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Figure 1. Enforced expression of Anx A4 in HEC1 cells confers platinum resistance in vitro. (a) Western blot analysis of nine endometrial
carcinoma cell lines. Anx A4 was expressed in one cell line. (b) Establishment of an Anx A4-stably-expressing HEC1 cell line by transfection
with the pcDNA3.1-Anx A4 expression plasmid into a HEC1 cell line with low Anx A4 expression levels. Enforced expression of Anx A4 was
confirmed by Western blot analysis. () The ICsq sensitivity to cisplatin or carboplatin was investigated in HEC1, HEC1-CV, HEC1-A25, HEC1-
A43, HEC1-A63 and HEC1-A77 cells. (d) Intracellular platinum accumulation was investigated after treatment with 1 mM cisplatin for 60
min and further incubation with cisplatin-free medium for 180 min and was determined by ICP-MS analysis.
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Intracellular platinum accumulation in Anx A4-
overexpressing cells :

To elucidate the mechanism underlying platinum resistance
induced by Anx A4, intracellular platinum accumulation of
HECI1, HEC1-CV, HEC1-A25, HECI-A43, HEC1-A63 and
HECI1-A77 cells after cisplatin exposure was analyzed. Signifi-
cantly less platinum had accumulated in HEC1-A25, HEC1-
A43, HEC1-A63 and HEC1-A77 cells compared with HEC1
and HECI-CV cells (0.036 pg/cell, p<0.01; 0.04 pg/cell,
p<0.01; 0.03 pg/cell, p<0.01; 0.065 pg/cell, p<0.05 and
0.154 and 0.150 pg/cell, respectively) (Fig. 1d). Thus, intracel-
lular platinum accumulation was decreased in Anx A4-
overexpressing cells.

Anx A4-overexpressing cells and cisplatin in xenograft
models
To determine the involvement of Anx A4 in platinum resist-
ance in vivo, HEC1, HEC1-CV, HEC1-A63 and HEC1-A77
cells were subcutaneously injected into nude mice. After the
tumor xenograft had been established, cisplatin or PBS was
given twice a week for 1 month. On Day 56, average tumor
volumes were 11,496+ 950 mm’ in PBS-treated HECI-CV
control mice and 3,554 = 872 mm® in cisplatin-treated HEC1-
CV controls. A significant antitumor effect of cisplatin was
therefore observed in HEC1-CV-xenografted mice compared
with the PBS-treated group. The parent HEC1 and HEC1-CV
xenografts responded similarly to cisplatin (Fig. 2a; p < 0.01).
In HECI1-A63-xenografted mice, the average tumor volume
on Day 56 was 8,245 = 160 mm® in the PBS-treated group and
only slightly less (7,078 =257 mm?) in the cisplatin-treated
group (Fig. 2a; p=10.42). A similar response to cisplatin was
observed in the HECI1-A63 and HEC1-A77 xenografts. On Day
56, no significant differences in tumor weight were found in
HEC1-A63-xenografted mice between the PBS treatment
(4.66 = 0.42 g) and the cisplatin treatment groups (4.43 = 0.16
¢) (Fig. 2b). Similar results were observed in HEC1-A77 xeno-
graft models. In contrast, a significant decrease in tumor weight
was observed in HEC1-CV-xenografted mice between the PBS
mock treatment (5.95*1.16 g) and the cisplatin treatment
groups (3.20 = 0.76 g; p < 0.05) (Fig. 2b). Similar results were
observed for the HEC1 and HECI-CV xenografts. No signifi-
cant differences in tumor weight in the PBS treatment group
were observed among HEC1-CV-xenografted (5.95* 1.16 g),
HECl-xenografted (7.48 £0.34 g), HECI-A63-xenografted
(4.66 =042 g) and HECI1-A77-xenografted mice (4.82 = 1.08
g) (Fig. 2b). These results indicated that overexpression of Anx
A4 in HEC1 endometrial carcinoma cell lines conferred signifi-
cant platinum resistance to the cells as tumors growing in vivo.

Translocation of Anx A4 and ATP7A after platinum

exposure

In our study, platinum transporters were the focus of an
investigation of the molecular mechanisms of chemoresist-
ance induced by Anx A4. In previous research, intracellular

Annexin A4-conferred platinum resistance

platinum levels were decreased after enhanced expression of
Anx A4, and ATP7A and ATP7B are well known as efflux
transporters of platinum drugs.””***' However, the relation-
ship of Anx A4 with ATP7A and ATP7B has not been previ-
ously examined. The results of our study demonstrated no
change in expression of ATP7A at the protein levels owing
to enforced overexpression of Anx A4 (Fig. 3a4) and no
ATP7B expression in HEC1 cells (data not shown). There-
fore, the effects of Anx A4 expression on ATP7B in these
cells were not investigated.

Because Anx A4 is normally localized to the cytoplasm,
we theorized that exposure to platinum drugs may induce
translocation of Anx A4 to the cellular membrane, resulting
in an increase in chemoresistance owing to the influence of
ATP7A. To investigate the possibility of induced transloca-
tion of Anx A4 and ATP7A by platinum drugs, CMFs were
prepared. By Western blot analysis, Anx A4 expression in
CMF of HECI1 and HEC1-CV cells before and after treat-
ment with cisplatin or carboplatin was barely detectable
because of its low endogenous expression in these cells (Fig.
3b). In contrast, Anx A4 expression was increased in CMF of
HEC1-A63 cells and HEC1-A77 cells treated with cisplatin
and carboplatin compared with untreated cells (Fig. 3b).
Biotinylation-based cell surface membrane protein enrich-
ment revealed a marked increase in biotinylation of ATP7A
after exposure to cisplatin or carboplatin in HEC1, HECI-
CV, HEC1-A63 and HEC1-A77 cells (Fig. 3¢). In the biotin-
ylated samples, no Anx A4 expression was detected on the
cell surface, although it had been previously detected in the
cell CMF (data not shown). These results suggested that
exposure to cisplatin or carboplatin induced massive translo-
cation of Anx A4 to CMF, including the inner surface of the
cell membrane (inaccessible to biotinylation). Before exposure
of the cell to cisplatin or carboplatin, ATP7A was not
expressed in biotinylated samples but after exposure, strong
ATP7A expression was detected. These results suggested that
exposure to cisplatin or carboplatin induced massive translo-
cation of ATP7A to the outer surface of the cell {accessible
to biotinylation).

Anx A4 and ATP7A localization

By immunofluorescence analysis, Anx A4 was localized in
the perinuclear and cytoplasmic regions of untreated cells,
whereas ATP7A was localized mainly in the perinuclear and
cytoplasmic regions and slightly less in the cellular mem-
brane in HEC1, HEC1-CV, HEC1-A63 and HECI1-A77 cells
(Figs. 4a-4d). After 4-hr exposure to cisplatin or carboplatin,
Anx A4 and ATP7A were found to be colocalized to the cel-
lular membrane in HEC1-A63 cells (Fig. 4c). Similar findings
were observed in HEC1-A77 cells (Fig. 4d). Because of the
low expression of Anx A4 in HEC1 and HECI-CV cells, no
Anx A4 was detected in the cellular membranes in these cells
(Figs. 4a and 4b). Thus, the results of the immunofluores-
cence analysis were in accordance with those of both West-
ern blot analysis of CMF preparations and biotinylation
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Figure 2. Enforced expression of Anx A4 in HEC1 cells confers platinum resistance in vivo. Analysis of Anx A4 as a platinum-resistant pro-
tein in vivo. (@) To determine the resistance of Anx A4-stably-expressing HEC1 cells to platinum in vivo, parent HEC1, HEC1-CV, HEC1-A63
and HEC1-A77 cells were subcutaneously injected into nude mice (n =5 per group). After tumor xenografts were established, cisplatin (3
mg/kg) or PBS was administered i.p. twice weekly for 1 month. Figure shows the average (points) for five animals = SD (bars). (b) Fifty-six
days after implantation, tumors were removed and weighed. Values shown are the means (=SD) of five mice. NS: not significant (*p <
0.05; **p < 0.01; one-way ANOVA, followed by Dunnett’s analysis).
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Figure 3. Localization of Anx A4 and ATP7A was investigated using Western blot analysis. The localization of Anx A4 and ATP7A was investigated
using two techniques: orthogonal crude membrane fractions and biotinylation of cell surface proteins. (a) No significant change in expression lev-
els of ATP7A was observed in HEC1, HEC1-CV, HEC1-A63 or HEC1-A77 cells. (b) In both HEC1-A63 and HEC1-A77 cells (but not in HEC1 and
HEC1-CV cells), the drug-induced translocation of Anx A4 into the crude membrane fraction was shown by Western blot analysis after exposure
to 10 uM cisplatin or 50 puM carboplatin for 4 hr. TCL: total cell lysate. Epidermal growth factor receptor was used as the control for cell surface
protein labeling. (¢) In HEC1, HEC1-CV, HEC1-A63 and HEC1-A77 cells, translocation of ATP7A to the cell surface was shown by Western blot
analysis. Cells were treated with 25 uM cisplatin or 150 uM carboplatin for 4 hr, and cell surface proteins were biotinylated with 500 uM sulfo-
NHS-SS-biotin. Biotinylated surface proteins were enriched with Ultralink immobilized Neutroavidin (Thermo Fisher Scientific, Waltham, MA) and
analyzed by Western blot analysis using anti-ATP7A. Levels of epidermal growth factor receptor, a surface protein, are shown as loading controls.

assays (Figs. 3b and 3c). Anx A4 and ATP7A were localized
in the cytoplasm before cisplatin or carboplatin exposure;
Anx A4 and ATP7A were then translocated to the cellular
membrane after cisplatin or carboplatin exposure. Thus, Anx
A4 and ATP7A are colocalized to the cellular membrane in
platinum-treated HEC1-A63 and HEC1-A77 cells but not in
HECI and HECI-CV cells.

Effect of ATP7A expression on resistance to platinum

drugs

The mechanism of platinum resistance conferred by Anx A4
overexpression was explored further by suppression of
ATP7A expression using siRNA. The suppression of ATP7A
was confirmed using Western blot analysis (Fig. 5a). Anx A4
expression was unchanged by silencing ATP7A (Fig. 5a). The
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Figure 4. Immunofluorescence staining for ATP7A and Anx A4. HEC1, HEC1-CV, HEC1-A63 and HEC1-A77 cells were divided into three groups: the
no treatment, cisplatin exposure and carboplatin exposure groups. (a) HEC1 cells, (b) HEC1-CV cells, (c) HEC1-A63 cells and (d) HEC1-A77 cells.
Cells were incubated with anti-Anx A4 antibody (red) or anti-ATP7A antibody (green). Nuclei were stained with DAPI (blue). In the no treatment
group for each cell, Anx A4 was localized in perinuclear and cytoplasmic regions and ATP7A was strongly localized in perinuclear regions. In HEC1
and HEC1-CV cells, after exposure to cisplatin or carboplatin, ATP7A was relocalized in the cellular membrane, although some ATP7A remained in
the cytoplasm; however, no change in location of Anx A4 was observed. In HEC1-A63 and HEC1-A77 cells, Anx A4 and ATP7A were newly colocal-
ized in the cellular membrane as well as remaining in the cytoplasm. In a comparison of HEC1 and HEC1-CV cells with HEC1-A63 and HEC1-A77
cells, expression of Anx A4 in HEC1-A63 and HEC1-A77 cells was stronger in the cytoplasm and cellular membrane. Scale bar =30 pm.
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fected and the ICs, values of cisplatin and carboplatin were HECI1-A63 cells (ATP7A siRNA4, IC5o =11.0 uM, p < 0.01;
determined for each cell line. The ICs, value for cisplatin was ~ ATP7A siRNA6, IC5o =112 uM, p < 0.01) compared with
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Figure 5. Knockdown of ATP7A expression improves platinum chemosensitivity in Anx A4-overexpressing cells. (@) Knockdown expression of
ATP7A by siRNA in HEC1, HEC1-CV, HEC1-A63 and HEC1-A77 cells by Western blot analysis. (b) ICs, values are shown for cisplatin in HEC1,
HEC1-CV, HEC1-A63 and HEC1-A77 cells transfected with negative control siRNA and two types of siRNA targeting ATP7A. A significant
decrease in 1Csq value for cisplatin was observed for the two types of ATP7A-silenced HEC1-A63 and HEC1-A77 cells but not for the HEC1
and HEC1-CV cells. (¢) ICso values are shown for carboplatin in HEC1, HEC1-CV, HEC1-A63 and HEC1-A77 cells transfected with negative
control siRNA and two kinds of SiRNA targeting ATP7A. A significant decrease in ICs, value for carboplatin was observed for the two types
of ATP7A-silenced HEC1-A63 and HEC1-A77 cells but not for the HEC1 and HEC1-CV cells. (d) Intracellular platinum content after treatment
with 1 mM cisplatin for 60 min and further incubation with cisplatin-free medium for 180 min in D-MEM medium in HEC1-A63 cells and
HEC1-A77 cells transfected with negative control siRNA and ATP7A-targeting siRNA, as determined by ICP-MS analysis. Significantly higher
intracellular platinum accumulation was observed in HEC1-A63 cells and HEC1-A77 ATP7A-silencing cells than in control siRNA-transfected
HEC1-A63 cells and HEC1-A77 cells. (€) No significant differences in 1Csq values for 5-FU were noted between HEC1, HEC1-CV, HEC1-A63
and HEC1-A77 cells. Similar results were ohserved in ATP7A-silenced cell lines for HEC1, HEC1-CV, HEC1-A63 and HEC1-A77 cells (*p <
0.05; **p < 0.01; one-way ANOVA followed by Dunnett’s analysis).
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the HEC1-A63 control siRNA-transfected cells (IC5 = 32.2
uM) (Fig. 5b).

In addition to cisplatin, improved chemosensitivity associ-
ated with ATP7A silencing was observed with carboplatin.
Significantly lower ICso values for carboplatin were observed
in both types of ATP7A-silenced HEC1-A63 cells (siRNA4,
ICs0 =859 pM, p < 0.01; siRNA6, IC50=92.8 pM, p <
0.01) compared with the HECI-A63 control siRNA-
transfected cells (ICsp = 300.7 uM) (Fig. 5¢). Similar results
were found for HEC1-A77 ATP7A-silenced cells, where a sig-
nificantly lower ICso value for cisplatin was observed
(siRNA4, ICso=8.9 pM, p < 0.05 siRNAG, ICso =62 uM,
p < 0.01) compared with that for HEC1-A77 control siRNA-
transfected cells (ICso = 23.3 pM). ICsq values for carboplatin
were also significantly lower for the two kinds of ATP7A-
silenced HEC1-A77 cells (siRNA4, ICso = 49.8 uM, p < 0.05;
siRNA6, ICso=319 pM, p < 0.05) compared with the
HEC1-A77 control siRNA-transfected cells (ICsq = 152.1 uM,
p < 0.01) (Fig. 5¢). In contrast, siRNA treatments targeting
ATP7A were ineffective in HEC1 and HECI-CV cells treated
with cisplatin or carboplatin (Figs. 5b and 5c¢). Intracellular
platinum accumulation after cisplatin exposure was signifi-
cantly increased in HECI1-A63 cells treated with ATP7A
siRNA (0.060 pg/cell, p < 0.01 to 0.113 pg/cell, p < 0.01)
compared with control siRNA-transfected cells (0.030 pg/cell)
(Fig. 5d). Similarly, a significant increase in intracellular plati-
num accumulation was observed in HEC1-A77 cells treated
with ATP7A siRNA (0.133 pg/cell, p < 0.01 to 0.146 pg/cell,
p < 0.01) compared with control siRNA-transfected cells
(0.065 pg/cell) (Fig. 5d).

To investigate the relationship between resistance to
drugs other than platinum drugs and Anx A4 or ATP7A
expression, ICsy values for 5-FU were determined for each
cell line. No significant change in ICsq values for 5-FU was
observed in HEC1 (ICs5o = 0.96 uM), HEC1-CV (ICsq = 1.00
uM), HECI-A63 (ICso=0.83 puM) or HECI-A77 cells
(IC50 = 1.01 pM) (Fig. 5e). Similar results were observed in
the ATP7A-silenced cell lines for HEC1, HEC1-CV, HECI-
A63 and HEC1-A77 cells as well as in ATP7A-silenced cell
lines (Fig. 5e). These results suggested that platinum resist-
ance induced by enforced expression of Anx A4 was mainly
dependent on the platinum transporter ATP7A and that
expression of Anx A4 and ATP7A was unrelated to resist-
ance to 5-FU.

Discussion

In our study, overexpression of Anx A4 in HECI cells
decreased cell sensitivity to platinum drugs in vitro. Increased
drug efflux was the mechanism underlying this change. In
addition, an association between Anx A4 and platinum resist-
ance was demonstrated for the first time in vivo. The mecha-
nism of Anx A4-induced drug efflux may prove to be a
promising therapeutic target because blockage of that mecha-
nism may improve the prognosis of patients with Anx A4-
associated platinum-resistant tumors.

Annexin A4-conferred platinum resistance

Anx A4 itself is not a drug transporter, but it does bind
to phospholipids in a Ca”>”-dependent manner and self-
associates onto phospholipid membrane surfaces, causing
membrane aggregation.">'*™'” Thus, we assumed an indirect
mediating effect of Anx A4 on drug efflux through an associ-
ation between an unidentified drug transporter and Anx A4.
Recently, MRP2 (an ABC ATPase-like multidrug-resistant
protein) and ATP7A and ATP7B (two P-type Cu-transport-
ing ATPases) were identified as platinum efflux transporters
strongly associated with platinum resistance.”*** In an analy-
sis of clinical gynecological samples, expression of MRP2
failed to predict tumor response to chemotherapy and did
not correlate with overall survival.>*7® In contrast, poor sur-
vival rates were associated with overexpression of ATP7A in
patients with ovarian cancer.”’ Similarly, a correlation was
found between ATP7B overexpression in endometrial carci-
nomas and an unfavorable clinical outcome in patients
treated with cisplatin-based chemotherapy.’” Therefore, we
focused on the platinum transporters ATP7A and ATP7B
and investigated their relationships with expression of Anx
A4. In normal, unchallenged cells, ATP7A and ATP7B are
localized in the Golgi apparatus and are involved in copper
homeostasis, using ATP hydrolysis to transport copper ions
across cellular membranes. They function in both the export
of excess copper and its delivery to copper-dependent
enzymes. ATP7A and ATP7B are also known to be efflux
transporters of platinum drugs.**”?%*"%** n one study,
only a slight increase in expression of transfected ATP7A
was seen in a human ovarian cancer cell line; however, that
small increase was sufficient to confer significant resistance
to cisplatin or carboplatin.®® In a similar study in another
human cisplatin-resistant ovarian cancer cell line, silencing of
ATP7B by siRNA transfection resulted in a 2.5-fold decrease
in cisplatin ICso levels and a significant increase in DNA-
platinum adduct formation.*' Preparing CMF of treated cells
facilitated the localization of Anx A4 expression in cells
before and after exposure to platinum drugs. The abundance
of AnxA4 in the membrane fraction along with the transloca-
tion to the membrane was increased. Using the orthogonal
method of cell surface protein labeling to monitor proteins
appearing on the cell surface, biotinylated ATP7A was
increased after cisplatin or carboplatin exposure both in
HECI and HECI1-CV cells (cells expressing low levels of Anx
A4) and HECI1-A63 and HECI1-A77 cells (cells overexpress-
ing Anx A4). Taken together, these results suggest that plati-
num drug exposure causes relocalization of Anx A4
expression to the membrane fraction and relocalization of
ATP7A transporters (to a minimum) to the external surface
of the cellular membrane. Unfortunately, no similar analysis
of ATP7B was possible because it is not expressed in HEC1
cells (data not shown). However, in cells that express both
ATP7A and ATP7B proteins, other immunofluorescence
studies have shown similar changes in localization of
both proteins after cisplatin exposure.* After cisplatin or
carboplatin exposure in HECI1-A63 and HECI-A77 Anx
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Ad-overexpressing cells, immunofluorescence showed that
Anx A4 expression was relocated from the perinuclear and
cytoplasmic Golgi regions to the cellular membrane. This
relocalization was not observed in HECI and HECI-CV cells,
in which overexpression of Anx A4 does not occur.

ATP7A also relocates from the perinuclear and cytoplas-
mic regions to the cellular membrane after cisplatin or carbo-
platin exposure. However, this occurs both in HEC1 and
HEC1-CV cells (cells expressing low levels of Anx A4) and
HEC1-A63 and HECI1-A77 cells (cells overexpressing Anx
A4). Although no direct interaction between ATP7A and
Anx A4 was detected by coimmunoprecipitation analysis
(data not shown), immunofluorescence analysis showed
colocalization of ATP7A and Anx A4 at least within the cel-
lular membrane in Anx Ad-overexpressing cells. These results
suggested that Anx A4 is not required for ATP7A transloca-
tion and that ATP7A translocation is unrelated to expression
of Anx A4.

Translocation of Anx A4 to plasma membranes is report-
edly mediated by an increase in intracellular free Ca®*, which
is increased by exposure to platinum drugs.*>** In addition
to the translocation of ATP7A and Anx A4 to the plasma
membrane, our results also showed translocation of ATP7A
to the nucleus in HECI and HECI-CV cells. Translocation
to the nucleus and colocalization of both ATP7A and Anx
A4 were also observed in HECI-A63 and HECI-A77 cells
after exposure to cisplatin or carboplatin in the immunofluo-
rescence staining analysis in our study (Fig. 4). Anx A4
translocates to the nucleus after etoposide treatment and sup-
presses NF-xB transcriptional activity, which induces expres-
sion of Bax, a proapoptotic Bcl-2 family protein.'® In
addition, a correlation has been reported between nuclear
staining of Anx A4 and poor survival in patients with ovar-
ian cancer.”® However, the role of ATP7A in the nucleus and
its relationship with NF-kB transcriptional activity has not
been investigated. Further investigation is needed to elucidate
the role of nuclear colocalization of Anx A4 and ATP7A in
platinum resistance.

In our study, translational silencing of ATP7A in HEC1
and HECI-CV (Anx A4-nonexpressing cells) and HEC1-A63
and HECI1-A77 cells (Anx A4-overexpressing cells) was per-
formed. Western blot analysis demonstrated no detectable
changes in protein expression of Anx A4 when ATP7A was
silenced in any of these four cell lines.

In HEC1 and control HECI-CV cells (low Anx A4
expression levels), ICso values for cisplatin or carboplatin
cells after the knockdown of ATP7A expression caused no
improvement in the sensitivity of these cells to cisplatin or
carboplatin. Similar results were observed in a previous study
in which no improvement in sensitivity to cisplatin resulted
from silencing of ATP7A in platinum-resistant or -sensitive
ovarian cancer cell lines."' However, Mangala et al. reported
improved sensitivity to cisplatin in both platinum-resistant
ovarian cancer cells and parental cells expressing ATP7B as a
result of silencing of ATP7B expression.’ An important
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discovery related to ATP7A was communicated in our study:
in cells overexpressing both Anx A4 and ATP7A, silencing of
ATP7A significantly improved sensitivity to cisplatin and car-
boplatin, thus restoring them to sensitivity levels comparable
to those of HECI and HECI-CV cells. These results were
supported by a quantitative analysis of the accumulation of
intracellular platinum, demonstrating that siRNA silencing of
ATP7A in Anx Ad-overexpressing HECI-A63 and HECI-
A77 cells resulted in greater intracellular platinum accumula-
tion than HEC1-A63 and HECI1-A77 cells transfected with a
control siRNA. On the other hand, the analysis of ICsq values
for 5-FU showed no relationship between overexpression of
Anx A4 and resistance to 5-FU. In addition, no improvement
in sensitivity to 5-FU was observed as a result of ATP7A
silencing. These results suggested a specific relationship of
Anx A4 with ATP7A and resistance to platinum drugs but
with to nonplatinum drugs such as 5-FU. Differences in effi-
cacy and improvement in drug sensitivity of ATP7A silencing
were observed between cell lines (HEC1, HECI1-CV, HEC1-
A63 and HECI-A77 cells). These variations may be related
to the colocalization of Anx A4 and ATP7A in the cellular
membrane after cisplatin or carboplatin exposure. Colocaliza-
tion of Anx A4 and ATP7A after exposure to platinum drugs
was specific to changes in Anx A4-overexpressing cells, which
are probably related to drug efflux. These results suggest that
in conjunction with higher Anx A4 expression levels, ATP7A
had a positive effect on efflux of platinum drugs, resulting in
significantly increased platinum resistance. Because overex-
pression of Anx A4 had no effect on ATP7A expression and
because no direct interaction between ATP7A and Anx A4
was detected in the coimmunoprecipitation analysis, Anx A4
seems to promote ATP7A activity in a manner which is cur-
rently unexplained.

In addition to the effects of Anx A4 on drug resistance in
ovarian cancer, similar findings have been reported for other
overexpressed members of the Annexin family such as
Annexin A3 (Anx A3).*** Intracellular platinum concentra-
tions of cisplatin and levels of platinum DNA binding in that
study were significantly lower in Anx A3-overexpressing cells
than in control cells, suggesting a more general involvement
of the Annexin family in platinum resistance.*® From the
results of these related reports and those of our study, we
conclude that the Annexin family may potentially enhance
the activity of numerous drug transporters. Identifying these
enhancement mechanisms may be extremely useful for devel-
oping additional therapeutic targets for drug-resistant
tumors.

In summary, our study demonstrated that enhanced
expression of Anx A4 induces chemoresistance by promoting
platinum drug efflux via ATP7A. These findings suggested
that Anx A4 is a potential therapeutic target for chemosensi-
tization, particularly in tumors with higher expression of
both Anx A4 and ATP7A. Thus, our study provides a clear
example of applied genotoxicology. However, platinum resist-
ance induced by overexpression of Anx A4 may occur as a
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result of multiple processes, including regulation of apoptosis
and efflux of platinum drugs. Thus, other unknown chemore-

sistant mechanisms may be induced by overexpression of

Anx A4. Because overexpression of Anx A4 has been
reported in several other types of clinically important cancers,
such as rectal, renal, lung and pancreatic cancer,
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