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Abstract: We have previously shown that in HeLa cells treated with a variety of agents
there is an increase in cell surface peptidase (CSP) activity in those cells undergoing
apoptosis. The increase in CSP activity observed in UVB-irradiated cells undergoing
apoptosis was unaffected when the cultures were treated with the aminopeptidase inhibitor
bestatin, and matrix metalloprotease inhibitor BB3103, but greatly enhanced when treated
with the caspase 3 inhibitor-DEVD, and reduced in the presence of the poly(ADP-ribose)
polymerase (PARP) inhibitor-3-aminobenzamide (3AB). Neither 3AB nor DEVD had an
effect on the gross morphology of the apoptotic cells observed under electron microscopy,
nor did they have an effect on phosphatidylserine eversion on the cell membrane, or that of
PARP cleavage. All the agents except for DEVD had no effect on the level of caspase 3
activity in the cells. The results suggest that other caspases may cleave PARP in these cells.
Both 3AB and DEVD treatment reduced the level of actin cleavage seen in the apoptotic
cells. The increase in CSP activity observed in cells undergoing UVB-induced apoptosis
appears to involve PARP but not caspase 3.
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1. Introduction

When a cell is exposed to a lethal dose of a genotoxic agent, it can die by one of two known
mechanisms, necrosis or apoptosis. These two forms of cell death differ from each other with respect
to many aspects of cell biology [1-3]. Since the initial landmark observations made by Kerr and
others [4], numerous studies have been undertaken to elucidate the many processes that occur in cells
undergoing apoptosis. The gross morphological changes that occur in a cell undergoing apoptosis have
been well characterised in the literature. One of the early changes observed in an adherent cell
undergoing apoptosis is its detachment from the substrate [5] followed by the loss of specialised
membrane structures such as microvilli [6]. The cell then undergoes rounding, shrinkage and blebbing
before condensation of chromatin is observed in the nucleus. After a period of time the cell fragments
into apoptotic bodies, which in vivo are engulfed and degraded by phagocytic cells such as
macrophages [7].

Many biochemical changes have been shown to occur in a cell as it undergoes apoptosis.
Phosphatidylserine inversion on the cell membrane occurs early during apoptosis while that of
carbohydrates such as fucose occurs later [8,9]. Intracellular proteases such as caspases are activated,
which result in the cleavage of intracellular proteins such as poly(ADP-ribose) polymerase (PARP),
DNA-dependent protein kinase (DNA-PK), actin, fodrin and lamin [10,11]. Other proteases that play a
role in apoptosis include calpains and serine proteases [5,12]. Increased metalloprotease activity on the
cell membrane has been observed resulting in the shedding of proteins such as CD46, E-cadherin and
L-selectin from cells undergoing apoptosis [13—16].

Enzymes on the plasma membrane such as caspase 1 (or ICE), are activated as the cell undergoes
apoptosis [10,11]. ICE cleaves IL-1f from its precursor form, which in vivo attracts macrophages to
engulf these cells as they undergo apoptosis. The mechanisms by which cell surface peptidases (CSP)
in HeLa cells [17] are activated during apoptosis still remain to be elucidated. This activation could be
a result of phosphatidylserine inversion in the cell membrane [8,9]. However, this does not appear to
be the case, as a uniform change in enzyme activity was not observed in these cells as they were
exposed to a range of apoptotic stimuli [17]. Changes in CSP activity may be related to intracellular
events occurring as the cell undergoes apoptosis. Caspase 3 cleaves a wide range of proteins including
PARP, gelsolin and Apaf-1 [10,11], as well as activating caspases 2 and 6 in the cell [18]. The action
of this and other caspases may be involved in the activation of these proteases. PARP located in the
nucleus is activated in response to metabolic, chemical, or radiation-induced DNA single strand
breaks [19,20]. NADH is required by PARP as a substrate for generating ADP-ribose monomers, and
excessive DNA damage may deplete the cell of its energy reserves, resulting in necrosis [21]. However,
during apoptosis PARP is cleaved by caspase 3, thereby preventing the NADH depletion, and at the
same time cell death switches from necrosis to apoptosis [19,20]. It is unknown if PARP cleavage
plays a role in activating CSP activity.

In this study, we examined the effect of UVB radiation on HeLa cells, and to elucidate the
mechanism(s) involved in activating CSP in cells undergoing apoptosis. It is unknown if the activation
of these peptidases [22] is part of a global response to UV radiation or is only observed in cells
undergoing apoptosis. CSP activity was increased in UVB-induced apoptotic cells, except in those
treated with the PARP inhibitor (3-aminobenzamide, 3AB). In general, UVB-induced necrotic cells
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had significantly reduced levels of CSP activity, while those seen in unirradiated cultures did not.
From the results of studies undertaken it was concluded that CSP activity was modulated by PARP
activation but caspase 3 was not involved.

2. Results

In an earlier study, we have shown that the levels of cell surface peptidase (CSP) activities were
increased in apoptotic cells and reduced in necrotic cells compared to that seen in the viable
UVC-irradiated HeLa cells [17]. In order to be able to separate and collect viable, apoptotic and
necrotic cells using flow cytometry, the HeLa cells were stained with Hoescht 33342 (H33342) and
Propidium Iodide (PI) dyes. The cells found in these three regions differed from each other with
respect to morphology as well as DNA banding patterns [17]. HeLa cell cultures were exposed to
different doses of either UVB or UVC radiation, and were harvested 20 h post-irradiation. From Figure 1,
it can be seen that with UVB radiation at <500 Jm > there were few apoptotic cells, while at >500 Jm
there were few viable cells. Therefore in order to obtain optimal numbers of all three cell
subpopulations, a dose of 500 Jm * UVB was used. The survival curves of the UVB-irradiated HeLa
cells were different to that seen in the same cells exposed to UVC radiation [17]. A similar observation
was also observed in HaCaT cells exposed to either UVB or UVC radiation [23].

Figure 1. The dose response curves of HeLa cells exposed to UVB- and UVC-radiation.
The percentages of the subpopulations [viable (®), apoptotic (A) and necrotic cells (O)]
were calculated where the total population represents 100%. The cells were exposed to either
(A) UVB or (B) UVC radiation. Results expressed are the mean + SEM of 5-15 samples.
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In order to elucidate the mechanism involved in activation of CSP in apoptotic HeLa cells [17], we
examined the effects of the following agents in UVB-irradiated cells: (a) aminopeptidase inhibitor
bestatin (10 pM) [24]; (b) matrix metalloprotease inhibitor BB3103 (20 uM) (kindly supplied from
British Biotech Pharmaceuticals); (c) PARP activation inhibitor 3AB (10 mM) [25,26]; and (d) caspase
3 inhibitor DEVD (1 uM) [27]. The effects of these agents on the composition of the different cell
subpopulations in sham- and UVB-irradiated HeLa cell cultures are seen in Figure 2. In general, these
agents had no effect on the composition of the different cell subpopulations in either irradiated cultures.
In the unirradiated cultures, those treated with 10 uM bestatin had less viable and more necrotic cells
than untreated control cultures, while those treated with the cell permeable caspase 3 inhibitor, DEVD,
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had more viable and less necrotic cells. In the UVB-irradiated cultures bestatin treatment increased the
number of necrotic cells compared to that seen in untreated irradiated cultures.

Figure 2. Effect of different agents on the composition of HeLa cell cultures that have
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been exposed to either 0 or 500 Jm
subpopulations were calculated where the total population represented 100%, and are
comprised of viable (o), apoptotic (&) and necrotic cells (m). The following agents were
added to the cultures: Nothing (controls), 10 uM Bestatin (Bes), 20 uM BB3103, 10 mM
3AB and 1 uM DEVD. Results expressed are the mean + SEM of 5-15 samples. The
statistical significance of the difference between the control population and the treated

groups for each subpopulation are represented as * p < 0.05.
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2.1. Cellular Protein Content

The protein content of the apoptotic and necrotic subpopulations of the sorted UVB-irradiated cells
were less than that of their corresponding viable cohorts (Table 1). The results obtained were similar to
that seen when HeLa cells were exposed to different apoptotic stimuli [17]. The necrotic cells
contained approximately one-third of the protein content of their viable cell cohorts in the unirradiated
cultures. The protein content of the apoptotic cell subpopulation of the unirradiated cultures could not
be determined due to the low number of cells present. The protein content of the viable subpopulation
of the UVB-irradiated cultures were approximately 80% of that of the corresponding unirradiated
cultures except for those cells treated with DEVD (58%). The protein content of the apoptotic
subpopulation of the UVB-irradiated cultures apart from the controls (83%), was similar to that of their
corresponding viable cohorts (92—-100%). The necrotic cell fraction contained 40-52% of the protein
content of their viable cohorts. These changes in the protein content of apoptotic and necrotic cells
were similar to that seen previously [7,17,28]. This reduction in protein content is most likely due to a
disruption of plasma membrane integrity resulting in the loss of cytosolic proteins [7,28].
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Table 1. Effect of different agents on the protein content of different Hela
cell subpopulations.

Protein Content (mg/10’ cells) of Sorted Cell Subpopulations

Agent Viable Apoptotic Ratio Necrotic Ratio
V) (A) (A/V) (N) (VIN)
0 J UVB-irradiated cells
Control 5.8+£0.1(26) 2.1£0.1%(18) 0.36
Bestatin (10 pM) 6.0+ 0.3 (14) 22+0.1%(8) 0.37
BB3103 (20 uM) 5.5+0.2(12) 2.1+0.37(10) 0.38
3AB (10 mM) 5.8+0.1 (16) 1.7+0.1%(10) 0.29
DEVD (1 uM) 5.5+0.1(20) 2.0+£0.2%(10) 0.36
500 J UVB-irradiated cells
Control 4.8+0.2 (24) 4.0+0.17%(44) 0.83 1.9+0.17%(32) 0.40
Bestatin (10 pM) 4.5+ 0.6 (8) 4.5+0.2(14) 1.00 1.8+0.1%(10) 0.40
BB3103 (20 pM) 42+02(10)  3.9+0.1(16) 0.93 22+02%(12) 0.52
3AB (10 mM) 48+03(16)  4.4+0.17(20) 0.92 22+0.1*(14) 0.46
DEVD (1 uM) 32+027%(12)  3.1+0.1%(20) 0.97 1.6 £0.2%(10) 0.50

The statistical significance of the difference between the level of protein in the control population and the
treated groups (between groups) are represented as * p < 0.0125 (calculated using Bonferroni’s adjustment for
multiple comparisons with Student’s t-test), while the differences between the viable vs. the apoptotic or

necrotic populations within treatment groups are represented as “ p < 0.05.

2.2. Cell Surface Peptidase (CSP) Activity

In measuring the level of CSP activity in these cells, we used a nonapeptide substrate (called P9)
that is cognate to the N-terminal cleavage site of TGFa (transforming growth factor-a) [17,22,29]. The
activity of the “TGFaase”, which cleaves the P9 peptide at the N-cleavage site corresponding to that
seen in TGFa, produces a PS5 fragment, has been shown to be elevated in UV-irradiated
cultures [17,22,30]. It is generally acknowledged that TACE (tumour necrosis factor o converting
enzyme) is responsible for the cleavage of TGFa at both its N- and C-terminal cleavage site [31,32],
though it has been suggested that other enzymes may be involved [33]. In this study we refer to the
enzyme responsible for the production of the P5 fragment from P9 as TACE.

The level of CSP activity in the different cell subpopulations can be seen in Tables 2
(sham-irradiated cells) and 3 (UVB-irradiated cells). Total CSP activity was similar between the viable
and necrotic subpopulation of unirradiated cells (Figure 3). The main peptidase present on the Hela
cell membrane was an aminopeptidase [17,22,30]. In HeLa cells this is not aminopeptidase N [34].
This aminopeptidase accounts for between 79-86% total CSP activity in the viable subpopulation of
the unirradiated cultures, and 64—77% in the necrotic subpopulations (Table 2). CSP activity was not
measured in the apoptotic subpopulation of the unirradiated cultures, as there were insufficient
numbers of cells to perform these assays. Of the treatments used in the unirradiated cultures, DEVD
induced aminopeptidase activity in both the viable and necrotic cell subpopulations, while 3AB
inhibited activity in the necrotic cells (Table 2).
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Table 2. Effect of different treatments on cell surface peptidases (CSP) activity in HelLa
cell subpopulations. Results represent the mean = SD for 2—-10 separate experiments, as

seen in parantheses.

2655

P9-Derived Peptide Fragment (pmol/mg cell protein/15 min)

Treatment Cell Population P1 P2 P3 P5

0 UM Bestatin
Control Viable (10) 139.0+10.9 15.1+1.2 5.1£0.8 73+1.2

Apoptotic

Necrotic (7) 125.4+253 26.3+8.7 18.1+£3.3°% 212+46°
Bestatin Viable (3) 113.8+£9.7%  292+6.1° 3.7+£1.0 8.2+0.7
(10 uM) Apoptotic

Necrotic (2) 111.6 £62.6 21.7+£9.2 14.9+8.0 145+2.5
BB3103 Viable (2) 104.4+10.2° 10.2+2.6 47+1.5 10.8 +£6.5
(20 uM) Apoptotic

Necrotic (2) 82.6 +£60.7 106 £8.2°% 122+5.0 17.6 £ 8.8
3AB Viable (3) 106.9 +£23.3 129+4.9 58+1.3 7.1+£0.7
(1 mM) Apoptotic

Necrotic (2) 364+£248"° 159+3.0 8.0+£3.7 21.8+16.4
DEVD Viable (4) 172.4+21.8° 143+2.4 39+1.3 6.8+2.1
1 uMm) Apoptotic

Necrotic (2) 259.0+76.8% 333+3.7° 152+£0.7°% 16.0£12.9
10 UM Bestatin
Control Viable (10) 145+2.2 38.5+3.3 50.8 +£3.1 102+1.5

Apoptotic

Necrotic (7) 2384337 17.9+£32°% 47.8+9.1 22.1+£52°¢
Bestatin Viable (3) 21.5+4.1° 39.7+9.1 582+12.3 12.1+£1.6
(10 uM) Apoptotic

Necrotic (2) 45.0+26.6° 32.6+19.2 62.2+34.4 234+75%
BB3103 Viable (2) 334+22.1 141+£22°% 69.2 +36.6 18.1+9.4
(20 uM) Apoptotic

Necrotic (2) 31.1+£23.6 85+64° 459 £31.6 18.4+11.5
3AB Viable (3) 13.9+2.5 302+1.8° 51.5+£7.5 12.6 £ 1.6
(1 mM) Apoptotic

Necrotic (2) 21.3+16.2 26.2 +18.8 40.8 £28.3 20.2+£16.0
DEVD Viable (4) 95+26° 42.3+6.6 523+6.5 64+29*
1 uMm) Apoptotic

Necrotic (2) 23.1+20.3 67.4+1.0* 151.0+10.8° 242+£1.1°

The significance of differences between control vs. treated subpopulations are represented as * p < 0.05, while

that between viable vs. necrotic subpopulations of the control groups are represented by * p < 0.05.
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Figure 3. Comparison of the level of cell surface peptidases (CSP) activity in the cell
subpopulations of HeLa cells treated with different agents. The level of aminopeptidase (o)
and ectopeptidase (m) activity was shown in the cell subpopulations of sham- or 500 Jm >
UVB-irradiated cells in the absence (A) or presence of 10 uM bestatin (B).
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The aminopeptidase inhibitor bestatin [24,35] significantly reduced aminopeptidase activity in the
cells (Tables 2 and 3). As a result, the levels of dipeptidase, tripeptidase and TACE activity were
increased, with the tripeptidase having the highest activity. We will use the term ectopeptidases to refer
to dipeptidase, tripeptidase and TACE activity, as these enzymes act at cleavage sites within the P9
substrate. In general, in the presence of bestatin, the level of CSP activity was similar in the viable
(108.3—134.8 pmol/mg/15 min) and necrotic cell subpopulations (103.9-265.6 pmol/mg/15 min) of the
unirradiated cells. A significant increase in tripeptidase activity (316%) was observed in the necrotic
cell subpopulation of DEVD-treated cells compared to that seen in untreated cultures (Figure 3B).
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Table 3. Effect of different treatments on CSP activity in UVB-irradiated HeLa cell
subpopulations. Results represent the mean + SD for 2—16 separate experiments, as seen in

parantheses.
P9-Derived Peptide Fragment (pmol/mg cell protein/15 min)
Treatment  Cell Population P1 P2 P3 P5
0 UM Bestatin
Control Viable (8) 154.1£14.9 21.1+3.5 129+5.1 99+18
Apoptotic (16) 2759+20.6* 288+29° 8.1+1.1 97+1.5
Necrotic (10) 6.7+1.3" 52+09° 51+0.7° 7.6+1.6
Bestatin Viable (2) 92.8+40.0° 143+12°% 10.7 £8.8 87+5.6
(10 uM) Apoptotic (4) 3234 +£105.7 59.2+203° 9.0+34 82+1.2
Necrotic (3) 72+33 8.8+3.1 95+38"° 1.8404%
BB3103 Viable (2) 1499+54 59+1.6° 6.5+2.7 12.6 £ 8.3
(20 uM) Apoptotic (4) 221.5+224° 70+£1.0° 75+£3.1 15.3+£39°%
Necrotic (3) 54+1.5 42+1.6 4.0+£0.3 6.7+1.7
3AB Viable (4) 824+63° 11.1£0.7% 40+£0.7% 84+0.9
(1 mM) Apoptotic (4) 107.3+£10.7% 13.5+2.5° 7.6+0.3 11.2£1.5
Necrotic (3) 325+58 42+1.7 7.0+£2.9 7.6+24
DEVD Viable (2) 231.0+414° 30.8 +3.1 222+3.38 21.0+55%
(1 uMm) Apoptotic (5) 350.7+17.2%  40.0+2.7° 10.5+£2.8 129+£2.6
Necrotic (2) 8.1+59 63+35 72+1.5 54+1.5
10 uM Bestatin
Control Viable (8) 27.7+7.5 29.5+4.2 67.7+9.7 154+24
Apoptotic (16) 33.5+4.6 89.1£10.8* 138.8+12.5" 172 +£1.8
Necrotic (10) 33+0.67 41+£05" 6.8+1.47 45+08”
Bestatin Viable (2) 36.5+19.3 204+£03° 50.5+17.1 182 +8.4
(10 uM) Apoptotic (4) 47.1+11.1 131.8+48.7 1753 £55.7 153£2.8
Necrotic (3) 31+1.5 39+1.6 82+3.8 47+1.8
BB3103 Viable (2) 39.9+13.0 54+£09° 58.3+10.7 24.9+10.3
(20 uM) Apoptotic (4) 72.5+129° 99+1.2° 1194+9.7° 341+£9.0°
Necrotic (3) 3.8+1.5 44+1.8 7.7+0.3 8.1+3.0
3AB Viable (4) 11.0+1.5% 17.9+2.0°% 34.0+3.6° 11.6 £1.7
(1 mM) Apoptotic (4) 183+09° 242+58* 56.7+£5.7° 14.8+2.4
Necrotic (3) 84+3.6 6.5+0.7 145+52°% 96+1.0°
DEVD Viable (2) 589+9.1° 580+02"% 1294+11.1° 274+1.0°
(1 uMm) Apoptotic (5) 374+£12.0 150.0+11.6* 204.7+26.8° 157+£4.5
Necrotic (2) 12.1+£6.5° 7.5+4.3 21.8+138" 129+9.0

The significance of differences between control vs. treated subpopulations are represented as * p < 0.05, while

that between viable vs. apoptotic or necrotic subpopulations of the control groups are represented by * p < 0.05.

Previously we observed that CSP activity (aminopeptidase and TACE) was increased 2-fold in

UVC-irradiated cells [22]. Like that seen in the unirradiated cultures, the main CSP present in the
UVB-irradiated cells was an aminopeptidase (Table 3). With the exception of the 3AB-treated cells
(87%), the level of aminopeptidase and that of total CSP activity present in the viable subpopulations

of UVB-irradiated cultures were similar to that seen in the viable subpopulations of unirradiated
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cultures (Figure 3A). DEVD increased both aminopeptidase and total CSP activity in the viable
subpopulation of the UVB-irradiated cells when compared to their untreated cohorts.

Both aminopeptidase and total CSP activity was significantly increased in the apoptotic fraction of
all the treated UVB-irradiated cells compared to their corresponding viable cell cohorts except for
those cultures treated with 3AB (Figure 3A). The greatest increase in aminopeptidase and total CSP
activity between the apoptotic and viable cells of the UVB-irradiated cultures was observed following
bestatin treatment (240 and 222%, respectively). In neutrophils increased expression of aminopeptidase
N was seen on the plasma membrane in cells undergoing apoptosis [36].

In the UVB-irradiated necrotic cells both aminopeptidase and total CSP activity was significantly
lower in the necrotic subpopulations when compared to their respective viable or apoptotic cohorts
(Figure 3A). This result suggests that these CSP have been shed from the cell membrane, which was
similar to that seen in the necrotic subpopulations of UVC-radiated cells [17].

In general, in the UVB-irradiated cultures, the level of ectopeptidase activity was similar in the
viable subpopulation of the treated cells compared to the same cohort in the unirradiated cultures
(Figure 3B). Elevated levels of ectopeptidase activity were seen in the viable subpopulation of the
DEVD-treated (195%) but lower in the 3AB-treated (53%) UVB-irradiated cells compared to their
corresponding viable cohorts. In those cells undergoing apoptosis, there was a significant increase in
ectopeptidase activity (150-294%) compared to that seen in the viable subpopulation irrespective of
the treatment (Figure 3B). The greatest increase in ectopeptidase activity was seen in bestatin-treated
cells (294%) with the least seen in DEVD-treated cells (150%). Most of this increase was due to
elevated tripeptidase activity (130-298%). While dipeptidase activity was less than that of tripeptidase,
its activity also increased in the apoptotic subpopulations (138-383%) of the treated cells compared to
their corresponding cohorts of viable cells. TACE activity was higher in the apoptotic subpopulation of
BB3103-treated cells (217%) otherwise its levels of activity were similar to that of its corresponding
viable cohorts. In the necrotic cells, irrespective of the treatments used, the level of ectopeptidase
activity was significantly reduced compared to that seen in the viable or apoptotic cell subpopulations
(Figure 3B). The results obtained were similar to that seen in an earlier study where increased CSP
activity was observed in cells undergoing apoptosis while there was a loss in activity in the necrotic
cells [17]. It is not clear as to how DEVD increases or 3AB decreases CSP activity in the viable
and apoptotic subpopulations of UVB-irradiated cells or that of the necrotic subpopulation of
unirradiated cultures.

2.3. Cell Morphology

In order to elucidate the effect 3AB and DEVD treatments had on CSP activity in the apoptotic cells,
we looked at their morphology. The effects of the treatments on the morphology of the apoptotic cells
are seen in Figure 4. Both 3AB and DEVD treatments had no effect on the morphology of
UV-induced apoptotic cells, as evidenced by the formation of apoptotic bodies and condensation of the
chromatin to the nuclear membrane [1,3,4]. Of interest was the morphology of Bestatin or
BB3103-treated apoptotic cells (Figure 4C,D). These cells appear to have morphology similar to that
of necrotic cells, as no apoptotic bodies appear to be present. There were increased levels of lipid
droplets present in these cells, and the mitochondria appear extended, however, this morphology was
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similar to that seen in apoptotic human A549 lung adenocarcinoma cells treated with antisense
matrilysin oligonucleotides [37]. The effects induced by either 3AB or DEVD on CSP activity in the
apoptotic cells do not appear to be related to changes in cell morphology.

Figure 4. Electron micrograph of apoptotic HeLa cells from cultures treated with different
agents. The cells were treated with the following agents: (A) Sham-irradiated viable cells;
(B) UVB-irradiated (500 Jm™?) cells; (C) Bes; (D) BB3103; (E) 3AB; and (F) DEVD.
Bar=5 um.

2.4. Annexin V-Staining Profiles

As the morphology of the 3AB or DEVD-treated UVB-induced apoptotic cells did not differ to that
of untreated apoptotic cells, we then investigated if the changes in CSP activity was related to
phosphatidylserine levels on the outside of the cell membrane. Through using FITC-labelled annexin
V and PI staining, it is possible to distinguish different cell subpopulations as seen in Figure 5. The
intensity of annexin V-staining of the apoptotic cells was approximately one order of magnitude higher
than that of their viable cell cohorts, in agreement to that seen previously [38].

It was not until 12 h post-UVB radiation that there was a significant increase in the level of annexin
V-staining occurring on the surface of HeLa cells (results not shown). There was a sharp increase in
the number of late apoptotic/necrotic cells occurring in the irradiated cells after 12 h, which was
accompanied by a corresponding drop in the number of viable cells, while the numbers of early
apoptotic and damaged cells did not change. We also observed that the viability rapidly dropped in
cultures exposed to >100 Jm > UVB 20 h post-irradiation (Results not shown), which was similar to
that seen when the cells were stained with PI and H33342 (Figure 1).
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Figure 5. Separation of HeLa cell subpopulations by flow cytometry. The different
subpopulations of cells are R; = Viable cells, R, = Early Apoptotic cells, R; = Late
Apoptotic/Necrotic cells and R4 = Cell debris.
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The effect of the different treatments on phosphatidylserine eversion on the cell membrane in 20 h
post UVB-irradiated cultures is seen in Figure 6. Cells treated with bestatin, BB3103 and DEVD had
similar annexin V/PI staining profiles compared to that seen in the untreated irradiated cultures. There
was an elevated number of viable cells and a corresponding reduced number of late apoptotic/necrotic
cells in the 3AB-treated cultures. However, these differences were not statistically different and did
not correspond to the changes in the level of CSP activity observed in either the 3AB- or
DEVD-treated cultures.

Figure 6. Effect of different agents on annexin V-staining of UVB-irradiated HeLa cell
cultures. UVB-Irradiated (500 Jm ) cells were exposed to different agents (UVB radiation
(UVB), Bestatin (Bes), BB3103 (BB), 3-aminobenzamide (3AB) and DEVD). The
different cell subpopulations were: Viable (o), Early apoptotic (N), late apoptotic/necrotic (m)
and Cell debris (N). Results expressed are the mean + SEM of 3 separate experiments. The
statistical significance of the difference between the % total cell subpopulation between the
untreated controls and each treatment group is represented as * p < 0.05.
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2.5. PARP Cleavage

3AB is known to inhibit PARP activation in cells suffering oxidative stress [20,39]. We therefore
decided to see if 3AB affected the cleavage of PARP by the caspases, which could explain the
differences in CSP activity observed in the treated cultures. Cell lysates from the viable, apoptotic and
necrotic subpopulations of UVB-irradiated cells treated as well those from the viable subpopulation of
unirradiated cells treated with different agents were prepared from Flow cytometry-sorted cells. A
Western blot of the cell lysates (20 ug cell protein) is seen in Figure 7. In the viable fraction of the
unirradiated cells PARP remained intact 20 h-post treatment, irrespective of treatment. Similar results
were also seen in the viable subpopulations of the UVB-irradiated cells. However, in both the
apoptotic and necrotic fractions of these treated cell populations PARP (115 kD) was cleaved to its
86 kD product. The caspase 3 inhibitor DEVD did not prevent PARP from being cleaved, which
suggests that other caspases such as caspase 7 may be present [11,21]. The addition of 3AB to the
UVB-irradiated cells did not prevent PARP cleavage in the apoptotic cells, which suggests that the
activation of CSP activity is not mediated by caspase 3.

Figure 7. Effect of different agents on PARP cleavage in different fractions of irradiated
HeLa cell cultures. UVB-irradiated cells (0 Jm™> or 500 Jm ) were treated with the
following agents: nothing (controls: Con), bestatin (Bes), BB3103 (BB), 3AB and DEVD.
Lysates of sorted viable subpopulations of unirradiated cultures (A); and UVB-irradiated
cultures (B) along with the apoptotic subpopulations of UVB-irradiated cultures (C) were
prepared as described in the Materials and Methods section. Jurkat cell lysates (Std) were
added to each gel. In the 500 J Viable blot 40 ug cell lysate was added per lane while in the
other blots 20 pg was added. GAPDH was used as a loading control. Molecular mass
markers in kD are indicated on the right.
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2.6. Caspase 3 Activity

As PARP was cleaved in apoptotic cells treated with DEVD, we then measured the level of caspase
3 activity in the 20 h post-UVB irradiated cultures, in order to confirm if other caspases are present.
Initial studies using flow cytometry-sorted cells were unsuccessful as it was not possible to obtain
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sufficient numbers of cells in a short period of time to be able perform this assay. We used cells
obtained from UVB-irradiated cultures treated with different agents, as this would give an indication of
the level of caspase 3 activity present. The results of which are seen in Figure 8. As expected the level
of caspase 3 activity was low in the untreated sham-irradiated cultures and much higher in untreated
UVB-irradiated cells. Neither bestatin or 3AB treatment had an effect on caspase 3 activity, while
BB3103 significantly increased and DEVD significantly inhibited activity. The DEVD result was
expected as it is a caspase 3 inhibitor [10,11]. The results suggest that other caspases (e.g. caspase 7)
may be responsible for the cleavage of PARP in these cells (Figure 7). It also suggests that caspase 3
does not directly modulate CSP activity in cells undergoing UVB-induced apoptosis.

Figure 8. Effect of different agents on caspase 3 activity in irradiated HeLa cell cultures.
The level of caspase 3 activity was measured in sham-irradiated untreated cultures (0 J Con)
(m), and in UVB-irradiated cultures treated with nothing (500 J Con) (o), 10 uM Bes (N),
20 uM BB3103 (El), 10 mM 3AB (&) and 1 uM DEVD (O). Results expressed are the
mean = SEM of 3 separate experiments. The statistical significance of the difference
between caspase 3 activity in the control population and in each treated group is

represented as * p < 0.05.
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2.7. Actin Cleavage

It has been shown that 3AB prevents actin cleavage, which confers a protective effect to cells
preventing them from undergoing apoptosis [10,25]. A Western blot of cell lysates from the apoptotic
subpopulation of 20 h post-UVB irradiated cell cultures was probed with an actin antibody as seen in
Figure 9. In the apoptotic subpopulation of the treated UVB-irradiated cells the 43 kD actin protein
was cleaved to produce 38 and 31 kD actin fragments, but the 14 kD fragment was not observed in
cultures treated with either 3AB or DEVD. Actin degradation was not seen in the viable untreated
irradiated cells. These results suggest that the changes in CSP activity seen in the cells as they undergo
apoptosis is not due to actin cleavage, because 3AB-treatment reduced CSP activity, while that of
DEVD enhanced activity, but both elicited the same inhibitory effect on actin cleavage. This suggests
the mechanism involved in modulating CSP activity in these cells undergoing UVB-induced apoptosis
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does not involve caspase 3, PARP or actin cleavage, and occurs by another mechanism. Further studies
on which are currently underway.

Figure 9. Effect of different agents on the cleavage of actin in the apoptotic population of
irradiated HeLa cell cultures. Lysates from the sorted apoptotic subpopulations of treated
(controls (Con), bestatin (Bes), BB3103 (BB), 3AB and DEVD) (A) or the viable
subpopulation (Via) of untreated 500 Jm™? UVB-irradiated cultures (B) were run on
Western blots. GAPDH was used as a loading control. Molecular mass markers in kD are
indicated on the right.
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3. Discussion

Ultraviolet (UV) light is a form of electromagnetic radiation that is emitted by the sun. It can be
subdivided into three components, based on wavelength: UVC (200-280 nm), UVB (280-320 nm) and
UVA (320400 nm). Most of the UV radiation that reaches the Earth’s surface consists of UVA
(320—400 nm) (90-95%) along with a smaller amount of UVB (280-320 nm) (5-10%). While only a
small amount of UVB reaches the Earth’s surface, it is of significance as it is 1000 times more
erythrematogenic than UV A [40]. UV radiation that is absorbed by epidermal cells (e.g., keratinocytes
and melanocytes) triggers a number of signalling pathways, which in turn elicits different cellular
responses [40,41]. Sunburn is caused by keratinocytes undergoing apoptosis as a result of high levels
of UV exposure [1,2,23,39,40]. While many intracellular processes are altered as a result of these cells
undergoing apoptosis, changes that occur on the cell membrane with regard to enzyme activity are not
well characterized.

Even though HeLa cells are not an epidermal cell, they are epithelial in origin, and like HaCaT cells
(an immortalized keratinocyte cell line), they possess a dysfunctional p53 [42,43]. In human skin p53
mutations are commonly observed in the sun-exposed noncancerous epidermis, and it is from these
mutated cells that squamous cell carcinomas (SCC) have been shown to develop [44]. In keratinocytes
that have a functional p53, excessive exposure to UV radiation results in these cells undergoing
apoptosis [1,2,45]. As a result of UV-induced DNA damage p53 is activated, which in turn upregulates
p21 levels and through downstream signalling the cell will undergo apoptosis if this damage cannot be
repaired [45]. If p53 is mutated, p21 activation is much weaker, and as a result fewer irradiated cells
undergo apoptosis, and those surviving cells have the potential to become cancerous. Therefore in
order to observe the effect of UVB radiation in squamous cell carcinoma development, keratinocytes
that harbour p53 mutations such as HaCaT cells are a good experimental model [44,45]. As the
numbers of cells needed to undertake a study of CSP activity are high, and their separation requires
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flow cytometry to collect cells from viable, apoptotic and necrotic subpopulations, we used HeLa cells
in this study. These cells can easily be grown in large numbers and like HaCaT cells they possess a
dysfunctional p53 [42,43]. The results obtained from this study can be used to devise further
experiments using HaCaT cells which will allow us to understand the role played by mutated
keratinocytes (possessing a dysfunctional p53) found in actinic keratosis [46] following their exposure
to UV radiation.

We had shown previously that cycloheximide did not inhibit enhanced CSP activity in apoptotic
cells [17], which suggested that increased activity was not due to de novo synthesis and this activation
was by another mechanism. Therefore, in order to further our understanding of this mechanism, we
investigated the effect different inhibitors had on UVB-induced apoptotic cells. Bestatin inhibits a
range of aminopeptidases as well as Leukotriene A4 hydrolyase [24,35]. The cells were incubated with
bestatin in order to observe if aminopeptidases activate CSP as a result of the cells undergoing
apoptosis. BB3103 is a MMP inhibitor and was added to the cells to observe if these membrane
proteins activate CSP activity. 3AB prevents the activation of PARP, and it was used to observe if
PARP activation played a role in modulating CSP activity. DEVD is a caspase 3 inhibitor as was used
to see if caspase activity modulated CSP activity, we have previously shown that ICE (caspase 1)
found on the cell membrane had no effect on activity [17].

The viability profiles of HeLa cells exposed to UVB and UVC radiation differed (Figure 1) and
were probably a result of different apoptotic pathways being activated in the cell. UVC radiation
generated more (6—4) photoproducts and cyclobutane-pyrimidine dimers than did UVB in HaCaT cells
[23] and it is likely that this occurred in the irradiated HeLa cells. It has been shown in keratinocytes
and HaCaT cells, UVB radiation can initiate apoptosis by three major mechanisms (a) DNA damage,
(b) reactive oxygen species (ROS) and (c) the activation of death receptors [1,2,23,44]. UVC mainly
exerts its apoptotic effect by initiating DNA damage. The pathway by which UVC induces apoptosis is
called the intrinsic pathway and it differs from the extrinsic pathway induced by UVB, because it does
not involve caspase 8 and related caspases which is stimulated as a result of the activation of death
receptors (e.g., Fas) on the cell membrane [23,47]. A unique feature of the extrinsic pathway is that it
can trigger apoptosis independently of p53 [48]. Therefore it is likely that the differences seen in HeLa
cells undergoing apoptosis as a result of UVC [17] and UVB radiation (Figure 1) are due to the
different apoptotic pathways (intrinsic and extrinsic) that are activated by these forms of UV radiation.

The main peptidase found on the plasma membrane of the HelLa cells was an aminopeptidase
(Figure 3). In the unirradiated cultures the level of CSP activity was similar in the viable and necrotic
subpopulation of cells. This suggests that there has been neither an upregulation of CSP activity nor a
shedding of these peptidases from the cell membrane as a result of the cell dying. If aminopeptidase
activity was inhibited by the addition of bestatin, a specific aminopeptidase inhibitor, the overall level
of CSP was similar which suggests that the ectopeptidase products (P2, P3 and PS5) are further
degraded by the action of the aminopeptidase. Aminopeptidases found on the cell membrane process a
range of substrates, and play a role in many biological processes, as well as disease states [35,49].
They can also cleave the N-terminal amino acid from peptides or proteins, which can then in turn be
taken up by the cell via specific transporters as part of a salvage type mechanism [30,35,50]. The
actions of which can also allow the cell to obtain essential amino acids from the cleavage of peptides
and proteins on the plasma membrane.
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In the UVB-irradiated cells enhanced CSP activity was not seen in the viable cell subpopulation,
unlike that seen in the apoptotic subpopulation where it was increased, and reduced in the necrotic
subpopulation (Figure 3). This finding suggests that UVB-radiation does not have an effect on CSP
activity as no increase in activity was observed in the viable cells, and the increased activity seen in
apoptotic cells arises when these cells undergoing apoptosis. Of interest was that 3AB treatment
reduced CSP activity, while that of DEVD enhanced activity in both the viable and apoptotic
subpopulations of the UVB-irradiated cells. Bestatin only enhanced CSP activity in cells undergoing
apoptosis, while BB3103 had no effect. This increase in CSP activity in the apoptotic subpopulation
compared to the viable subpopulation is not related to changes in cell protein levels (Table 1) as if this
was the case enzyme activity would only be increased 1.25-fold. Increased CSP activity as high of
2.2-fold was observed in the apoptotic subpopulations compared to the viable subpopulations of the
irradiated cells. As the increase in CSP activity was not uniform across all treatments, this suggests
that it is not part of a global apoptotic response. In a previous study we observed increased CSP
activity in cycloheximide-induced apoptotic cells, which suggests that this increased activity is not due
to the synthesis of new proteins in these cells [17]. Increased CSP activity may arise from an activation
of existing enzymes on the cell membrane or as a result of increased translocation of enzymes from the
cytoplasm to the plasma membrane, in an analogous manner to how insulin stimulates the relocation of
GLUT-4 transporters from the cytoplasm to the plasma membrane [51].

The reduction in CSP activity in the necrotic cell subpopulation (Figure 3), suggests that these
enzymes are shed from the cell membrane as the cells undergo necrosis. It has been shown previously
that UVC-induced necrosis resulted in a loss of cellular protein and a corresponding loss of CSP
activity [17]. It has been shown that a range of pro-inflammatory molecules (e.g., IL-6, uric acid) are
shed from the surface of necrotic cells [52]. It is not known if proteases released from the surface of
necrotic cells directly contribute to the release of pro-inflammatory molecules or may contribute to the
dissolution of matrix components surrounding these cells.

The increase in CSP activity observed in cells undergoing apoptosis most likely has a specific
physiological function. Some of the membrane proteins shed from apoptotic cells include cytokines
(IL-1B and TNFa), adhesion molecules (e.g., E-cadherin and L-selectin), receptors (CD15, CD16,
IL6R, TNF-R1 and TNF-R2) as well as other proteins (e.g., CD46) [13-15,34,36,53]. Some of these
molecules are known to attract phagocytic cells to ensure the removal of the apoptotic bodies, as well
as downregulating an inflammatory response. While these proteins are shed during the apoptotic
process, it is unknown whether the activities of the enzymes involved are either (a) upregulated or (b)
there are increased numbers present on the cell membrane. Apart from that of caspase 1 [10,11], both
aminopeptidase N [36] and TACE activity [15] have been shown to be increased in apoptotic
neutrophils, along with that of CSP in UVC-induced apoptotic HeLa cells [17]. As seen in this study
the level of enzyme activity increased from 1.5-2.2-fold for each of the peptidases that were
investigated. This increased level of CSP activity may result in the release of bioactive molecules
which can (a) assist in attracting phagocytic cells to remove the resultant apoptotic cells, (b) reducing
inflammation, as well as (c) stimulating the growth of surrounding unaffected cells to replace those
which have died. The latter could be one mechanism by which surviving epidermal keratinocytes are
stimulated to grow and replace those sunburnt cells lost as a result of UV exposure [39,40,54]. Cell

surface proteases have been shown to play an important role in wound repair and tissue growth [55],
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and one can speculate that following the loss of sunburnt cells, that these proteases as a result of being
activated would be involved in stimulating tissue growth in these cells, and this process would most
likely commence when these cells undergo apoptosis.

The caspase 3 inhibitor Ac-DEVD-cho enhanced CSP activity in the necrotic subpopulation
of unirradiated cultures as well as that of the viable and apoptotic subpopulations of UVB-irradiated
cells (Figure 3). Caspase 3 is an executioner caspase and is known to cleave over 200 cellular
proteins [10,11,56]. It is estimated through the use of bioinformatics that there are at least 3000 human
proteins that contain a caspase 3 cleavage site [56]. The inhibitor Ac-DEVD-cho was shown to inhibit
caspase 3 activity (Figure 8) and therefore one can speculate that this enzyme may cleave protein(s)
that regulate the activation of the CSP observed in this study. As both the aminopeptidase and
ectopeptidases were activated in the necrotic subpopulation of the unirradiated cultures as well as that
of the viable and apoptotic subpopulations of the UVB-irradiated, it is unlikely that this activation is
related to the activation of apoptotic pathways, but occurs via another unknown mechanism. Pan
caspase inhibitors such as Z-VAD-FMK and Q-VD-OPH, when added in combination have been
shown to inhibit most of the caspases in the cell [57]. The results of such a study would confirm if the
activation of CSP seen in the apoptotic cells is related to that of the caspases.

The PARP activation inhibitor 3AB [19-21] elicited an opposite effect to that of DEVD with
regards to CSP activity in these cells (Figure 3). 3AB significantly reduced CSP activity in the necrotic
subpopulation of unirradiated cultures as well as in the viable and apoptotic subpopulation of
UVB-irradiated cultures. When PARP becomes activated it is involved in repairing damaged DNA,
and requires NADH to be able to effect this repair [19-21]. When the cell suffers significant DNA
damage, in this case UVB radiation, in order to prevent the depletion of NADH stores which will result
in the cell undergoing necrosis, and resultant inflammation, the cell initiates the caspase cascade. This
result in the cleavage of PARP, preventing the depletion of cellular NADH stores, resulting in the cell
undergoing apoptosis, and reducing the inflammatory response. PARP inhibitors at high concentrations
(10 mM) have been shown to inhibit matrix metalloprotease 2 (MMP-2) activity on the cell
membrane [58]. MMP-2 is a metalloprotease, and the enzyme furin is responsible for its activation [59],
one can speculate that 3AB inhibits the activity of this proprotein convertase, resulting in the reduced
expression of this metalloprotease on the cell membrane. In the current study it is possible that 3AB
inhibits either the activation or expression of CSP on the surface of these cells. In order to understand
how 3AB is exerting its effects further studies are warranted. A measure of the cellular NADH levels
as well as that of PARP activity may shed some light on whether CSP activation is energy dependent,
this may elucidate why 3AB and DEVD treatment results in differing levels of CSP activity in the cell.
The use of other structurally distinct PARP inhibitors (e.g., PJ34, 1,5-isoquinolinediol) may also help
elucidate the role PARP plays in modulating CSP activity.

When investigating the mechanism by which DEVD or 3AB affect CSP activity, we observed that
changes in the level of phosphatidylserine eversion on the cell membrane (Figure 6) did not correlate
to the observed changes in CSP activity. The gross morphology of the apoptotic cells treated with
DEVD and 3AB was also similar to that seen for untreated apoptotic cells (Figure 4). These findings
suggest that changes in CSP activity are not due to changes in cellular morphology or that of lipids on
the cell membrane. The morphology of the apoptotic cells obtained from cultures treated with bestatin
and the metalloprotease inhibitor BB3103 does not appear to contain apoptotic bodies. It has been
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shown that MMP-7 inhibition resulted in altered morphology of apoptotic cells where the mitochondria
were swollen and the endoplasmic reticulum was dilated [37]. Recently it has been shown that in some
cells swelling precedes cell shrinkage and the formation of apoptotic bodies [60]. The bestatin and
BB3103-treated apoptotic cells in this study display a similar morphology as described above, and the
mechanism involved in the apoptotic pathway of these cells where enzyme inhibitors have been used
could be responsible for these morphological changes.

In all the apoptotic treated cells PARP was shown to be cleaved (Figure 7), and while the caspase 3
inhibitor, DEVD, inhibited activity (Figure 8), it suggests that other caspases are involved in this
process. Caspase 7 can also cleave PARP [10,11], and is known to be activated in UV-irradiated HeLa
cells [61]. Therefore the activation of caspase 7 as a result of UV radiation can overcome the inhibition
of caspase 3 and result in the cleavage of PARP as seen in the DEVD-treated cells. Changes in caspase
3 activity (Figure 8) did not correlate to the changes seen in the level of CSP activity in these cells
(Figure 3). This suggests that this caspase does not play a direct role in modulating CSP activity. Of
interest is that the level of actin cleavage in the treated apoptotic cells was less in the 3AB- and
DEVD-treated cells compared to that seen in other treated cells. Caspase 3 is known to cleave actin to
smaller fragments and 3AB can prevent cleavage [25]. DEVD inhibits the action of caspase 3, and it
suggests that it plays a role in cleaving this cytoskeletal protein [10,11]. This finding supports the
proposal that caspase 3 is not involved in the changes of CSP activity in those cells undergoing
apoptosis. However the mechanism involved does warrant further investigation.

The results of this study show that in general, when UV-irradiated cells undergo apoptosis, that
there is an increase in CSP activity and it is not related to caspase 3 activity. While HeLa cells are
epithelial cells they are not epidermal in origin like keratinocytes. It has been shown that primary
keratinocytes have a functional p53, while HaCaT cells [1,2,44,45] and HeLa cells [42] do not. The
resultant DNA damage induced by UV radiation on keratinocytes results in the activation of p53,
which in turn induced p21 expression in the cell, which prevents these cells from entering the S phase
of the cell cycle [45]. If the level of damage is too great to repair, pS3 will induce the cell to undergo
apoptosis [44]. This mechanism removes those cells with damaged DNA thereby preventing them
from passing on these defects to daughter cells, which could result in the formation of SCC [44]. As a
result of prolonged sun exposure actinic keratoses are formed in the epidermis which contain mutated
p53 [46], which can give rise to SCC [44]. HaCaT cells are similar to the actinic keratoses in that they
also have a dysfunctional p53, and that they would be a good model in which to investigate the
carcinogenic effects of UV radiation. From the results obtained in this study one can speculate that
when actinic keratoses undergo UV-induced apoptosis, they may release a range of bioactive molecules,
which stimulate the growth of the surrounding surviving mutated cells. If these dividing cells pass on
UV-induced DNA mutations, this process if repeated a number of times may result in the development
of a SCC. Further investigation on the effect UV radiation on CSP activity in both UV-irradiated
HaCaT cells and keratinocytes may yield information on the biological role cell surface proteases play
in this process. As a result of the development of pharmacological agents that prevent the activation of
these CSP, these agents may play an important preventative role in the formation of skin cancer.
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4. Experimental Section
4.1. Materials

All chemicals and biochemicals were obtained from sources previously described [17,22] except for
caspase 3 substrate N-acetyl-Tyr-Val-Ala-Asp-p-nitroanilide (Ac-DEVD-pNA), 3-Aminobenzamide
(3AB) and the cell permeable inhibitor N-acetyl-Tyr-Val-Ala-Asp-CHO (DEVD) which were obtained
from Biomol (Plymouth Meeting, PA, USA), rabbit anti-actin polyclonal antibody was obtained from
Sigma (St. Louis, MO, USA) rabbit anti-GAPDH (glyceraldehyde-3 phosphate dehydrogenase)
monoclonal antibody was obtained from Cell Signaling (Danvers, MA, USA), Jurkat apoptotic lysate
kit, fluorescein isothiocyanate-labelled Annexin V and mouse anti-human PARP monoclonal antibody
were obtained from PharMingen (San Diego, CA, USA), anti-mouse Ig-peroxidase conjugate was
obtained from Transduction Laboratories (Lexington, KY, USA), anti-rabbit Ig-peroxidase conjugate
antibody was obtained from Silenus (Melbourne, Australia) and ECL was obtained from NEN (Boston,
MA, USA).

4.2. Hela Cell Culture

HeLa S3 cell monolayers were grown in RPMI 1640 containing penicillin (100 pg/mL),
streptomycin (100 pg/mL), Hepes (20 mM) and 5% (v/v) foetal bovine serum (FBS) (pH 7.2 at 37 °C)
under sterile conditions. Trypsinised cells from 3-4 confluent 175 cm’ tissue culture flasks were
collected and washed with Phenol red free-HBSS prior to being suspended at 107 cells/mL HBSS. One
ml aliquots of cells (107) were transferred to 60 mm tissue culture dishes (Iwaki Glass, Chiba, Japan)
which were subsequently irradiated with either 0 or 500 J UVB (FS-20 fluorescent tube generating a
flux of 2.1 Jm */s). The cells were then transferred to a 175 cm” flask containing 50 mL RPMI plus 2%
FBS as well as one of the following inhibitors: no inhibitor (control cells), Bestatin (10 uM), BB3103
(20 uM), DEVD (1 puM) or 3AB (10 mM). In the caspase 3 inhibition studies, the cells were
pre-exposed to DEVD for 60 min prior to irradiation to ensure that caspase 3 activity was minimal [27].
The cells were placed in a 37 °C incubator for 20 h before being harvested for FACS analysis.

4.3. Preparation of Cells for Sorting by Flow Cytometry

The detached cells present in tissue culture media of the treated cultures were transferred to 50 mL
Falcon tubes. The attached cells were removed by trypsinization and placed in the same tubes and the
samples treated as described previously [17]. Briefly, following centrifugation (37 °C at 200 g for
5 min) the cells were resuspended at 37 °C in 5 mL RPMI containing 2% FBS. The cell populations
were then stained with H33342 (1 pg/mL final concentration) for 15 min before being placed on ice
for 5 min before being centrifuged (4 °C at 200 g for 5 min). The cells were resuspended at 4 °C in
I mL RPMI containing 2% FBS to which PI (5 pg/mL final concentration) was added. The cells were
passed through gauze into 5 mL Falcon tubes prior to being sorted on a Becton Dickinson FACS
Vantage. The number of cells found in each fraction was determined using the Cell Lysis analysis software.
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4.4. Flow Cytometry

The stained cells were separated into viable, apoptotic and necrotic populations on the basis of their
staining for PI and H33342 dyes as described previously [17]. The characteristic of staining patterns
for the different cell subpopulations were as follows: viable cells possess low H33342 and PI staining,
apoptotic cells had a high H33342 and low PI staining, and necrotic cells have high H33342 and PI
staining (see Figure 1 [17]). The membrane integrity of early apoptotic cells prevent the entry of PI,
and while H33342 binds to the DNA during this period it allows for the cell subpopulations to be
distinguished [28,34,62]. The sorted cell subpopulations of UVB-irradiated cells displayed the
following characteristics: viable cells possessed intact DNA, apoptotic cells laddered DNA and
necrotic cells smeared DNA (Results not shown), which was similar to that seen previously [17]. The
morphological characteristic of these irradiated subpopulations were as follows: viable cells (>95%)
has an intact plasma membrane and no nuclear chromatin condensation, apoptotic cells (90-95%)
possessed apoptotic bodies and condensed chromatin on the plasma membrane, while the necrotic cells
(>95%) possessed disrupted plasma membrane and little visible chromatin (Results not shown), which
was similar to that seen previously [17]. The sorted cell populations were centrifuged (200 g for 5 min
at 4 °C) before being washed twice with ice cold HBSS. The sorted cell subpopulations were washed
to remove any serum present in the collection medium, as FBS displays some protease activity [22].
After the final wash, the cells were suspended at 10° cells/mL HBSS and 50 uL aliquots placed in
microfuge tubes. These tubes were placed in a 37 °C incubator for 15 min to warm the cells prior to
being assayed for CSP activity.

4.5. Electron Microscopy

The sorted cell populations were centrifuged (200 g for 5 min at 4 °C) before being washed with
ice-cold HBSS. The cell pellets were fixed in 3% glutaraldehyde in 0.1 M sodium cacodylate buffer,
pH 7.2 for 2 h. The samples were then post-fixed in 1% osmium tetroxide, stained “en block” with 5%
uranyl acetate then embedded in epoxy resin. Sections were taken and observed in a Joel 1200 EXII
electron microscope.

4.6. Annexin V Staining

HeLa cell cultures were grown to near confluency in 60 mm petri dishes (Iwaki Glass, Chiba, Japan)
prior to being exposed to different doses of UVB-irradiation as described above. The cells were then
given fresh media (RPMI plus 5% FBS) and inhibitors (the final concentrations are listed in the
Results section). At the end of the exposure period the detached cells present in the culture media was
removed and placed in a test tube. The adhered cells were detached using trypsin and were combined
with the detached cells. The cells were centrifuged (200 g for 5 min at 20 °C) and washed with PBS to
remove any excess media. The cells were then suspended in 100 uL incubation buffer (10 mM Hepes,
140 mM NaCl and 5 mM CaCl,, pH 7.4) containing 4 pL fluorescein isothiocyanate-labelled annexin
V for 15 min at room temperature. Then 400 pL incubation buffer plus 10 pL PI (50 pg/mL) was
added to the cells, which were filtered through gauze prior to being analysed on a Becton Dickinson
FACScan, flow cytometer.



Int. J. Mol. Sci. 2012, 13 2670

4.7. Western Blot Assay

The sorted cell subpopulations (viable, apoptotic and necrotic) from the treated cultures were
collected and washed free of collecting media as described above. Cell lysates were prepared by
resuspending 10° cells/200 pL NETN (20 mM Tris pH 8.0, 1 mM EDTA, 100 mM NaCl, 0.5% NP-40)
supplemented with 300 mM NaCl and 5 pg/mL leupeptin, pepstatin A and aprotinin and 0.5 mM
PMSF for 15 min at 4 °C. The lysate supernatants were diluted 1:5 with 5X SDS sample buffer and
boiled for 3 min. Samples containing 20 pg protein were loaded onto 10% SDS-PAGE gels, then
blotted onto nitrocellulose filters (Amersham Pharmacia Biotech, Amersham, UK) using semi-dry
electrotransfer. In order to resolve the cleaved bands of PARP, 5 pg lysates from the Jurkat apoptotic
lysate set were run in each Western blot. After transfer the membranes were blocked in 5% blotto (0.1%
Tween 20 in PBS containing 5% skim milk powder) for 2 h and then incubated in primary antibody
overnight at 4 °C using either anti PARP antibody, anti-actin antibody or anti-GADPH antibody
diluted in 1% blotto. The next day, the membranes were given three 10 min washes in PBS plus 0.1%
Tween 20 buffer, before being incubated in either anti-mouse Ig-peroxidase conjugated (in case of
anti-PARP Western) or anti-rabbit Ig-peroxidase conjugated (in case of anti-Actin and anti-GAPDH
Westerns) at room temperature for 2 h. GAPDH was probed in these blots to show the levels of protein
in each lane. The membranes were then given three 10 min washes in PBS plus 0.1% Tween 20 buffer,
prior to the bands being visualised using ECL as per the manufacturer’s instructions.

4.8. Peptidase Activity

The P9 nonapeptide (YVAAAVVSH), which is cognate to the N-terminal cleavage site of
preproTGFa, was labelled with '*°I as previously described [29]. The rate of P9 hydrolysis by the
sorted cell populations was assayed as follows: 20 uL of labelled P9 (1 uL "*’I-P9 (10 pmoles) in
20 uL HBSS) was added to a 1.5 mL microfuge tube along with 50 uLL of FACS sorted cell population
(prewarmed to 37 °C for 15 min) for 15 min (P9 final concentration 140 nM). The aminopeptidase
inhibitor bestatin [24] was added to the assay to a final concentration of 10 uM. At the end of the
experiment 40 pL of the reaction mixture was spotted on a multichannelled TLC plate. The plates were
dried and the peptide fragments separated by ascending chromatography [butanol:H,O:acetic acid,
100:30:10, pH 2.6], then imaged and analysed by phosphorimaging analysis as previously
described [22].

4.9. Caspase 3 Activity Studies

HeLa cell cultures were grown to near confluency in 60 mm petri dishes prior to being exposed to
different doses of UVB-irradiation as described above. The cells were then given fresh media (RPMI
plus 5% FBS) and inhibitors (final concentrations listed in the Results section). After 20 h, the
detached cells present in the culture media was removed and placed in a test tube. The adhered cells
were detached using trypsin and were combined with the detached cells. The cells were centrifuged
(200 for 5 min at 20 °C) and washed with prior to being lysed in 1 mL lysis buffer (10 mM Hepes, 0.1%
CHAPS, 5 mM DTT, 2 mM EDTA and 1 mM PMSF, pH 7.25) by sonication. Following
centrifugation (2 min at 8500 g), 10 uL of the cell supernatant along with 0.2 mM DEVD-pNA and
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caspase reaction buffer (100 mM Hepes, 10% sucrose, 5 mM DTT, 0.1% CHAPS, pH 7.25) to a final
volume of 100 uL. Assays were incubated at 37 °C and the changes in absorbance levels at 415 nm
were measured over 3 h. Specific activity was calculated as the amount of enzyme that hydrolyzes
1 nmol substrate/h per mg cell protein.

4.10. Calculations

The pmoles of P9-derived peptides separated by TLC were quantified using phosphorimage
analysis. The rates of P9 hydrolysis were expressed as a function of cellular protein levels. The
significance of differences due to apoptotic agents on the hydrolysis of P9 by HeLa cell subpopulations
was determined using Student’s t-test, and Bonferroni’s adjustment of this analysis when necessitated
by multiple comparisons.

5. Conclusions

UVB radiation causes an increase of CSP activity in HeLa cells that are undergoing apoptosis,
while there was a loss of activity in those cells that underwent necrosis. The most active peptidase
found on the cell membrane was an aminopeptidase. This increase in CSP activity was not due to
activation of caspase 3, PARP cleavage, eversion of phosphatidylserine on the cell membrane, nor due
to the cleavage of actin in the cell cytoskeleton. CSP activity was not activated in the apoptotic cells
when the PARP inhibitor 3-aminobenzamide was added to the cultures, but was activated in the
presence of the caspase 3 inhibitor (DEVD), though the mechanism(s) involved is/are unknown.
Through further examination of the mechanism by which CSP activity is elevated in UV-irradiated
skin cells undergoing apoptosis, it may be possible to devise inhibitors that can reduce the release of
bioactive molecules from these cells, which may stimulate the growth of damaged cells, thereby in turn
reducing the development on skin cancers.

Acknowledgements

This work was supported by a grant from the National Health and Medical Research Council of
Australia (#961060).

References

1. Assefa, Z.; van Laethem, A.; Garmyn, M.; Agostinis, P. Ultraviolet radiation-induced apoptosis in
keratinocytes: On the role of cytosolic factors. Biochim. Biophys. Acta 2005, 1755, 90—106.

2. Kulms, D.; Schwarz, T. Independent contribution of three different pathways to ultraviolet-B-
induced apoptosis. Biochem. Pharmacol. 2002, 64, 837—-841.

3. van Laethem, A.; Garmyn, M.; Agostinis, P. Starting and propagating apoptotic signals in UVB
irradiated keratinocytes. Photochem. Photobiol. Sci. 2009, 8, 299-308.

4. Kerr, J.F.R.; Wyllie, A.H.; Currie, A.R. Apoptosis: A basic biological phenomenon with
wide-ranging implications in tissue kinetics. Br. J. Cancer 1972, 26, 239-257.



Int. J. Mol. Sci. 2012, 13 2672

5.

10.

1.
12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

Ivanova, S.; Gregorc, U.; Vidergar, N.; Javier, R.; Bredt, D.S.; Vandenabeele, P.; Pardo, J.; Simon,

M.M.; Turk, V.; Banks, L.; et al. MAGUKSs, scaffolding proteins at cell junctions, are substrates
of different proteases during apoptosis. Cell Death Dis. 2011, 2, e116.

Luo, H.; Wang, A. Induction of apoptosis in K562 cells by jolkinolide B. Can. J. Physiol.
Pharmacol. 2006, 84, 959-965.

Krysko, D.V.; Berghe, T.V.; D’Herde, K.; Vandenabeele, P. Apoptosis and necrosis: Detection,
discrimination and phagocytosis. Methods 2008, 44, 205-221.

Balasubramanian, K.; Mirnikjoo, B.; Schroit, A.J. Regulated externalization of phosphatidylserine
at the cell surface: Implications for apoptosis. J. Biol. Chem. 2007, 282, 18357-18364.

Fadok, V.A.; Voelker, D.R.; Campbell, P.A.; Cohen, J.J.; Bratton, D.L.; Henson, P.M. Exposure
of phosphatidylserine on the surface of apoptotic lymphocytes triggers specific recognition and
removal by macrophages. J. Immunol. 1992, 148, 2207-2216.

Fischer, U.; Janicke, R.U.; Schulze-Osthoff, K. Many cuts to ruin: A comprehensive update of
caspase substrates. Cell Death Differ. 2003, 10, 76—100.

Timmer, J.C.; Salvesen, G.S. Caspase substrates. Cell Death Differ. 2007, 14, 66-72.

O’Connell, A.R.; Stenson-Cox, C. A more serine way to die: Defining the characteristics of serine
protease-mediated cell death cascades. Biochim. Biophys. Acta 2007, 1773, 1491-1499.
Hakulinen, J.; Keski-Oja, J. ADAMI10-mediated release of complement membrane cofactor
protein during apoptosis of epithelial cells. J. Biol. Chem. 2006, 281, 21369-21376.

Steinhusen, U.; Weiske, J.; Badock, V.; Tauber, R.; Bommert, K.; Huber, O. Cleavage and
shedding of E-cadherin after induction of apoptosis. J. Biol. Chem. 2001, 276, 4972—4980.

Wang, Y.; Robertson, J.D.; Walcheck, B. Different signaling pathways stimulate a disintegrin and
metalloprotease-17 (ADAM17) in neutrophils during apoptosis and activation. J. Biol. Chem.
2011, 286, 38980—38988.

Wang, Y.; Zhang, A.C.; Ni, Z.; Herrera, A.; Walcheck, B. ADAMI17 activity and other
mechanisms of soluble L-selectin production during death receptor-induced leukocyte apoptosis. J.
Immunol. 2010, 184, 4447-4454.

Piva, T.J.; Davern, C.M.; Francis, K.G.; Chojnowski, G.M.; Hall, P.M.; Ellem, K.A. Increased
ecto-metallopeptidase activity in cells undergoing apoptosis. J. Cell. Biochem. 2000, 76, 625-638.
Inoue, S.; Browne, G.; Melino, G.; Cohen, G.M. Ordering of caspases in cells undergoing
apoptosis by the intrinsic pathway. Cell Death Differ. 2009, 16, 1053-1061.

Krishnakumar, R.; Kraus, W.L. The PARP side of the nucleus: Molecular actions, physiological
outcomes, and clinical targets. Mol. Cell 2010, 39, 8-24.

Megnin-Chanet, F.; Bollet, M.A.; Hall, J. Targeting poly(ADP-ribose) polymerase activity for
cancer therapy. Cell. Mol. Life Sci. 2010, 67, 3649-3662.

Soldani, C.; Scovassi, A.L. Poly(ADP-ribose) polymerase-1 cleavage during apoptosis: An update.
Apoptosis 2002, 7, 321-328.

Piva, T.J.; Krause, D.R.; Ellem, K.O. UVC activation of the HeLa cell membrane “TGFaase,” a
metalloenzyme. J. Cell. Biochem. 1997, 64, 353-368.

Takasawa, R.; Nakamura, H.; Mori, T.; Tanuma, S. Differential apoptotic pathways in human
keratinocyte HaCaT cells exposed to UVB and UVC. Apoptosis 2005, 10, 1121-1130.



Int. J. Mol. Sci. 2012, 13 2673

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

Suda, H.; Aoyagi, T.; Takeuchi, T.; Umezawa, H. Inhibition of aminopeptidase B and leucine
aminopeptidase by bestatin and its stereoisomer. Arch. Biochem. Biophys. 1976, 177, 196-200.
Malorni, W.; Rivabene, R.; Straface, E.; Rainaldi, G.; Monti, D.; Salvioli, S.; Cossarizza, A.;
Franceschi, C. 3-Aminobenzamide protects cells from UV-B-induced apoptosis by acting on
cytoskeleton and substrate adhesion. Biochem. Biophys. Res. Commun. 1995, 207, 715-724.
Tiozzo, R.; Monti, D.; Straface, E.; Capri, M.; Croce, M.A.; Rainaldi, G.; Franceschi, C.; Malorni, W.
Antiproliferative activity of 3-aminobenzamide in A431 carcinoma cells is associated with a
target effect on cytoskeleton. Biochem. Biophys. Res. Commun. 1996, 225, 826—832.

Wu, Y.; Wang, D.; Wang, X.; Wang, Y.; Ren, F.; Chang, D.; Chang, Z.; Jia, B. Caspase 3 is
activated through caspase 8 instead of caspase 9 during H,O;-induced apoptosis in HeLa cells.
Cell. Physiol. Biochem. 2011, 27, 539-546.

Darzynkiewicz, Z.; Bruno, S.; del Bino, G.; Gorczyca, W.; Hotz, M.A.; Lassota, P.; Traganos, F.
Features of apoptotic cells measured by flow cytometry. Cytometry 1992, 13, 795-808.

Brown, S.B.; Krause, D.; Townsend, E.; Ellem, K.A.O. Development of a sensitive peptidase
assay: In search of cell associated proteases responsible for the cleavage of preproTGFa. J. Cell.
Biochem. 1992, 48, 411-423.

Piva, T.J.; Francis, K.G.; Krause, D.R.; Chojnowski, G.M.; Ellem, K.A. Effect of UV irradiation
on cell surface protease activity and amino acid uptake. Mutat. Res. 1998, 422, 55-67.

Li, X.; Perez, L.; Pan, Z.; Fan, H. The transmembrane domain of TACE regulates protein
ectodomain shedding. Cell Res. 2007, 17, 985-998.

Merchant, N.B.; Voskresensky, I.; Rogers, C.M.; Lafleur, B.; Dempsey, P.J.; Graves-Deal, R.;
Revetta, F.; Foutch, A.C.; Rothenberg, M.L.; Washington, M.K.; et al. TACE/ADAM-17: A
component of the epidermal growth factor receptor axis and a promising therapeutic target in
colorectal cancer. Clin. Cancer Res. 2008, 14, 1182-1191.

Juanes, P.P.; Ferreira, L.; Montero, J.C.; Arribas, J.; Pandiella, A. N-terminal cleavage of proTGFa
occurs at the cell surface by a TACE-independent activity. Biochem. J. 2005, 389, 161-172.

Brown, S.B.; Kluck, R.M.; Ellem, K.A. Loss and shedding of surface markers from the leukemic
myeloid monocytic line THP-1 induced to undergo apoptosis. J. Cell. Biochem. 1996, 60, 246-259.
Mucha, A.; Drag, M.; Dalton, J.P.; Kafarski, P. Metallo-aminopeptidase inhibitors. Biochimie
2010, 92, 1509-1529.

Hart, S.P.; Ross, J.A.; Ross, K.; Haslett, C.; Dransfield, I. Molecular characterization of the
surface of apoptotic neutrophils: Implications for functional downregulation and recognition by
phagocytes. Cell Death Differ. 2000, 7, 493-503.

Yang, B.; Gao, J.; Rao, Z.; Zhang, B.; Ouyang, W.; Yang, C. Antisense oligonucleotide Targeting
matrix metalloproteinase-7 (MMP-7) changes the ultrastructure of human A549 lung
adenocarcinoma cells. Ultrastruct. Pathol. 2011, 35, 256-259.

van Engeland, M.; Ramaekers, F.C.; Schutte, B.; Reutelingsperger, C.P. A novel assay to measure
loss of plasma membrane asymmetry during apoptosis of adherent cells in culture. Cytometry
1996, 24, 131-139.

Mammone, T.; Gan, D.; Collins, D.; Lockshin, R.A.; Marenus, K.; Maes, D. Successful
separation of apoptosis and necrosis pathways in HaCaT keratinocyte cells induced by UVB
irradiation. Cell Biol. Toxicol. 2000, 16, 293-302.



Int. J. Mol. Sci. 2012, 13 2674

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

Maverakis, E.; Miyamura, Y.; Bowen, M.P.; Correa, G.; Ono, Y.; Goodarzi, H. Light, including
ultraviolet. J. Autoimmun. 2010, 34, J247-J257.

Muthusamy, V.; Piva, T.J. The UV response of the skin: A review of the MAPK, NF«xB and
TNFa signal transduction pathways. Arch. Dermatol. Res. 2010, 302, 5-17.

Bohnke, A.; Westphal, F.; Schmidt, A.; El-Awady, R.A.; Dahm-Daphi, J. Role of p53 mutations,
protein function and DNA damage for the radiosensitivity of human tumour cells. Int. J. Radiat.
Biol. 2004, 80, 53-63.

Aliouat-Denis, C.M.; Dendouga, N.; van den Wyngaert, I.; Goehlmann, H.; Steller, U,
van de Weyer, 1.; van Slycken, N.; Andries, L.; Kass, S.; Luyten, W.; et al. p53-Independent
regulation of p21Wafl1/Cip1 expression and senescence by Chk2. Mol. Cancer Res. 2005, 3, 627-634.
Rodust, P.M.; Stockfleth, E.; Ulrich, C.; Leverkus, M.; Eberle, J. UV-induced squamous cell
carcinoma—A role for antiapoptotic signalling pathways. Br. J. Dermatol. 2009, 161, S107-S115.
Lei, X.; Liu, B.; Han, W.; Ming, M.; He, Y.Y. UVB-Induced p21 degradation promotes apoptosis
of human keratinocytes. Photochem. Photobiol. Sci. 2010, 9, 1640—-1648.

Ziegler, A.; Jonason, A.S.; Leffell, D.J.; Simon, J.A.; Sharma, H.W.; Kimmelman, J.; Remington, L.;
Jacks, T.; Brash, D.E. Sunburn and p53 in the onset of skin cancer. Nature 1994, 372, 773-776.
Hazar-Rethinam, M.; Endo-Munoz, L.; Gannon, O.; Saunders, N. The role of the E2F
transcription factor family in UV-induced apoptosis. Int. J. Mol. Sci. 2011, 12, 8947-8960.

Ravi, R.; Jain, A.J.; Schulick, R.D.; Pham, V.; Prouser, T.S.; Allen, H.; Mayer, E.G.; Yu, H.;
Pardoll, D.M.; Ashkenazi, A.; et al. Elimination of hepatic metastases of colon cancer cells via
pS53-independent cross-talk between irinotecan and Apo2 ligand/TRAIL. Cancer Res. 2004, 64,
9105-9114.

Ansorge, S.; Bank, U.; Heimburg, A.; Helmuth, M.; Koch, G.; Tadje, J.; Lendeckel, U.;
Wolke, C.; Neubert, K.; Faust, J.; et al. Recent insights into the role of dipeptidyl aminopeptidase
IV (DPIV) and aminopeptidase N (APN) families in immune functions. Clin. Chem. Lab. Med.
2009, 47, 253-261.

Plakidou-Dymock, S.; Tanner, M.J.; McGivan, J.D. A role for aminopeptidase N in
Na'-dependent amino acid transport in bovine renal brush-border membranes. Biochem. J. 1993,
290, 59-65.

Rowland, A.F.; Fazakerley, D.J.; James, D.E. Mapping insulin/GLUT4 circuitry. Traffic 2011, 12,
672-681.

Krysko, D.V.; Vandenabeele, P. From regulation of dying cell engulfment to development of
anti-cancer therapy. Cell Death Differ. 2008, 15, 29-38.

Chalaris, A.; Rabe, B.; Paliga, K.; Lange, H.; Laskay, T.; Fielding, C.A.; Jones, S.A.; Rose-John, S.;
Scheller, J. Apoptosis is a natural stimulus of IL6R shedding and contributes to the
proinflammatory trans-signaling function of neutrophils. Blood 2007, 110, 1748-1755.

van Laethem, A.; Claerhout, S.; Garmyn, M.; Agostinis, P. The sunburn cell: Regulation of death
and survival of the keratinocyte. Int. J. Biochem. Cell Biol. 2005, 37, 1547-1553.

Moali, C.; Hulmes, D.J. Extracellular and cell surface proteases in wound healing: New players
are still emerging. Eur. J. Dermatol. 2009, 19, 552-564.



Int. J. Mol. Sci. 2012, 13 2675

56.

57.

58.

59.

60.

61.

62.

Ayyash, M.; Tamimi, H.; Ashhab, Y. Developing a powerful in silico tool for the discovery of
novel caspase-3 substrates: A preliminary screening of the human proteome. BMC Bioinforma.
2012, 13, 14.

Chauvier, D.; Ankri, S.; Charriaut-Marlangue, C.; Casimir, R.; Jacotot, E. Broad-spectrum
caspase inhibitors: From myth to reality? Cell Death Differ. 2007, 14, 387-391.

Nicolescu, A.C.; Holt, A.; Kandasamy, A.D.; Pacher, P.; Schulz, R. Inhibition of matrix
metalloproteinase-2 by PARP inhibitors. Biochem. Biophys. Res. Commun. 2009, 387, 646—650.
Seidah, N.G. The proprotein convertases, 20 years later. Methods Mol. Biol. 2011, 768, 23-57.
Platonova, A.; Koltsova, S.V.; Hamet, P.; Grygorczyk, R.; Orlov, S.N. Swelling rather than
shrinkage precedes apoptosis in serum-deprived vascular smooth muscle cells. Apoptosis 2012,
in press.

Ferguson, H.A.; Marietta, P.M.; van den Berg, C.L. UV-induced apoptosis is mediated
independent of caspase-9 in MCF-7 cells: A model for cytochrome c¢ resistance. J. Biol. Chem.
2003, 278, 45793-45800.

Wlodkowic, D.; Telford, W.; Skommer, J.; Darzynkiewicz, Z. Apoptosis and beyond: Cytometry
in studies of programmed cell death. Methods Cell Biol. 2011, 103, 55-98.

© 2012 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article

distributed under the terms and conditions of the Creative Commons Attribution license

(http://creativecommons.org/licenses/by/3.0/)



