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Introduction

Various strategies to make drug development less costly 
and more efficient are being constantly tried [1, 2]. One 
strategy is to develop model systems that more closely 
mimics the in vivo tumor environment while another is 
to develop the ability to predict drug response in patients, 
earlier during treatment.

For the first strategy, recently developed systems utiliz-
ing tumor cells cultured as multicellular aggregates or 
embedded in noncellular matrices have been shown to 
more closely mimic human tissues [3–8]. These studies 
have also identified differences in drug sensitivity among 
cells cultured in 2D compared to 3D systems [5, 9, 10], 

results of which support the increased use of 3D models 
for drug evaluation [10, 11].

A second strategy is to develop surrogate measures of 
drug efficacy in patients. During clinical trials, tumor 
shrinkage or stasis [12] is the best indicator of drug effi-
cacy but these may take considerable lengths of time to 
become apparent, particularly in tumors that are inac-
cessible. One option being studied is monitoring drug-
induced metabolic alterations in normal tissues, which 
may be more easily obtained. Monitoring these surrogate 
tissues could inform decisions early during treatment, 
whether the drug regimen is effective, so that the treat-
ment can be discontinued or modified [12]. Recently 
“Phase 0” trials are being assessed as a means to determine 
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Abstract

The development of novel cancer treatments is a challenging task, partly because 
results from model systems often fail to predict drug efficacy in humans, and 
also tumors are often inaccessible for biochemical analysis, preventing effective 
monitoring of drug activity in vivo. Utilizing a model system, we evaluated the 
use of drug-induced DNA damage in surrogate tissues as indicators of drug 
efficacy. Samples of a commercially available melanoma skin model (Mattek 
MLNM-FT-A375) containing keratinocyte and fibroblast layers with melanoma 
nodules were subjected to various chemotherapeutic regimens for one, four, or 
eight days. At these times they were analyzed for DNA double-stranded breaks 
(γH2AX foci) and apoptosis (TUNEL). A wide range of drug responses in both 
tumor and normal tissues were observed and cataloged. For the melanoma, the 
most common drug response was apoptosis. The basal keratinocyte layer, which 
was the most reliable indicator of drug response in the melanoma skin model, 
responded with γH2AX foci formation that was abrupt and transient. The re-
lationships between tumor and surrogate tissue drug responses are complex, 
indicating that while surrogate tissue drug responses may be useful clinical tools, 
careful control of variables such as the timing of sampling may be important 
in interpreting the results.
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whether a drug provokes a response in patients [13]. The 
responses are measured utilizing pharmacodynamics mark-
ers and surrogate as well as tumor tissues in evaluating 
the safety and efficacy of novel anticancer agents [14].

In this study, we utilized a melanoma skin model (here-
after melanoma skin model [MSM]) which consists of 
melanoma A375 seed tumors located between a stratum 
of actively dividing basal keratinocytes and differentiated 
epidermal keratinocytes on one side, and dermal fibroblasts 
on the other (Fig. 1A). We examined the effects of several 
genotoxic and non-genotoxic drugs on the tissues present 
in the MSM during the 8 days by measuring DNA double-
strand break formation (γH2AX foci formation) and cell 
death (apoptotic index).

Materials & Methods

3D tissues and anticancer drugs

Melanoma skin model cultures (MLNM-FT-A375) and 
serum free maintenance medium (MLNM-FT-MM) were 
purchased from MatTek, Inc. (Ashland, MA) and main-
tained according to their protocols. Camptothecin (C9911), 
temozolomide (T-2577), Cisplatin (479306), and 
Gemcitabine (G-6423) were purchased from Sigma-Aldrich 
(St. Louis, MO). Vorinostat (suberoylanilide hydroxamic 
acid-SAHA) (10009929) was purchased from Cayman 
Chemicals (Ann Arbor, MI). Selumetinib (AZD6244) and 

romidepsin (NSC 630176) were gifts from Dr. Susan Bates 
(NIH, USA). Drug stock solutions were prepared as per 
manufacturer’s instructions. Stocks for Selumetinib 
(2.5  mmol/L), camptothecin (20  mmol/L), temozolomide 
(100  mmol/L), vorinostat (50  mmol/L), and romidepsin 
(0.5  mmol/L) were prepared with DMSO. Cisplatin 
(3.33  mmol/L) and gemcitabine (33.3  mmol/L) were pre-
pared with distilled water. The aliquots of stock solutions 
were stored at −20°C until further use.

Treatment protocols

Upon delivery, MSM cultures were transferred to six-well 
plates and incubated for 2  days at 37°C in a 5% CO2 
incubator to alleviate any shipment-induced stresses. 
Samples were then treated with single drugs at several 
concentrations or vehicle (DMSO or Water) for 1, 4, and 
8  days (Fig.  1B). Drug concentration ranges were deter-
mined from survival assays of A375 melanoma cell cultures 
(data not shown). Samples were fixed in 10% normal 
buffered formalin (NBF) overnight, stored in 70% ethanol 
until embedded in paraffin, and sectioned onto microscope 
slides at the NCI-Frederick Pathology/Histotechnology 
Laboratory using standard procedures.

Immunohistochemistry

Sections attached to slides were deparaffinized in xylene 
and rehydrated with 100%, 95%, 70% ethanol, distilled 
water, and phosphate-buffered saline (PBS) for 10  min 
each and then stored in prechilled 70% ethanol at 4°C 
overnight. For antigen retrieval, sections were rinsed in 
PBS for 10  min, placed in PBS-Tween 20 (0.05%) for 
10  min, incubated in 10  mmol/L sodium citrate pH 
6.0–0.05% tween 20 for 25 min at 90°C, cooled for 20 min, 
washed in PBS-Tween 20 (0.05%) for 10 min, and blocked 
with 5% bovine serum albumin (BSA) in PBS-Tween 20 
(0.5%)-Triton X-100 (0.01%) (PBS-TT) for 45  min. After 
a PBS wash for 10  min, sections were incubated with the 
primary antibodies in 1% BSA-PBS-TT for 2  h. All pri-
mary antibodies, mouse γ-H2AX (05-0636, Millipore Inc, 
Billerica, MA), rabbit cytokeratin 5 (AF138, PRB160-P, 
Covance, Chantilly, VA), and rabbit 53BP1 (NB100-304, 
Novus Inc., Littleton, CO) were used at 1:500 dilution. 
After a PBS wash for 10  min, sections were incubated 
with the secondary antibodies, goat anti-mouse Alexa fluor 
488 and goat anti-rabbit Alexa fluor 555 (Life technolo-
gies, Grand Island, NY) at 1:500 dilution in 1% BSA-
PBS-TT for 1  h. After a 10  min wash with PBS, sections 
were incubated for 20 min at 37°C with RNase A (0.5 mg/
mL) and propidium iodide (5  μg/mL), mounted with 
Vectashield (Vector laboratories, Burlingame, CA) and 
sealed under coverslips with nail polish. For double 

Figure  1. Melanoma skin model (MSM) structure and treatment 
protocol. (A). H&E section. Dashed lines (—) demarcate the keratinocyte 
basal layer from the differentiating keratinocyte layer above and the 
fibroblast layer below. Nodules containing A375 malignant melanoma 
cells can be seen between the basal layer and the fibroblast layer and 
are noted as “M”. (B). Treatment Protocol. Samples were acclimated for 
2 days in media alone, then replenished with media + drug every other 
day. Samples were removed, fixed, and stored on days 1, 4, and 8.
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staining, nuclei were counterstained with DAPI. The sec-
tions were imaged using the LSM 710 (Carl Zeiss, Jena, 
Germany) or the Nikon PCM 2000 confocal microscopes 
(Nikon, Japan). γ-H2AX formation was quantitated manu-
ally in the different cell types (in 100 cells of each type) 
of the 3D tissues (fibroblasts, basal layer, keratinocytes, 
melanoma cells) and was normalized by untreated vehicle 
control. Data were represented as the averaged relative 
amounts of two independent experiments.

TUNEL Assay

Apoptosis was detected using a Tdt-mediated dUTP Nick 
End Labeling TUNEL assay kit (11 684795910, Roche 
Applied Biosciences, Indianapolis, IN, USA) following the 
manufacturer’s protocol, modified as described by Thomas 
et  al. [15]. After antigen retrieval performed as described 
above, sections were blocked with 5% BSA for 45  min, 
subjected to the TUNEL assay, washed three times with 
PBS, and stained for γ-H2AX as described above. Nuclei 
were stained with a mounting medium containing DAPI 
(Vectashield, Vector laboratories, Burlingame, CA). 
Sections were analyzed using the LSM 710 laser confocal 
microscope (Carl Zeiss, Jena, Germany). TUNEL-positive 
nuclei were scored as apoptotic.

Results

Drug responses of tumor and surrogate 
tissues in MSM samples

Drugs were classified as genotoxic or non-genotoxic, 
depending on their primary mode of action. Genotoxic 
drugs included camptothecin (CPT), a topoisomerase I 
inhibitor; cisplatin (CSP), a DNA intercalating agent; 
gemcitabine (GEM), a nucleoside analog; and temozolo-
mide (TMZ), a DNA alkylating agent. Non-genotoxic drugs 
included the MEK inhibitor AZD6244 (AZD) and two 
HDAC inhibitors, vorinostat (VNST) and romidepsin 
(RMD). Two types of drug responses were measured: 
relative DNA double-strand break formation (γH2AX foci 
formation) and cell death (apoptotic index) in the three 
tissues, melanoma, keratinocytes, including the basal 
keratinocyte layer, and fibroblasts. Most of the agents used 
in this study are genotoxic and cause DNA damage in 
both normal and cancerous cells. In mammalian cells, 
hundreds of histone H2AX molecules are phosphorylated 
(γH2AX) around DNA double-strand breaks (DSBs) min-
utes after DNA damage induction. These γH2AX foci can 
be visualized with the use of a specific antibody [16]. 
Detection of γH2AX foci by microscopy is very sensitive 
as a single DNA break can be visualized. A microscopy-
based γH2AX assay allows to measure γH2AX foci in 

different cell types from a same tissue simultaneously. 
For all these reasons, γH2AX has been widely used in 
the last decade to monitor both irradiation and cancer 
drug responses in patients [17]. While pharmacodynamics 
should be preferentially performed in tumor biopsies, 
tumor collection may be problematic and/or unsafe for 
patients. Since many anticancer drugs also target normal 
cells, several types of cells or tissues that can be obtained 
noninvasively (surrogate tissues – blood, skin, hair bulbs, 
and cheek cells) have been used in the clinic for γH2AX 
detection to mimic drug responses in tumors [18]. Thus, 
we sought to use a microscopy-based γH2AX assay to 
monitor DNA damage induction in both normal cells 
(surrogate tissues – fibroblasts, basal layers, and keratino-
cytes) and melanoma tumors of the MSM.

In the absence of drug treatment, the melanoma in 
the seed nodules exhibited both spontaneous apoptosis 
and γH2AX formation. This observation is in agreement 
with genomic instability observed in melanoma (Fig.  2) 
[19]. Among the normal tissues, the basal keratinocytes 
were the most responsive to drug treatments, followed 
by the fibroblasts. The differentiated keratinocytes were 
the least responsive. Thus, we found that the most useful 
comparison of drug responses was between the melanoma 
and basal keratinocytes.

Genotoxic drugs

Detailed images from MSM samples treated with 30 nmol/L 
CPT are shown in Figure  2, while results from other 
genotoxic drugs are shown in Figures S1 & S2. Quantitation 
of apoptosis and γH2AX foci levels in the three tissues 
are shown in Figure  3A-C.

Image analysis of samples treated with 30  nmol/L CPT 
illustrate that the melanoma and basal keratinocytes exhib-
ited very different responses. The primary melanoma 
response was apoptosis (Figs.  2A and 3A), reaching 100% 
at day 8 with 3000  nmol/L CPT, while melanoma γH2AX 
levels remained near control values with all doses of CPT. 
Our observations may be related to the fact that during 
the late apoptotic stage and nuclear fragmentation, γ-H2AX 
foci formation may rapidly decrease and its use as a 
marker for apoptosis becomes inappropriate [20, 21]. Only 
a small fraction of cells with subG1 DNA content and 
being positive for TUNEL may show increased γH2AX 
levels [21].

In contrast, the basal keratinocytes exhibit substantial 
but transient increases in γH2AX foci levels, peaking on 
day 4 and returning to lower levels by day 8 (Figs.  2B 
and 3B). Fibroblasts also exhibited a large elevation of 
γH2AX foci levels, reaching a maximum on day 8 (Fig. 3C). 
Since this is the end of the time course, it is not known 
whether γH2AX foci levels might continue to increase or 
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decrease as it was observed with the keratinocytes. The 
abrupt changes in keratinocyte and fibroblast responses 
are unlikely to be due to fluctuations in the drug con-
centration since it occurred at all doses of CPT which 
was replenished every other day. These observations also 
suggest that timing for tissue collection may be an impor-
tant consideration in surrogate sample acquisition (late 
collection may result in increased apoptosis and low γH2AX 
signal). Thus, γH2AX and TUNEL both collectively can 

be used for surrogate measurements. Figure 3B & C show 
that the collective response of γH2AX and apoptosis in 
normal tissues is correlative with an apoptotic (tumor 
shrinkage) response in melanoma (Fig.  3A).

For CSP treatment, the results were similar to those 
obtained with CPT displaying progressive increases in the 
melanoma apoptotic index with treatment duration and 
drug concentrations up to 60% with 10  μmol/L at day 
8 (Fig.  3A and Fig. S1), while γH2AX foci levels did not 
differ significantly from the control values. The basal 
keratinocyte layers treated with CSP exhibited abrupt 
increases in γH2AX foci levels on day 8 at all doses 
(Fig.  3B and Fig. S1). Since the increase is at the end of 
the time course, it is not possible to ascertain whether 
this change is transient or not. The foci levels in the 
fibroblast were highest on day 1 rather greatly decreasing 
thereafter (Fig.  3C). Also, contrary to CPT, there was no 
real increase of the apoptotic indices for the cells of the 
keratinocyte and fibroblast layers (Fig. S1 and S3). These 
findings suggest that normal tissues may have protective 
responses that enable them to recover after a transient 
response to continuous drug exposure.

With GEM treatment, the melanoma exhibited moderate 
increases in apoptotic index reaching 50% with 33 nmol/L 
GEM after 8  days (Fig.  3A and Fig. S2). In contrast, the 
basal keratinocytes exhibited increases in γH2AX levels 
up to 15-fold after 8  days at 33  nmol/L GEM (Fig.  3B), 
but no significant apoptosis. The fibroblast layer exhibited 
several fold increases in γH2AX levels and increased levels 
of apoptosis at higher drug concentrations and longer 
exposures (~25% with 200  nmol/L or 33  nmol/L at day 
8 and 22% with 200  nmol/L at day 4 vs. ~ 2% of apop-
tosis for control), results that suggested that GEM was 
toxic to fibroblasts at the higher doses.

TMZ did not induce any significant changes in either 
γH2AX levels or the apoptotic indices in the melanoma 
cells. Similarly, no significant change was observed in 
these indicators in the basal keratinocyte or fibroblast 
response to treatment (Fig.  3B and C). Thus, TMZ 
appeared to have little if any toxicity to the melanoma 
skin model. Also the lack of response in the keratinocyte 
and fibroblast layers paralleled the lack of response of 
the melanoma, indicating these surrogate tissues were 
accurate indicators.

Non-genotoxic drugs

Many chemotherapeutic agents damage cells by means 
other than inducing DNA damage directly. We examined 
three representatives of this class, AZD6244 also known 
as selumetinib (AZD), a selective inhibitor that blocks 
the activity of MEK (a protein kinase that is part of the 
key RAS-RAF-MEK-ERK pathway that promotes cell 

Figure  2. Representative sections of Melanoma skin model (MSM) 
samples treated with 30 nmol/L camptothecin (CPT), a genotoxic drug. 
Treatment was performed for 1, 4, or 8 days as described in Figure 1B. 
(A) After treatment, the sections in the row labeled “γH2AX & 
cytokeratin” were stained for γH2AX (green), DNA (blue), and 
cytokeratin-5 (red, a specific keratinocyte marker). Those in the row 
labeled “TUNEL & γH2AX” were stained for γH2AX (red), DNA (blue), 
and apoptosis/DNA breaks (green). Those in the row labeled “γH2AX” 
were of the fibroblast region stained for γH2AX (green) and DNA (blue). 
(B) Enlargement and enhancement of the basal keratinocyte layer 
images in panel A (dotted lines) showing transient increase in γH2AX 
foci (red) during CPT treatment.
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division and survival) and two histone deacetylase inhibi-
tors, vorinostat (VNST) and romidepsin (RMD) that are 
already FDA-approved for treatment of cutaneous T-cell 
lymphoma [22]. Data for the non-genotoxic drugs are 
presented in Figures  4 and 5 and Figures S4 and S5.

RMD was found to strongly induce apoptosis in the 
melanoma reaching 55% at day 4 at 10  nmol/L (Fig.  4 
and 5A) with little if any effect on γH2AX foci levels. 
However, RMD was also toxic to the keratinocytes and 
dermal fibroblasts, inducing them to undergo apoptosis 
(Fig.  4, bottom row and 5B, and Fig. S5).

VNST was also found to strongly induce apoptosis in 
the melanoma reaching 55% to 95% at day 4 and day 
8 at the highest dose (Fig.  5 and Fig. S4). However, in 
contrast to RMD, VNST induced much less apoptosis in 
the keratinocytes (Fig.  5 and Fig. S4), with no significant 
increase in γH2AX foci levels.

While AZD treatment increased apoptosis with increasing 
dose and duration in the melanoma up to about 75% after 
8  days at the highest dose (Fig.  5A and Fig. S4), it did 
not appear to have any effect on the basal keratinocytes at 
any dosage (Fig.  5B and Fig. S4). This may be due to the 

Figure 3. Melanoma skin model (MSM) responses to genotoxic drugs. Treated MSM samples like those shown in Figure 2 were analyzed for the 
extent of apoptosis and γH2AX formation in the melanoma (A), basal keratinocyte (B), and fibroblast (C) layers. Values for % apoptosis are the 
averaged fraction (%) of apoptotic nuclei in the melanoma after treatment with the noted drug dosages (CPT, CSP, GEM, and TMZ) for 1 day (violet), 
4 days (maroon), and 8 days (green). Values for γH2AX formation are the averaged relative amounts compared to vehicle controls from day 0. Error 
bars represent the standard deviation of two independent experiments performed with different samples several weeks apart. CPT, camptothecin; 
CSP, cisplatin
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mechanism of action of AZD, which is not directly involved 
in DNA damage but targets cell proliferation. While arrest-
ing proliferation could induce apoptosis in melanoma cells 
which lack various checkpoints, normal cells may arrest in 
the presence of AZD with much less damage.

Discussion

This study utilized the melanoma skin tissue model to 
examine whether normal tissues could serve as surrogates 
for predicting melanoma responses to a variety of drugs 
as well as a possible means for vetting novel drugs. The 
study pinpoints one important aspect in utilizing surrogate 
tissues to monitor drug effectiveness—that because of the 
abrupt and transient nature of their responses, the timing 
of sampling may affect the interpretation of the results.

There is usually a good correlation between drug doses 
and γH2AX formation in vitro [23, 24]. However, we 
observed different γH2AX/apoptosis kinetics between fibro-
blasts, keratinocytes, and melanoma in the MSM that sug-
gests a differential DNA damage response that is cell-type 
dependent. Similar findings were reported in prostate tissues 
after irradiation or CPT treatment with a fast and transient 
γH2AX formation in basal cells and slow and moderate 
γH2AX response in luminal cells, differences that were 

Figure  4. Representative sections of Melanoma skin model (MSM) 
samples treated with 10 nmol/L RMD, a non-genotoxic drug. Treatment 
was performed for 1, 4, or 8 days as described in Figure  1B. After 
treatment, the sections in the rows labeled “γH2AX” were stained for 
γH2AX (green), DNA (blue), and cytokeratin-5 (red, a specific 
keratinocyte marker). Those shown in the rows labeled “TUNEL” were 
stained for γH2AX (red), DNA (blue), and apoptosis/DNA breaks (green).

Figure  5. Melanoma skin model (MSM) responses to non-genotoxic 
drugs. Sections of treated MSM samples like those shown in Figure 4 
were analyzed for the extent of apoptosis and γH2AX formation in the 
melanoma (A) and the (B) basal keratinocyte layer. Values for % 
apoptosis are the averaged fraction (%) of apoptotic nuclei in the 
melanoma after treatment with the noted drug dosages (AZD, RMD, 
and VNST) for 1 day (violet), 4 days (maroon), and 8 days (green). Values 
for γH2AX formation are averaged relative amounts compared to 
vehicle controls from day 0. Error bars represent the standard deviation 
of two independent experiments performed with different samples 
several weeks apart.
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linked to constitutively dissimilar responses to DNA dam-
age in the two different cell types [25, 26]. It is also known 
that fibroblasts are more sensitive to UV radiation than 
keratinocytes, a discrepancy that can be explained by a 
lower induction of both DNA damage/apoptosis and rapid 
decrease of p53 in keratinocytes when compared to fibro-
blasts (fibroblasts showing late and long-lasting p53 accu-
mulation and were refractory to apoptosis) [27].

Figure  6 presents an overall summary of the results 
obtained in this study. While three of the genotoxic drugs 
examined in this study, CPT, CSP, and GEM, were active 
against the melanoma, inducing increased apoptosis with 
increased length of treatment, both the basal keratinocytes 
and fibroblasts exhibited abrupt changes in the levels of 
γH2AX formation in response to these drugs that were 
either definitely or possibly transient. Two drugs induced 
definite transient responses: CPT in keratinocytes where 
maximal γH2AX foci levels occurred on day 4 and CSP 
in fibroblasts where maximal γH2AX foci levels occurred 
on day 1. In both these cases, later time points showed 
a large decrease in these levels. In several cases, abrupt 
increases in γH2AX levels occurred on day 8, the end of 
the time course: for CSP and GEM in the basal keratino-
cytes and CPT in the fibroblasts. Interestingly, all these 
results were independent of drug dosage over at least a 
100-fold range. Thus, we conclude that the responses in 
the surrogate tissues may depend on the identity of the 

tissues, and the nature, but not the concentration of the 
drug. These observations show that utilizing γH2AX foci 
levels in the basal keratinocytes or fibroblasts as a sur-
rogate for the melanoma response is possible but needs 
to be done with caution.

Among the other genotoxic drugs examined, TMZ exhib-
ited low efficacy against melanoma in these studies, causing 
only marginal increases in apoptosis after 8  days at 
200  μmol/L. Interestingly, although TMZ is a standard 
clinical treatment for melanoma, it exhibits low efficacy, 
with less than 20% complete or partial responses [28]. 
Thus, our results for TMZ with MSM were generally con-
sistent with those from the clinic. The basal keratinocytes 
also exhibited low levels of DNA damage, thus being pre-
dictive of the small effect of TMZ on the melanoma.

Among the three non-genotoxic drugs examined, AZD, 
RMD, and VNST, all exhibited high efficacies against mela-
noma, virtually eradicating it by 8  days at the highest con-
centrations used (Fig. 6). However, with these non-genotoxic 
drugs, the basal keratinocytes were less useful as a surrogate. 
AZD and VNST failed to induce significantly elevated γH2AX 
levels in the keratinocytes. RMD did induce elevated levels 
of γH2AX but also induced apoptosis in the keratinocytes 
(Fig. 4 and 5B), indicating it was cytotoxic. Our data clearly 
indicates that nanomolar range of RMD is sufficient to 
cause toxicity issues in melanoma tumors containing A375. 
Similarly, a study by Kobayashi et al., [29] show the HDAC 

Figure 6. Summary of responses of Melanoma skin model (MSM) tissues to the various drugs in this study. Diagram representing γH2AX foci (left) 
and apoptosis (right) levels in the melanoma skin tissue model prior (0) and during drug treatments (1, 4, and 8 days). Boxes with darker shades of 
gray symbolize increased γH2AX and apoptosis levels, while white boxes symbolize background levels. CPT: camptothecin; CSP: cisplatin; GEM: 
Gemcitabine; TMZ: Temozolomide; AZD: Selumetinib/AZD6244; RMD: Romidepsin; VSNT: Vorinostat. M: Melanoma; K: Keratinocytes (Basal); F: 
Fibroblasts.
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inhibitor FK228/RMD to be very effective in killing malig-
nant melanoma when compared to other drugs. Interestingly, 
the cytotoxic effect of FK228/RMD was found to be medi-
ated through the upregulation of Rap1, a small GTP-binding 
protein of the Ras family, overexpressed in cells carrying 
the V599E mutation of B-Raf [29]. Rap1 was shown to 
form a complex with the mutated BRAF, suppressing the 
activation of Ras-MAP kinase signaling and leading to apop-
tosis in malignant melanoma. Interestingly, A375 melanoma 
cells are carrying a similar mutation, V600E, in the activa-
tion loop of BRAF. Thus, RMD as well as other HDAC 
inhibitors may act as an endogenous regulator of Ras-MAP 
kinase signaling in melanomas and may have high effective-
ness in killing BRAF-mutant cells.

While AZD is highly cytotoxic to melanoma from the 
MSM, the response in patients is varied and seems to be 
correlated with the BRAF mutation status. In a phase II 
trial, AZD, in combination with docetaxel, shows no sig-
nificant improvement in progression-free survival (PFS) 
compared to docetaxel alone in patients with wild-type 
BRAF [30]. In the opposite, improved PFS and tumor 
regression was observed with AZD when compared to 
chemotherapy in advanced uveal melanoma patients [31]. 
However, another trial revealed that while no significant 
difference in PFS was observed between patients with stage 
III/IV melanoma unselected for BRAF mutations, five of 
six patients with partial response to AZD had BRAF-
mutant tumors (mostly V600E) [31]. A study by Catalanotti 
et  al. [32] confirms these observations as AZD treatment 
resulted in tumor regression in three of five patients with 
BRAF-mutated (V600E or V600K) and low pAKT mela-
nomas [32]. Similarly, a better response and longer time 
to progression were observed with AZD in patients who 
had BRAF-mutation tumors compared to patients with 
wild-type BRAF [33]. These clinical observations may be 
linked to our observations with the MSM in which AZD 
lead to accrued cell death of tumors containing the BRAF 
V600E-mutant A375 cells.

Data from clinical trials for the use of RMD and VNST 
against melanoma are very limited. A phase I clinical trial 
intended to determine the toxicity and tolerability of 
escalating doses of VNST with doxorubicin showed poten-
tial for this regimen in melanoma [34]. Another study 
combining marizomib, a proteasome inhibitor, to VNST 
resulted in a highly synergistic antitumor activity with 
stable disease in 61% of patients with 39% having reduc-
tion in tumor size [35]. VNST also demonstrated a high 
proportion of patient (50%) with stable disease in a phase 
II trial. The authors of this study suggested exploring the 
effect of VNST with BRAF mutation in the future [36].

Overall, of the seven drugs tested, we show that CPT 
and VNST are the best to selectively kill melanoma cells 
in a 3D tissue model. These two drugs eradicate tumor 

cells without inducing significant toxicity in normal cells. 
While CPT is not currently used because of its poor solu-
bility and stability in the plasma, its derivatives irinotecan 
and topotecan as well as noncamptothecin topoisomerase 
I inhibitor are being developed and tested in the clinic 
(e.g., ClinicalTrials.gov Identifiers NCT01336985, 
NCT00101270, [37], [38]). We show here that TMZ is 
the less effective drug to kill melanoma in 3D tissue. TMZ 
is one of the best drug candidate to treat melanoma, and 
phase I and II trials of TMZ have shown response rates 
ranging from 0% to 29%, with complete responses observed 
in 0 to 17% of patients [39]. A report by Carvajal et  al. 
[40] showed TMZ failed to demonstrate an objective 
response (tumor shrinkage) during melanoma treatment. 
Prolonged administration schedule of TMZ is associated 
with an unusual, but manageable toxicity [41]. This latter 
observation can be related to the fact that TMZ have a 
low genotoxic impact on normal tissue in MSM.

An increasing number of clinical trials are testing drug 
combination for melanoma. The motivation for combina-
tion chemotherapy is to use drugs that work by different 
mechanisms or target specific tumor mutation [42]. For 
this reason, the 3D tissue model may be a valuable tool 
to help develop new drug combinations.

In conclusion, we think that our findings are important 
for several reasons. First, this study is novel as it is the 
first time a melanoma 3D skin model is used to evaluate 
a large array of anticancer drugs with different signal 
pathways. Second, some of the endpoints observed in the 
3D tissue can be correlated with observations made in 
the clinic. Third, relative drug responses between normal 
tissues and tumor tissues may give clues on drug toler-
ance in patients. However, while our studies indicate that 
MSM and similar systems may serve as a preclinical aid 
to develop novel drugs and test surrogates to predict tumor 
response, they also show that considerable caution is needed 
in interpreting the results. Further studies may help estab-
lish the utility of 3D tissues for drug development.

Acknowledgments

We thank the Pathology Histo-technology Laboratory staff 
(National Cancer Institute-Frederick) for help with tissue 
paraffin blocking, providing unstained slides and histologi-
cal analysis. We thank Dr. Susan Bates (National Institutes 
of Health) for providing us with romidepsin and AZD6244 
drugs. This work was funded by the Intramural Research 
Program of the National Cancer Institute, the Center for 
Cancer Research, the National Institutes of Health.

Conflict of Interest

None declared.



1739© 2016 The Authors. Cancer Medicine published by John Wiley & Sons Ltd. 

Surrogate Tissues: Indicators of ResponseP. R. Parekh et al.

References

  1.	 Hait, W. N. 2010. Anticancer drug development: the 

grand challenges. Nat. Rev. Drug Discov. 9:253–254.

  2.	 Westhouse, R. A. 2010. Safety assessment considerations 

and strategies for targeted small molecule cancer 

therapeutics in drug discovery. Toxicol. Pathol. 38:165–168.

  3.	 Santini, M. T., G. Rainaldi, R. Romano, A. Ferrante, S. 

Clemente, A. Motta, et  al. 2004. MG-63 human 

osteosarcoma cells grown in monolayer and as three-

dimensional tumor spheroids present a different 

metabolic profile: a (1)H NMR study. FEBS Lett. 

557:148–154.

  4.	 Birgersdotter, A., K. R. Baumforth, A. Porwit, A. 

Sundblad, K. I. Falk, W. Wei, et  al. 2007. Three-

dimensional culturing of the Hodgkin lymphoma 

cell-line L1236 induces a HL tissue-like gene expression 

pattern. Leuk. Lymphoma 48:2042–2053.

  5.	 Kimlin, L. C., G. Casagrande, and V. M. Virador. 2013. 

In vitro three-dimensional (3D) models in cancer 

research: an update. Mol. Carcinog. 52:167–182.

  6.	 Ridky, T. W., J. M. Chow, D. J. Wong, and P. A. 

Khavari. 2010. Invasive three-dimensional organotypic 

neoplasia from multiple normal human epithelia. Nat. 

Med. 16:1450–1455.

  7.	 Zschenker, O., T. Streichert, S. Hehlgans, and N. Cordes. 

2012. Genome-wide gene expression analysis in cancer 

cells reveals 3D growth to affect ECM and processes 

associated with cell adhesion but not DNA repair. PLoS 

ONE 7:e34279.

  8.	 Sutherland, R. M. 1988. Cell and environment 

interactions in tumor microregions: the multicell 

spheroid model. Science 240:177–184.

  9.	 Smalley, K. S., N. K. Haass, P. A. Brafford, M. Lioni, K. 

T. Flaherty, and M. Herlyn. 2006. Multiple signaling 

pathways must be targeted to overcome drug resistance 

in cell lines derived from melanoma metastases. Mol. 

Cancer Ther. 5:1136–1144.

10.	 Peck, Y., and D. A. Wang. 2013. Three-dimensionally 

engineered biomimetic tissue models for in vitro drug 

evaluation: delivery, efficacy and toxicity. Expert Opin. 

Drug Deliv. 10:369–383.

11.	 Fallica, B., J. S. Maffei, S. Villa, G. Makin, and M. 

Zaman. 2012. Alteration of cellular behavior and 

response to PI3K pathway inhibition by culture in 3D 

collagen gels. PLoS ONE 7:e48024.

12.	 Sharma M. R., M. L. Maitland, and M. J. Ratain. 2012. 

RECIST: no longer the sharpest tool in the oncology 

clinical trials toolbox—point. Cancer Res. 72:5145–5149; 

discussion 50.

13.	 Kinders, R., R. E. Parchment, J. Ji, S. Kummar, A. J. 

Murgo, M. Gutierrez, et  al. 2007. Phase 0 clinical trials 

in cancer drug development: from FDA guidance to 

clinical practice. Mol Interv. 7:325–334.

14.	 Ang, J. E., S. Kaye, and U. Banerji. 2012. Tissue-based 

approaches to study pharmacodynamic endpoints in 

early phase oncology clinical trials. Curr. Drug Targets 

13:1525–1534.

15.	 Thomas, J., T. Liu, M. A. Cotter, S. R. Florell, K. 

Robinette, A. N. Hanks, et  al. 2007. Melanocyte 

expression of survivin promotes development and 

metastasis of UV-induced melanoma in HGF-transgenic 

mice. Cancer Res. 67:5172–5178.

16.	 Bonner, W. M., C. E. Redon, J. S. Dickey, A. J. 

Nakamura, O. A. Sedelnikova, S. Solier, et  al. 2008. 

GammaH2AX and cancer. Nat. Rev. Cancer 8:957–967.

17.	 Ivashkevich, A., C. E. Redon, A. J. Nakamura, R. F. 

Martin, and O. A. Martin. 2012. Use of the gamma-

H2AX assay to monitor DNA damage and repair in 

translational cancer research. Cancer Lett. 327:123–133.

18.	 Redon, C. E., U. Weyemi, P. R. Parekh, D. Huang, A. S. 

Burrell, and W. M. Bonner. 2012. gamma-H2AX and 

other histone post-translational modifications in the 

clinic. Biochim. Biophys. Acta 1819:743–756.

19.	 Wasco, M. J., R. T. Pu, L. Yu, L. Su, and L. Ma. 2008. 

Expression of gamma-H2AX in melanocytic lesions. 

Hum. Pathol. 39:1614–1620.

20.	 Rogakou, E. P., C. Boon, C. Redon, and W. M. Bonner. 

1999. Megabase chromatin domains involved in DNA 

double-strand breaks in vivo. J. Cell Biol. 146:905–916.

21.	 Gagou, M. E., P. Zuazua-Villar, and M. Meuth. 2010. 

Enhanced H2AX phosphorylation, DNA replication fork 

arrest, and cell death in the absence of Chk1. Mol. Biol. 

Cell 21:739–752.

22.	 Duvic, M., R. Talpur, X. Ni, C. Zhang, P. Hazarika, 

C.  Kelly, et  al. 2007. Phase 2 trial of oral vorinostat 

(suberoylanilide hydroxamic acid, SAHA) for refractory 

cutaneous T-cell lymphoma (CTCL). Blood 109:31–39.

23.	 Guirouilh-Barbat, J., C. Redon, and Y. Pommier. 2008. 

Transcription-coupled DNA double-strand breaks are 

mediated via the nucleotide excision repair and the 

Mre11-Rad50-Nbs1 complex. Mol. Biol. Cell 

19:3969–3981.

24.	 Nikolova, T., M. Dvorak, F. Jung, I. Adam, E. Kramer, 

A. Gerhold-Ay, et  al. 2014. The gammaH2AX assay for 

genotoxic and nongenotoxic agents: comparison of 

H2AX phosphorylation with cell death response. Toxicol. 

Sci. 140:103–117.

25.	 Jaamaa, S., T. M. Af Hallstrom, A. Sankila, V. Rantanen, 

H. Koistinen, U. H. Stenman, et  al. 2010. DNA damage 

recognition via activated ATM and p53 pathway in 

nonproliferating human prostate tissue. Cancer Res. 

70:8630–8641.

26.	 Zhang, Z., Z. Yang, S. Jaamaa, H. Liu, L. G. Pellakuru, 

T. Iwata, et  al. 2011. Differential epithelium DNA 

damage response to ATM and DNA-PK pathway 

inhibition in human prostate tissue culture. Cell Cycle 

10:3545–3553.



1740 © 2016 The Authors. Cancer Medicine published by John Wiley & Sons Ltd. 

P. R. Parekh et al.Surrogate Tissues: Indicators of Response

27.	 D’Errico, M., M. Teson, A. Calcagnile, L. Proietti De 

Santis, O. Nikaido, E. Botta, et  al. 2003. Apoptosis and 

efficient repair of DNA damage protect human 

keratinocytes against UVB. Cell Death Differ. 

10:754–756.

28.	 Ranson, M., P. Hersey, D. Thompson, J. Beith, G. A. 

McArthur, A. Haydon, et  al. 2007. Randomized trial of 

the combination of lomeguatrib and temozolomide 

compared with temozolomide alone in chemotherapy 

naive patients with metastatic cutaneous melanoma. J. 

Clin. Oncol. 25:2540–2545.

29.	 Kobayashi, Y., M. Ohtsuki, T. Murakami, T. Kobayashi, 

K. Sutheesophon, H. Kitayama, et  al. 2006. Histone 

deacetylase inhibitor FK228 suppresses the Ras-MAP 

kinase signaling pathway by upregulating Rap1 and 

induces apoptosis in malignant melanoma. Oncogene 

25:512–524.

30.	 Gupta, A., S. Love, A. Schuh, M. Shanyinde, J. M. 

Larkin, R. Plummer, et  al. 2014. DOC-MEK: a double-

blind randomized phase II trial of docetaxel with or 

without selumetinib in wild-type BRAF advanced 

melanoma. Ann. Oncol. 25:968–974.

31.	 Kirkwood, J. M., L. Bastholt, C. Robert, J. Sosman, J. 

Larkin, P. Hersey, et  al. 2012. Phase II, open-label, 

randomized trial of the MEK1/2 inhibitor selumetinib as 

monotherapy versus temozolomide in patients with 

advanced melanoma. Clin. Cancer Res. 18:555–567.

32.	 Catalanotti, F., D. B. Solit, M. P. Pulitzer, M. F. Berger, 

S. N. Scott, T. Iyriboz, et  al. 2013. Phase II trial of MEK 

inhibitor selumetinib (AZD6244, ARRY-142886) in 

patients with BRAFV600E/K-mutated melanoma. Clin. 

Cancer Res. 19:2257–2264.

33.	 Patel, S. P., A. J. Lazar, N. E. Papadopoulos, P. Liu, J. 

R. Infante, M. R. Glass, et  al. 2013. Clinical responses 

to selumetinib (AZD6244; ARRY-142886)-based 

combination therapy stratified by gene mutations in 

patients with metastatic melanoma. Cancer 

119:799–805.

34.	 Munster, P. N., D. Marchion, S. Thomas, M. Egorin, S. 

Minton, G. Springett, et  al. 2009. Phase I trial of 

vorinostat and doxorubicin in solid tumours: histone 

deacetylase 2 expression as a predictive marker. Br. J. 

Cancer 101:1044–1050.

35.	 Millward, M., T. Price, A. Townsend, C. Sweeney, A. 

Spencer, S. Sukumaran, et  al. 2012. Phase 1 clinical trial 

of the novel proteasome inhibitor marizomib with the 

histone deacetylase inhibitor vorinostat in patients with 

melanoma, pancreatic and lung cancer based on in vitro 

assessments of the combination. Invest. New Drugs 

30:2303–2317.

36.	 Haas, N. B., I. Quirt, S. Hotte, E. McWhirter, R. 

Polintan, S. Litwin, et  al. 2014. Phase II trial of 

vorinostat in advanced melanoma. Invest. New Drugs 

32:526–534.

37.	 Kurtzberg, L. S., S. Roth, R. Krumbholz, J. Crawford, C. 

Bormann, S. Dunham, et  al. 2011. Genz-644282, a novel 

non-camptothecin topoisomerase I inhibitor for cancer 

treatment. Clin. Cancer Res. 17:2777–2787.

38.	 Yu, Y., Z. H. Wang, L. Zhang, H. J. Yao, Y. Zhang, R. 

J. Li, et  al. 2012. Mitochondrial targeting topotecan-

loaded liposomes for treating drug-resistant breast cancer 

and inhibiting invasive metastases of melanoma. 

Biomaterials 33:1808–1820.

39.	 Quirbt, I., S. Verma, T. Petrella, K. Bak, and M. 

Charette. 2007. Members of the Melanoma Disease Site 

Group of Cancer Care Ontario’s Program in Evidence-

Based C. Temozolomide for the treatment of metastatic 

melanoma. Curr. Oncol. 14:27–33.

40.	 Carvajal, R. D., J. A. Sosman, J. F. Quevedo, M. M. 

Milhem, A. M. Joshua, R. R. Kudchadkar, et  al. 2014. 

Effect of selumetinib vs chemotherapy on progression-

free survival in uveal melanoma: a randomized clinical 

trial. JAMA 311:2397–2405.

41.	 Su, Y. B., S. Sohn, S. E. Krown, P. O. Livingston, J. D. 

Wolchok, C. Quinn, et  al. 2004. Selective CD4  +   

lymphopenia in melanoma patients treated with 

temozolomide: a toxicity with therapeutic implications. J. 

Clin. Oncol. 22:610–616.

42.	 Tran, K. A., M. Y. Cheng, A. Mitra, H. Ogawa, V. Y. 

Shi, L. P. Olney, et  al. 2016. MEK inhibitors and their 

potential in the treatment of advanced melanoma: the 

advantages of combination therapy. Drug Des. Devel. 

Ther. 10:43–52.

Supporting Information

Additional supporting information may be found in the 
online version of this article:

Figure S1. Representative sections of MSM samples treated 
with genotoxic drugs. Treatment was performed with vari-
ous concentrations of camptothecin (CPT) (left panel), or 
temozolomide (TMZ) and cis-platinum (CSP) (right panel) 
for 1, 4, or 8  days as described in Figure 1B. After treat-
ment, the sections in the rows labeled “γH2AX” were 
stained for γH2AX (green), DNA (blue), and cytokeratin-5 
(red, a specific keratinocyte marker). Those shown in the 
rows labeled “TUNEL” were stained for γH2AX (red), DNA 
(blue), and apoptosis/DNA breaks (green). Representative 
sections are shown. Insets are enlarged regions of the images 
to illustrate the types of structures measured, those at the 
top for the basal and keratinocyte layers, those at the 
bottom for the melanoma regions. Magnification was 100x 
for the images and 300x for the insets.
Figure S2. Representative sections of MSM samples treated 
with GEM. Treatment was performed with various concen-
trations of GEM for 1, 4, or 8 days as described in Figure 1B. 
After treatment, the sections were stained for γH2AX 



1741© 2016 The Authors. Cancer Medicine published by John Wiley & Sons Ltd. 

Surrogate Tissues: Indicators of ResponseP. R. Parekh et al.

(green), DNA (blue), and cytokeratin-5 (red, a specific 
keratinocyte marker). Representative sections are shown. 
Magnification was 100x.
Figure S3. Representative fibroblast sections treated with 
CPT and CSP. Treatment was performed with as noted for 
1, 4, or 8  days as described in Figure  1B. After treatment, 
the sections were stained for γH2AX (green) and DNA 
(blue). Representative sections are shown. Magnification 
was 100x.
Figure S4. Representative sections of MSM samples treated 
with non-genotoxic drugs. Samples of MSM were treated 

with various concentrations of the non-genotoxic drugs, 
5-azacytidine AZD6244 (AZD) (left panel), vorinostat 
(VNST) or romidepsin (RMD) (right panel) for 1, 4, or 
8 days as described in Methods. The DMSO images repre-
sent untreated controls. See Figure S1 for details.
Figure S5. Representative fibroblast sections treated with 
AZD and RMD. Treatment was performed with as noted 
for 1, 4 and 8 days as described in Figure 1B. After treatment 
the sections were stained for γH2AX (green), DNA (blue), 
and cytokeratin-5 (red, a specific keratinocyte marker). 
Representative sections are shown. Magnification was 100x.


