uM 5-ethynyl-2’-deoxyuridine (EdU; MilliporeSigma, Copenhagen,
Denmark) for 24 h. Subsequently, the cells were fixed with 3.7% formaldehyde for 15 min
and permeabilized in 0.5% Triton X-100 in PBS for 20 min. The cells were stained using the
Click-iT EdU 488 Proliferation Kit (MilliporeSigma, Copenhagen, Denmark) following the
manufacturer’s protocol. Next, cells were washed twice in 3% BSA /PBS and blocked for 1 h
in 2% BSA /2% FBS in PBS. Cells were incubated in the dark for 20 min with 150 uL. CD44-
PE (1:5000) (Miltenyi Biotec) and counterstained with 10 pg/mL DAPI (MilliporeSigma,
Copenhagen, Denmark) for 10 min. Cells (200-600) were analyzed using a Leica DM
2000 LED microscope (Leica Microsystems, Copenhagen, Denmark). Quantification was
performed manually using the ‘cell counter plugin’ in ImageJ version 1.50i (National
Institute of Health, Bethesda, MD, USA).

4.7. Cellular Uptake and DNA Incorporation of ['?°ITI-UdR

Forty thousand freshly sorted cells were incubated with 18.5 kBq/mL ['?*T]I-UdR
(prepared as in [36] in 1 mL serum-free medium for 1, 4, and 7 h in non-adherent 24-well
plates). At each time point, the cells were washed twice with 400 uL cold PBS and 400 uL
5% trichloroacetic acid (TCA). The pelleted DNA was solubilized in 500 pL. NaOH. The
radioactivity in the TCA fractions and collected DNA was determined in a 2470 Wizard
Automatic Gamma Counter (Perkin Elmer, Skovlunde, Denmark). Cellular uptake was
given by the sum of radioactivity in the TCA fractions and collected DNA relative to
added radioactivity (% of injected dose/well). The DNA incorporation was calculated as
the percentage of radioactivity in the DNA relative to added radioactivity (% of injected
dose/well).

4.8. Viability Assay

One thousand freshly sorted cells were seeded in quadruplicate in non-adherent 96-
well plates in 50 uL serum-free medium with 0.1-6.0 kBq/mL ['?°T]I-UdR or 0.1-50 uM
cisplatin (MilliporeSigma, Copenhagen, Denmark) in 50 uL. media. Non-radioactive but
chemically identical ['?’I]I-UdR (24 pg/mL; MilliporeSigma, Copenhagen, Denmark) corre-
sponding to 6 kBq/mL mass concentration was included as a control. On day seven (day
three for cisplatin), the cell viability was evaluated by adding 13 pL CellTiter-Blue (Promega,
Nacka, Sweden) to each well. Fluorescence was measured at 520nm excitation/580-640nm
emission in a GloMax Explorer (Promega, Nacka, Sweden).

4.9. DNA Damage, Cell Cycle, and Apoptosis

The freshly sorted cells (1 x 10°) were seeded in non-adherent 24-well plates in 1 mL
serum-free medium. Cells were incubated with 2.5 kBq/mL ['?*I]I-UdR for 7 days to
evaluate DNA damage, cell cycle, and apoptosis. DNA damage and apoptosis were also
analyzed in freshly sorted cells incubated with 10 uM cisplatin for 2 and 72 h, respectively.
At the indicated time points, cells were trypsinized and counted using the MUSE Count
& Viability Reagent (Luminex, “s-Hertogenbosch, The Netherlands) before being used for
DNA damage, cell cycle, or apoptosis analyses.
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For DNA damage, fifty thousand cells were analyzed using the MUSE H2AX Acti-
vation kit (Luminex). Briefly, cells were resuspended in 50 uL 1x Assay buffer and 50 uL
fixation reagent for 5 min on ice. Subsequently, the cells were permeabilized in a 50 pL
ice-cold permeabilization reagent for 5 min on ice. Cells were incubated in 50 uL 1x
Assay buffer containing 1 uL anti-H2A.X (Luminex) and 1 puL anti-phospho-histone H2A.X
(Luminex) at room temperature in the dark for 30 min. Cells were washed with 100 pL 1 x
Assay bulffer, resuspended in 200 pL 1x Assay buffer, and analyzed on the Guava MUSE
Cell Analyzer (Luminex).

Cells were fixed in 70% ethanol at —20 °C overnight for cell cycle analysis. After
fixation, cells were washed in PBS and resuspended in 100 pL cell cycle reagent mix
(20 pg/mL propidium iodide and 10 mg/mL RNase A, both from MilliporeSigma (Copen-
hagen, Denmark) and incubated for 30 min in the dark at room temperature. Next, cells
were washed in PBS and loaded into an A8 cassette (Chemometec, Alleroed, Denmark).
Cell cycle distribution was measured by image cytometry in the Nucleocounter NC-3000
(Chemometec).

For apoptosis analysis, fifty thousand cells were resuspended in 50 puL 1% BSA /PBS
and mixed with 50 pL MUSE Annexin V and Dead Reagent (Luminex). The samples were
incubated at room temperature in the dark for 20 min and analyzed on the Guava MUSE
Cell Analyzer.

4.10. Statistical Analysis

Experiments were performed as three independent replicates, and descriptive statistics
for quantitative measurements comprised the mean + standard deviation. The sphere
formation assay was statistically assessed using the Student ¢-test. Two-way ANOVA was
used to compare the means of proliferation and CD44 expression (correction for multiple
comparisons: Sidék). Two-way ANOVA was applied (correction for multiple comparisons:
Tukey) to compare the means of the relative expression of genes, doubling time, uptake, and
the incorporation of ['?°I]I-UdR, viability, DNA damage activity, cell cycle, and apoptosis.
p < 0.05 was considered as a threshold of statistical significance. Statistical tests were
performed using GraphPad Prism version 9.0 (GraphPad Software, San Diego, CA, USA).
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