
Oncotarget31797www.oncotarget.com

www.oncotarget.com                               Oncotarget, 2018, Vol. 9, (No. 61), pp: 31797-31811

Stromal CD38 regulates outgrowth of primary melanoma and 
generation of spontaneous metastasis

Bar Ben Baruch1,*, Eran Blacher1,*, Einav Mantsur1, Hila Schwartz2, Hananya 
Vaknine3, Neta Erez2 and Reuven Stein1

1 Department of Neurobiology, George S. Wise Faculty of Life Sciences, Tel Aviv University, Tel Aviv, Israel
2 Department of Pathology, Sackler School of Medicine, Tel Aviv University, Tel Aviv, Israel
3 Department of Pathology, Wolfson Medical Center and Sackler Faculty of Medicine, Tel Aviv University, Holon, Israel
* These authors have equally contributed to this work

Correspondence to: Reuven Stein, email: reuvens@post.tau.ac.il
Keywords: CD38; melanoma; tumor microenvironment; primary tumor; metastasis
Received: May 09, 2018 Accepted: June 19, 2018 Published: August 07, 2018

Copyright: Ben Baruch et al. This is an open-access article distributed under the terms of the Creative Commons Attribution License 3.0 (CC 
BY 3.0), which permits unrestricted use, distribution, and reproduction in any medium, provided the original author and source are credited.

ABSTRACT
The outgrowth of primary melanoma, the deadliest skin cancer, and generation 

of metastasis is supported by the tumor microenvironment (TME) which includes non-
cancerous cells. Since the TME plays an important role in melanoma pathogenesis, 
its targeting is a promising therapeutic approach. Thus, it is important to identify 
proteins in the melanoma TME that may serve as therapeutic targets. Here we show 
that the nicotinamide adenine dinucleotide glycohydrolase CD38 is a suitable target 
for this purpose. Loss of CD38 in the TME as well as inhibition of its enzymatic activity 
restrained outgrowth of primary melanoma generated by two transplantable models 
of melanoma, B16F10 and Ret-mCherry-sorted (RMS) melanoma cells. Pathological 
analysis indicated that loss of CD38 increased cell death and reduced the amount 
of cancer-associated fibroblasts (CAFs) and blood vessels. Importantly, in addition 
to inhibiting outgrowth of primary melanoma tumors, loss of CD38 also inhibited 
spontaneous occurrence of RMS pulmonary and brain metastasis. The underlying 
mechanism may involve, at least in the brain, inhibition of metastasis expansion, 
since loss of CD38 inhibited the outgrowth of B16F10 and RMS brain tumors that 
were generated by direct intracranial implantation. Collectively, our results suggest 
that targeting CD38 in the melanoma TME provides a new therapeutic approach for 
melanoma treatment.

INTRODUCTION

Melanoma is the deadliest skin cancer [1]. While 
early-detected melanoma is mostly curable by surgical 
excision, diffused metastatic disease is inevitably fatal [2-
4]. The melanoma tumor mass is comprised of tumor cells 
and stroma, known as tumor microenvironment (TME). 
The interaction between tumor cells and TME modifies 
the microenvironment properties towards a phenotype 
that supports tumor progression and invasiveness [5, 6]. 
Moreover, the TME regulates the formation of metastasis 
[7].

The TME in cancers, including melanoma contains 
different types of cells including, endothelial cells, 

infiltrating immune cells and cancer-associated fibroblasts 
(CAFs) [5, 8, 9].

Tumor-cell directed drugs have been developed 
and shown to exert beneficial effects in various cancers 
[10]. However, due to the heterogeneity of tumor cells, 
even within a single tumor mass, this task is challenging. 
An alternative, yet complementary approach for cancer 
therapy is to target the TME cells.

Previously we showed that the ectoenzyme CD38 
may serve as a useful microenvironmental target to 
inhibit glioma progression. Accordingly, we showed that 
targeting CD38 expression or its activity in the glioma 
microenvironment inhibited glioma progression and 
prolonged the lifespan of glioma-bearing mice [11-13]. 
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CD38 is a nicotinamide adenine dinucleotide (NAD+) 
glycohydrolase and adenosine diphosphate (ADP)-ribosyl 
cyclase. It uses NAD+ to catalyze the formation of the 
calcium mobilizing metabolites: adenosine diphosphate 
ribose (ADPR), cyclic ADPR (cADPR) and nicotinic acid 
adenine dinucleotide phosphate (NAADP). Furthermore, 
due to its constitutively active NADase activity, CD38 is a 
major regulator of NAD+ homeostasis. CD38 can also act 
as a cell surface receptor [14]. CD38 regulates numerous 
processes e.g., cell activation, proliferation and migration 
of immune cells [14]. CD38 is also expressed in TME cells 
of extracranial tumors e.g., macrophages [15], T-cells [16] 
endothelial cells [17] and fibroblasts [18]. We therefore 
hypothesized that targeting CD38 in the microenvironment 
of extracranial tumors will inhibit their progression. To 
test this hypothesis we focused on melanoma, where TME 
is known to regulate tumor growth and metastasis [19-
22]. Melanoma was induced in syngeneic mouse models 
comprised of C57BL/6J mice injected with B16F10 cells 
or Ret-mCherry-sorted (RMS) cells derived from a tumor 
in Ret-melanoma transgenic mice [23, 24] and transduced 
to express the fluorescent protein mCherry [25]. Our 
results show that targeting CD38 inhibited expansion of 
B16F10 or RMS primary tumors. The effect of CD38 
targeting on B16F10 tumor progression involved increased 
cell death and reduction in the amount of CAFs and blood 
vessels, suggesting that loss of CD38 affects melanoma 
outgrowth through these effects. Moreover, loss of CD38 
also inhibited occurrence of spontaneous pulmonary and 
brain metastasis as well as progression of brain tumors 
induced by intracranial injected B16F10 or RMS cells.

RESULTS

Loss of CD38 expression and activity attenuates 
B16F10 melanoma outgrowth

To assess the role of CD38 in melanoma outgrowth, 
B16F10 melanoma cells were injected subcutaneously 
(SC) into WT or Cd38‒/‒ mice and tumor volume was 
measured at different time points following tumor cell 
implantation. The results show that tumor outgrowth was 
significantly reduced in the Cd38‒/‒ mice compared to 
WT mice and that at 26 days post-injection the average 
tumor volume in Cd38‒/‒ mice was significantly smaller 
than in WT mice (Figure 1A). Kaplan-Meier analysis 
(Figure 1B) revealed that loss of CD38 significantly 
prolonged survival of melanoma-bearing mice (median 
survival of Cd38‒/‒ mice was 26 days versus 19 days of 
WT mice). Next we examined if targeting CD38 enzyme 
activity recapitulates the effect of loss of CD38. WT and 
Cd38‒/‒ mice were injected with B16F10 cells and treated 
with vehicle or with the CD38 inhibitor K-rhein [12] and 
tumor volume was assessed at the indicated time points 

(Figure 1C). The results show that K-rhein significantly 
attenuated primary B16F10 tumor outgrowth in WT, but 
not in Cd38‒/‒ mice, indicating that the K-rhein inhibitory 
effect was CD38-dependent. Kaplan-Meier analysis 
revealed that K-rhein also significantly prolonged survival 
of melanoma-bearing WT, but not Cd38‒/‒ mice (Figure 
1D). Next, we tested if treatment with K-rhein can inhibit 
growth of already existing melanoma tumors. Melanoma-
bearing mice, 14 days after B16F10 cell injection, were 
divided into two groups harboring similar average tumor 
volume (~100 mm3); one group was treated with K-rhein 
and the other with vehicle for the next 10 days. The results 
show that K-rhein significantly attenuated the subsequent 
tumor growth (Figure 1E) and prolonged survival (Figure 
1F) of the melanoma-bearing mice (median survival of 
Cd38‒/‒ mice was 23 days versus 21 days of WT mice). 
Collectively, these results show that targeting CD38 by 
preventing its expression in the TME, or by inhibiting its 
enzymatic activity at the time of tumor cell implantation or 
after tumor establishment, attenuates B16F10 melanoma 
outgrowth.

Pathological characterization of the B16F10 
tumors in WT and Cd38−/− mice

Next, the effect of loss of CD38 on tumorigenic 
features was examined on B16F10 tumors, 28 days post-
injection. First, we assessed cell proliferation and cell 
death. No significant difference in the number of mitotic 
cells (Figure 2A and 2B) or Ki-67 positive cells (Figure 
2C and 2D) was observed in tumors grown in WT versus 
Cd38‒/‒ mice, indicating that the observed difference 
in tumor volume does not result from an effect on cell 
proliferation. However, the amount of active caspase-3 
(an indicator of apoptotic cell death) in immunoblots and 
immunostained tumor sections of tumors grown in Cd38‒/‒ 
mice was significantly higher than in WT mice (Figure 
2E and 2F), suggesting that loss of CD38 in the TME 
promoted cell death, which in turn reduced tumor size.

The effect of loss of CD38 on blood vessels, 
necrotic area, peritumoral area and amount of 
CAFs

We further assessed the effect of CD38 on tumor 
vascularization. As shown (Figure 3A and 3B) the density 
of CD34 (endothelial marker) immunostaining in the 
tumors of WT mice was significantly higher than in 
Cd38‒/‒ mice. These results suggest that CD38 regulates 
tumor vascularization.

Assessment of H&E and Masson’s trichrome 
staining revealed that tumors grown in WT and Cd38‒/‒ 
mice contained necrotic and hypercellular regions (Figure 
3C) and were encapsulated by collagen-containing 
peritumoral capsule (Figure 3D). However, the percentage 
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Figure 1: Targeting CD38 inhibits B16F10 melanoma progression. WT and Cd38‒/‒ female mice SC-injected with B16F10 cells 
were untreated, treated with vehicle (H2O) or with K-rhein. Tumor volume was determined at the indicated time points. (A) Quantification 
of tumor volumes. (B) Kaplan-Meier survival curve. The results shown are from 4 independent experiments, values are presented as mean 
± S.E.M (bars). Two-way ANOVA with repeated measures revealed a significant effect for Cd38 genotype (p < 0.0001) (n = 48 WT, 41 
Cd38‒/‒ mice). A log-rank test revealed a significant difference between the two groups (p = 0.0007). (C, D) Evaluation of the effect of 
K-rhein on tumor volumes (C) or survival (D) of B16F10 implanted WT and Cd38‒/‒ mice. Mice were pre-treated with K-rhein or vehicle 
one day before tumor cells implantation and then every 2-3 days. The results shown are from 3 independent experiments, values are 
presented as mean ± S.E.M (bars) Three-way ANOVA with repeated measures revealed a significant effect for time × treatment and for time 
× Cd38 genotype × treatment (p < 0.0001) within subjects and for Cd38 genotype × treatment between subjects (p < 0.0001). (n = 44 WT 
and 44 Cd38‒/‒ mice, of which n = 45 vehicle-treated and 43 K-rhein-treated mice). A log-rank test revealed a significant difference between 
vehicle and K-rhein treated WT (p = 0.0001) but not Cd38‒/‒ mice. (E, F) The effect of K-rhein administration after tumor establishment. 
WT mice were injected with B16F10 cells. After 14 days the mice were divided into two groups and treated with vehicle or K-rhein for 
additional 10 days. The results shown are from two experiments. (E) The effect on tumor volumes. Values are presented as mean ± S.E.M 
(bars). Two-way ANOVA analysis of tumor volume revealed a significant effect for time × treatment (p = 0.0001) (n = 18 vehicle- and 17 
K-rhein-treated WT mice). Kaplan-Meier survival curve (F). A log-rank test revealed a significant difference between the two groups (p = 
0.043). 
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Figure 2: The effect of loss of CD38 on cell proliferation and cell death in late stage tumors (age matched). Paraffin and 
frozen sections or protein samples were prepared from WT and Cd38‒/‒ mice injected with B16F10 cells 28 days post injection. (A-D) 
Effect on proliferation. Proliferation was assessed using mitotic cell count in H&E stained sections (A and B) and Ki-67 staining (C and 
D). (A) Representative images of H&E stained tumors grown in WT and Cd38‒/‒ mice (scale bar = 100 μm); (arrows indicate representative 
mitotic cells). (B) Quantitation of the number of mitotic cells. The data presented are expressed as the mean ± SEM (bars) of the number 
of mitotic cells in mm2 (n = 10 mice from each group). n.s = not significant, Student’s t test. (C) Representative images of Ki-67 staining 
of tumors grown in WT and Cd38‒/‒ mice (scale bar = 200 μm) (D) Quantitation of the number of Ki-67 positive cells. The data presented 
are expressed as the mean ± SEM (bars) of the percentage of Ki-67-positive cells from total cells per field (n = 6 and 5 for WT and Cd38‒/‒ 
mice respectively). n.s = not significant, Student’s t test. Amount of cleaved (active) caspase-3 (Casp-3) in protein extracts prepared from 
the tumors (E, F). (E) A representative immunoblot probed for cleaved caspase-3 and β-tubulin. Negative control (NC) and positive control 
(PC) proteins were prepared from MEFs untreated or treated with staurosporine respectively. (F) Quantification of cleaved caspase-3 levels. 
Cleaved caspase-3 level is expressed as signal-intensity values (normalized to β-Tubulin). Expression levels were significantly higher in 
Cd38‒/‒ mice compared with WT (*p = 0.01; Student’s t test, n = 14 for each group). (G) Representative images of active caspase-3 staining 
in tumors originated from WT and Cd38‒/‒ mice (scale bar = 100 µm). (H) Quantification of cleaved caspase-3 levels. The data presented 
are expressed as the mean ± SEM (bars) of the average number of caspase-3 positive cells per field (n = 9 mice from each group). (*p = 
0.02; Student’s t test).
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of necrotic region (Figure 3E) and the average thickness 
of the peritumoral capsule were significantly higher (54, 
60% respectively) in WT tumors compared to Cd38‒/‒ 
tumors (Figure 3F). The tumor capsule is a fibrotic tissue 
comprised mainly of collagen and fibroblasts. CAFs 
are known to play a supportive role in the progression 
of various solid tumors including melanoma, [26] we 
therefore assessed the level of CAFs (identified by the 
marker α-SMA) in tumors grown in WT and Cd38‒/‒ mice. 
The results show (Figure 3G and 3H) that the amount of 
α-SMA-positive cells was significantly lower in tumors 
grown in Cd38‒/‒ mice compared to WT mice.

The effect of loss of CD38 on the properties of 
early stage and size-matched tumors

The tumors at 28 days post-injection are locally at 
advanced stage. To examine the effect of loss of CD38 
at an earlier stage and to avoid possible size-dependent 
effects, we next assessed tumorigenic features in size-
matched tumors (average volume 140 mm3) obtained at 
earlier time points after tumor cell implantation (average 
14.8 and 18 days post-injection for WT and Cd38‒/‒ 
mice, respectively). Assessment of mitotic index, BrdU 
incorporation, thickness of the peritumoral capsule, 
amount of CAFs and density of blood vessels in tumor 
sections from the size-matched groups revealed that cell 
proliferation [assayed by mitotic index (Figure 4A and 
Supplementary Figure 1A) and BrdU incorporation (Figure 
4B and Supplementary Figure 1B)] was similar in tumors 
grown in WT and Cd38‒/‒ mice, whereas thickness of the 
peritumoral capsule (Figure 4C and Supplementary Figure 
1C), amount of CAFs (Figure 4D and Supplementary 
Figure 1D) and density of blood vessels (Figure 4E and 
Supplementary Figure 1E) were significantly lower in 
tumors grown in Cd38‒/‒ mice compared to WT mice. 
Thus, the inhibitory effect of loss of CD38 on thickness of 
the peritumoral capsule, amount of CAFs and density of 
blood vessels is already evident early in tumor outgrowth 
and this effect is tumor size-independent.

Loss of CD38 attenuates primary RMS tumor 
outgrowth and spontaneous pulmonary and brain 
metastasis

To test if the inhibitory effect of targeting CD38 on 
melanoma outgrowth is general, we utilized additional 
syngeneic mouse melanoma model, namely the RMS 
melanoma cells [25]. RMS cells were subdermally 
injected into WT or Cd38‒/‒ mice and primary tumor 
volume was measured at different time points. The results 
(Figure 5A) show that loss of CD38 substantially and 
significantly reduced RMS melanoma tumor volume (7.6-
fold reduction in Cd38‒/‒ mice at 14 days post-injection) 
and prolonged survival of the RMS melanoma-bearing 

mice (Figure 5B). Thus, loss of CD38 inhibits melanoma 
outgrowth in two independent melanoma models.

Given the effect of loss of CD38 on primary 
melanoma, we next examined whether loss of CD38 may 
also inhibit occurrence of metastases. To this end, we 
utilized the RMS melanoma model, in which spontaneous 
lung and brain metastases occur [25]. WT and Cd38‒/‒ 
mice were subdermally injected with RMS cells, and 
primary tumors were surgically removed when they 
reached ~1cm. Three months after removal of the primary 
tumor, metastatic load in the lungs and brain, two major 
sites of melanoma metastasis [25, 27], were assessed by 
determining: i) number of visible metastases (mCherry 
fluorescent foci). ii) mCherry mRNA level (indicative of 
the metastatic burden) by qRT-PCR. The results show that 
in Cd38‒/‒ mice, the number of mCherry fluorescent foci 
(Figure 5C and 5D for lung, Figure 5E and 5F for brain) 
as well as mCherry mRNA level in the lungs (Figure 5G) 
and brains (Figure 5H) were substantially and significantly 
lower than in WT mice. Thus, loss of CD38 also attenuates 
the occurrence (represented by number metastatic foci) 
and burden (represented by mCherry mRNA levels) of 
spontaneous RMS melanoma metastases.

Loss of CD38 attenuates expansion of 
intracranially-injected RMS and B16F10 cells in 
the brain

Next we asked whether the effect of loss of CD38 on 
occurrence of brain melanoma metastasis can be attributed 
to inhibition of expansion/colonization of tumor cells that 
have invaded the brain parenchyma. To this end RMS or 
B16F10 cells were intracranially injected into brains of 
WT or Cd38‒/‒ mice and the volume of the derived tumors 
was assessed by micro-CT at the indicated time points. 
The results show that the volume of the derived RMS 
(Figure 6A and 6C) or B16F10 (Figure 6B and 6D) tumors 
in Cd38‒/‒ brains was significantly smaller than in the WT 
brains. These results suggest that loss of CD38 inhibited 
expansion/colonization of melanoma cells in the brain.

DISCUSSION

Targeting the TME is a promising therapeutic 
approach against various cancers. Using mouse 
melanoma models we demonstrate that targeting CD38 
in the melanoma TME inhibited outgrowth of primary 
melanoma and reduced the occurrence of spontaneous 
pulmonary and brain metastases. Therefore, our results 
suggest that CD38 is a potential therapeutic target. This 
conclusion is based on the following findings: i) Loss 
of CD38 inhibited primary melanoma outgrowth in two 
different mouse models. ii) Treating B16F10 melanoma-
bearing WT mice with a CD38 inhibitor restrained primary 
melanoma growth when applied together with tumor cells 
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Figure 3: The effect of loss of CD38 on blood vessels, necrotic area, peritumoral area and amount of CAFs in late stage 
tumors (A, B) effect on blood vessels density. Paraffin sections were stained with anti-CD34 Ab. (A) Representative images of CD34 
staining in tumors grown in WT and Cd38‒/‒ mice (scale bar = 500 µm). (B) Quantitation of the density of CD34 staining. The results are 
expressed as the average signal of CD34-positive area in each tumor section (*p = 0.03, Student’s t test, n = 10 mice from each group). (C, 
D) Effect on necrotic area. Necrotic regions were identified in H&E stained sections. (C) Representative images of necrotic area (pink) in 
tumors grown in WT and Cd38‒/‒ mice (scale bar = 500 μm). (D) Quantification of the percentage of necrotic area. The results are expressed 
as the average percentage of necrotic region in each tumor. Values are presented as mean ± S.E.M (bars) (***p 3.11 × 10-5; Student’s t test, 
n = 9 WT and 10 Cd38‒/‒ mice). (E, F) Effect on thickness of the peritumoral area. Collagen enriched peritumoral capsules were measured 
in Masson’s trichrome stained sections. (E) Representative images of tumors grown in WT and Cd38‒/‒ mice (scale bar = 250 µm). (F) 
Quantification of the peritumoral area. The results are expressed as the average area of peritumoral capsule in each tumor section (*p = 0.03; 
Student’s t test, n = 8 for each group). (G, H) Effect on the amount of CAFs. Sections were stained with anti-α-SMA Ab. (G) Representative 
images of α-SMA in the tumors grown in WT and Cd38‒/‒ mice (scale bar = 500 µm). (H) Quantitation of the density of α-SMA staining. 
The results are expressed as the average number of α-SMA in the counted regions. (**p = 0.001, Student’s t test, n = 9 mice from each 
group).
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Figure 4: The effect of loss of CD38 on the properties of early stage and size-matched tumors. Paraffin sections prepared 
from ~140 mm3 tumors from WT and Cd38−/− B16F10-injected mice were analyzed for the amount of mitotic cells, thickness of the 
peritumoral region, amount of CAFs and density of blood vessels. The representative images of these analyses are shown in Supplementary 
Figure 1. (A) Quantitation of the number of mitotic cells. The data presented are expressed as the mean ± SEM (bars) of the number 
of mitotic cells in mm2 (n = 8 WT and 9 Cd38‒/‒ mice). n.s = not significant, Student’s t test. (B) Quantification of the amount of BrdU 
staining. The data presented are expressed as the mean ± SEM (bars) of the average number of BrdU-positive cells per field. (n = 8 WT and 
9 Cd38‒/‒ mice). n.s = not significant, Student’s t test. (C) Quantification of the peritumoral area. The results are expressed as the average 
area of peritumoral capsule in each tumor section (*p = 0.03; Student’s t test, n = 8 WT and 9 Cd38‒/‒ mice). (D) Quantitation of the density 
of α-SMA staining. The results are expressed as the average number of α-SMA in the counted regions. (*p = 0.02; Student’s t test, n = 8 
WT and 9 Cd38‒/‒ mice). (E) Quantitation of the density of CD34 staining in the tumor area. The results are expressed as the percentage of 
CD34-positive area analyzed in each tumor section (*p = 0.04; Student’s t test, n = 8 mice from each group).
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Figure 5: Loss of CD38 inhibits RMS melanoma primary tumor progression and spontaneous pulmonary and brain 
metastases. (A, B) Effect of primary tumors. Male WT and Cd38‒/‒ mice were injected with RMS cells and tumor volume was determined 
at the indicated time points. (A) Quantification of tumor volume. (B) Kaplan-Meier survival curve. Results shown are from 2 independent 
experiments, values are presented as mean ± S.E.M (bars). Two-way ANOVA with repeated measures revealed significant effect for Cd38 
genotype (p < 0.0001) (n = 19 WT and 18 Cd38‒/‒). A log-rank test revealed a significant difference between the two groups (p < 0.0001). 
(C-H) Loss of CD38 inhibits spontaneous pulmonary and brain metastases. WT and Cd38‒/‒ mice were injected with RMS melanoma cells 
and processed for generation of spontaneous metastasis. Three months post-tumor excision, lungs and brains were harvested. Representative 
images of fluorescent mCherry foci in the lungs (C) and brains (E) of WT and Cd38‒/‒ (scale bar = 2 mm). Quantification of the number of 
metastatic foci in lungs (D) and brains (F). Results shown are from 2 independent experiments and are expressed as the number of foci per 
tissue. Values are presented as mean ± S.E.M (bars) [**p = 0.002 and *p = 0.02 for lungs and brains respectively; Student’s t test, n = 17 
WT and 19 Cd38‒/‒ (lungs and brains)]. mCherry mRNA levels were determined in lungs (G) and brains (H) by qRT-PCR. The results are 
expressed as percentage of relative expression of mCherry normalized to Hprt1. Values are presented as mean ± S.E.M (bars) (*p = 0.04 
and 0.01 for lungs and brain respectively; Student’s t test, n = 11 WT and 12 Cd38‒/‒ mice).
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or after tumor occurrence. iii) In the RMS experimental 
model of spontaneous metastasis, the metastatic load was 
significantly lower in lungs and brains of Cd38‒/‒ mice. iv) 
Loss of CD38 inhibited the progression of brain tumors 
generated by intracranial injection of B16F10 or RMS 
melanoma cells.

How does loss of CD38 in the melanoma TME 
reduce tumor outgrowth? Loss of CD38 did not affect the 
amount of mitotic cells, but increased caspase-3 activation, 
suggesting that the reduction in tumor volume was 
mediated by increasing cell death and not by inhibiting 
cell proliferation. We speculate that the reduction in tumor 
volume is mainly due to death of tumor cells, however 
we cannot exclude the possibility that reduction in TME 
cells also contribute to this effect. Loss of CD38 also 
reduced the density of blood vessels and amount of CAFs. 
Since CAFs and blood vessels are known to facilitate 
tumor growth, it is possible that the inhibitory effect of 

loss of CD38 is mediated, at least partially, by reducing 
the amount of these tumor-supporting TME components. 
Notably, this effect was observed already at an early stage 
of tumor outgrowth and was size-independent, supporting 
the notion that these two TME components play a role 
in this effect. CD38 may also act via endothelial cells. 
It was suggested that CD38 regulates conversion of the 
PECAM1+/Sca1+/CD38+ endothelial cell population to 
α-SMA+ myofibroblast-like cells during skin wound repair 
[28]. Another study reported that apigenin and quercetin 
inhibited VCAM-1 expression in endothelial cells [29]. 
Since it has been shown that these flavonoids can act as 
CD38 inhibitors [30, 31], it is possible that they act on 
endothelial cells by inhibiting CD38 enzyme activity.

How does CD38 targeting affect the properties of 
TME cells? Since K-rhein inhibited B16F10 melanoma 
outgrowth in a CD38-dependent manner, it is feasible that 
the CD38 enzyme activity in the TME support melanoma 

Figure 6: Loss of CD38 inhibits expansion of intracranially injected RMS or B16F10 cells. WT and Cd38‒/‒ mice were 
intracranially injected with RMS or B16F10 cells. Tumor volume was measured by micro-CT at the indicated time points. Representative 
CT images of RMS (A) and B16F10 (B) tumors in WT and Cd38‒/‒ mice heads taken at 12 and 15 days respectively. Quantification of 
tumor volume in brains injected with RMS cells (C) or B16F10 cells (D) The results shown for RMS-injected mice are from 3 independent 
experiments, values are presented as mean ± S.E.M (bars). ANOVA with repeated measures revealed a significant effect for time × Cd38 
(p < 0.002) and for Cd38 genotype for RMS-injected mice (p < 0.0001; n = 16 and 9 for WT and Cd38‒/‒ mice respectively). Bonferroni 
post-hoc test revealed a significant difference between WT and Cd38‒/‒ mice at day 7 (*p = 0.011) and day 12 (**p = 0.009). The results 
shown for B16F10-injected mice are from a representative experiment (out of three independent experiments which yielded similar results). 
Values are presented as mean S.E.M (bars) (Student’s t test revealed significant difference between the two B16F10 groups (**p = 0.006 
and *p = 0.03, n = 10 and 7 for WT and Cd38‒/‒ mice respectively at day 10; Two mice in each group died after the first CT-procedure).
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growth. Inhibition of CD38 enzyme activity may cause: 
i) Reduction in intracellular Ca2+ levels, via inhibition 
of formation of cADPR, ADPR and NAADP. ii) An 
increase in NAD+ levels due to lack of CD38-mediated 
NAD+ hydrolysis. With respect to Ca2+, it was shown that 
the NAADP/Ca2+ pathway is critical for VEGF-induced 
angiogenesis in endothelial cells [32] and moreover that 
Ned-19, an NAADP pathway antagonist, inhibited B16 
melanoma growth, vascularization and metastatization 
[33]. Although CD38 is not the only enzyme that produces 
NAADP [34] and the study of Favia et. al., [33] focused 
on the effect of NAADP on the tumor, but not the TME 
cells, a possible mechanism of loss of CD38 on melanoma 
could be a reduction in production of NAADP by the TME 
cells.

The effect of loss of CD38 can also be mediated 
by increasing NAD+ levels, which in turn may enhance 
the activity of NAD+ consuming enzymes e.g., PARP 
and sirtuins, that are known to be involved in cancer [35, 
36] Additional pathway could be reduction in adenosine 
(ADO) levels, since the sequential action of CD38, 
CD203a (also known as PC-1), and 5′-ectonucleotidase 
CD73 produces adenosine.

We showed previously that targeting CD38 in the 
glioma microenvironment inhibited glioma progression, 
and that this effect was mediated by microglia/
macrophages [11]. The novelty of the present study is the 
finding that targeting CD38 can also inhibit extracranial 
tumor (melanoma) outgrowth by a mechanism that 
involves reduction in the amount of CAFs and blood 
vessels. Thus, CD38 facilitates tumor growth by distinct 
microenvironment-dependent mechanisms in two different 
cancer microenvironments. Nevertheless, although our 
findings indicate that CD38 acts via different TME cells 
in different tissues and cancer types, it may still act via 
common pathway(s) e.g., increased NAD+ levels and/
or reduced CD38 metabolites levels e.g., NAADP. In 
this regard it should be noted that the CD38 targeting 
effect can also be mediated by immune cells such as T 
cells. Accordingly it was shown that excess NAD+ can 
eliminate Treg cells by ATR2-mediated ADP-ribosylation 
of the P2X7 receptor, which in turn leads to death of 
the Treg cells [37, 38]. Since antitumor response is 
naturally suppressed by Treg cells, it is possible that 
CD38 targeting will promote anti-tumor response by 
eliminating Treg cells. In addition a recent study showed 
the CD38-NAD+ axis regulates anti-tumor T cell response 
in immunotherapy. Accordingly the anti-tumor activity 
of ex vivo generated Th1/17 cells was dependent on 
increased NAD+ levels, which was associated with 
decreased expression of CD38. Moreover, loss of CD38 
from CD4+ T cells increased intrinsic NAD+ levels and led 
to metabolic reprograming of T cells with superior anti-
tumor properties [39]. Lastly, CD38 targeting can affect 
T cells via reducing ADO production thereby inhibiting 
anti-tumor immune responses of T cells [40, 41]. In this 

respect it was shown that primary human melanoma cell 
lines suppress in vitro T cell proliferation through the 
CD38, CD203a and CD73 pathway [42].

We show here that loss of CD38 inhibited melanoma 
metastasis. This finding may have important clinical 
implications, as metastasis is the main cause of death from 
melanoma. The notion that CD38 targeting may serve as a 
potential therapeutic approach for patients with melanoma 
metastasis is supported by studies which showed that 
luteolin [43], apigenin and quercetin [29] (now known 
to be CD38 inhibitors [30, 31]) inhibited lung metastasis 
induced by intravenous injection of B16F10 cells to 
C57BL/6J mice. The effect of loss of CD38 on metastasis 
is unlikely to result from its effect on primary tumor 
growth, since the primary tumors were excised when 
reached similar size both in WT and Cd38‒/‒ mice. An 
alternative mechanism could be inhibition of progression/
colonization of metastatic cells by the environment at the 
target organs. Indeed, at least in the brain, loss of CD38 
inhibited the growth of intracranially injected melanoma 
cells.

Collectively, our results suggest that targeting CD38 
in the melanoma TME may be a beneficial approach to 
treat melanoma both as a neoadjuvant treatment, to reduce 
tumor growth before resection of primary tumor, as well as 
for inhibiting the occurrence of metastasis.

MATERIALS AND METHODS

Reagents

Unless otherwise stated, reagents were purchased 
from Sigma-Aldrich (St. Louis, MO, USA). Rhein tri-
potassium salt (K-rhein) was prepared as described [12]. 
Media were purchased from Invitrogen Life Technologies 
(Paisley, UK).

Mice

C57BL/6J Cd38‒/‒ mice [44] were maintained at Tel 
Aviv University (TAU) animal facility. WT C57BL/6J 
mice were purchased from Envigo Jerusalem Israel (bl-
6r252). All studies were performed according to protocols 
approved by the Animal Care and Use Committee of TAU. 

Cell lines

B16F10 melanoma cells stably express mCherry 
(herein B16F10), a kind gift from Prof. Ronit Satchi-
Fainaro (TAU) were generated by infecting B16F10 cells 
with pQC-mCherry retrovirus. The cells were maintained 
in DMEM, supplemented with 10% fetal calf serum 
(FCS), 1% penicillin-streptomycin, 4 mM l-glutamine and 
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3 µg/ml puromycin at 37°C with 5% CO2. RMS cells [25] 
were grown in RPMI media supplemented with 10% FCS, 
1% sodium pyruvate and 5% penicillin-streptomycin (all 
from Biological industries, Beit-Haemek, Israel) at 37°C 
and 5% CO2.

All cells were routinely tested for Mycoplasma 
using the EZ-PCR Mycoplasma Test Kit (Biological 
industries, Beit-Haemek, Israel).

B16F10 cells injections and K-rhein treatment

B16F10 cells (50,000 / 100 µl) were S.C. 
injected into the right flank of WT or Cd38‒/‒ mice. 
100 µl of K-rhein (10 mg/kg), or vehicle (H2O), was 
intraperitoneally injected either 24 h before tumor cells 
injection or when tumor reached ~100 mm3 and then every 
2-3 days. Tumor growth was monitored using caliper and 
ellipsoid volume was determined using the formula π/6 x 
(L x W x H).

Preparation of B16F10 tumor samples

Two groups of tumors were analyzed: (i) advanced 
tumors (age-matched) and (ii) early stage tumors (size-
matched). The first group was prepared from mice 28 days 
post B16F10 cells implantation and the second when the 
tumor volume reached ~140 mm3. Melanoma-bearing 
WT or Cd38‒/‒ mice were sacrificed, perfused with PBS 
and tumors were excised and preserved either in 4% 
paraformaldehyde for sections’ preparation or snap-frozen 
in liquid nitrogen for protein extracts’ preparation.

RMS melanoma model

Generation of primary tumor and spontaneous 
metastasis was performed as described [25]. Briefly 
500,000 RMS cells were subdermally injected into 
the right flank of WT or Cd38‒/‒ C57BL/6J mice. 
Tumor volume was monitored using caliper. To model 
spontaneous metastasis, tumors were excised when one 
of the primary tumor dimensions reached 1 cm. Three 
months later, the mice were sacrificed, perfused with PBS 
and lungs and brains harvested.

Analysis of metastasis foci

Fluorescence stereoscopic microscopy was used 
to count and quantify the number of mCherry foci in the 
lungs and brains.

Determination of mCherry mRNA levels

Brains and lungs were homogenized and total RNA 
was prepared using EZ-RNA-II kit (Biological industries, 
Beit-Haemek, Israel). Quantitative RT-PCR (qPCR) was 
performed and values of mCherry mRNA were normalized 
to their corresponding Hprt1 mRNA.

Intracranial injection of B16F10 or RMS cells

103 RMS or B16F10 cells were intracranially 
injected into brains of male or female (for RMS or B16F10 
cells respectively) WT and Cd38‒/‒ mice, eight weeks of 
age as described [25].

Computed tomography

Tumor volume of intracranial RMS- or B16F10-
injected mice was determined by computed tomography 
(CT) imaging as described [12].

Histology and immunostaining

Formalin-fixed, paraffin-embedded tumor blocks, 
cut into 6 μm thick sections were stained with H&E 
for evaluating necrotic areas and proliferation (mitotic 
cells) or with Masson’s trichrome to visualize collagen 
containing peritumoral capsule. Sections were also 
immunostained with anti-CD34 or anti-α-SMA mAb. 
Immunostaining was visualized with Rabbit-anti-Rat 
biotin-conjugated mAb for CD34 and BrdU, or Goat-anti-
Rabbit biotin-conjugated mAb for α-SMA and caspase-3, 
and horseradish peroxidase (HRP)-conjugated streptavidin 
(Vectastain Elite ABC Kit, Vector Laboratories, 
Burlingame, CA, USA). For Ki-67 staining frozen sections 
were used. Tumors were submerged in Optimal Cutting 
Temperature Compound (O.C.T, Tissue-Tek Scigen 
Scientific, CA, USA) on dry ice and cut into 10 μm thick 
sections in a cryostat (CM1950, Leica). Sections were 
stained with anti-Ki-67 rabbit mAb. Immunostaining was 
visualized with fluorescently conjugated secondary goat-
anti-rabbit, goat-anti-mouse AlexaFlour-488 (Thermo 
Fisher Scientific Waltham, MA, USA). Fluroshield 
Mounting Medium with DAPI (nuclei staining) (Abcam, 
Cambridge, MA, USA) was used for mounting.

Image analysis

All analyses were done blindly using coded samples. 
Analysis of necrotic regions- Non-overlapping 

images covering the entire tumor region were captured in 
H&E-stained sections. The necrotic area was expressed 
as percentage of necrotic region from the total measured 
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tumor area. 
Analysis of mitotic count- In each H&E section, 

the number of mitoses in 10 fields (X400 magnification) 
was analyzed covering 2 cm2 in each tumor by a certified 
pathologist. 

Analysis of peritumoral capsule- Images of tumor 
sections stained with Masson’s trichrome (12-25 from 
each tumor) were captured at the tumor margins, and the 
average area of the capsule was calculated using ImageJ 
software package. 

Analysis of CD34 and α-SMA staining- Images of 
10 random fields of the tumor in a section were captured. 
The density of CD34 immunohistochemical staining was 
expressed as percentage of the area analyzed. The relative 
amount of α-SMA expressing cells was determined by 
manually counting α-SMA-positive cells in the fields 
examined. The results shown are expressed as the average 
number of α-SMA-positive cells per field.

Analysis of active caspase-3 and BrdU staining- 
Images of 10 random fields of the tumor in a section 
were captured with X40 magnification. The number of 
positive nuclei was counted using ‘find maxima’ function 
in ImageJ. The results shown are expressed as the average 
number of active caspase-3 or BrdU-positive cells per 
field.

Analysis of Ki-67 staining- Fluorescent images of 
Ki-67 and DAPI staining were captured in 10 random 
fields per section using X20 objective. The results shown 
are expressed as the percentage of Ki-67 positive cells 
from total cells per field [indicated by number of nuclei 
(DAPI staining)].

BrdU Injection

When tumors reached the volume of ~140 mm3, 
BrdU was i.p. injected (50 mg/kg) into WT or Cd38‒/‒ 
C57BL/6J. Two hours later, the mice were killed and their 
tumors were processed for immunostaining.

Survival analysis

Following injection of the melanoma tumor cells, 
tumor volume and mouse weight were monitored. The 
survival endpoint of SC B16F10- or subdermal RMS 
cells-injected mice was defined when one of the tumor’s 
dimensions reached 1.5 cm. For intracranially RMS or 
B16F10 cells-injected mice, lack of physical activity and/
or more than 15% reduction in body weight was defined as 
endpoint. The survival duration of the mice was analyzed 
by Kaplan-Meier survival analysis followed by a log-rank 
test.

Immunoblotting

Protein extracts from 28 days post-injection 
B16F10 tumors were prepared. Proteins (50 μg/lane) were 
separated by 12% SDS−PAGE and electroblotted. Blotted 
membranes were cut at the 35 kDa molecular weight. 
The lower part was incubated with rabbit ‎anti-cleaved 
caspase-3 mAb and the upper part with mouse anti-β-
tubulin mAb followed by incubation with goat anti-mouse 
or goat anti-rabbit IgG peroxidase conjugate. The blots 
were developed and densitometric data were calculated 
using the ImageQuantTL program (GE Healthcare Life 
Sciences, Chicago, IL, USA). The caspase-3 signal was 
normalized to β-tubulin and quantified using EZQuant-Gel 
software.

Statistical analysis

Analysis of variance (ANOVA) with repeated 
measures, 2-way ANOVA with repeated measures and 
3-way ANOVA with repeated measures were used to 
compare tumor volume in WT and Cd38‒/‒ mice, untreated 
or treated with K-rhein. The survival duration of the 
mice was analyzed by Kaplan-Meier estimate followed 
by a log-rank test. Other experiments were analyzed by 
an unpaired Student’s t test; P < 0.05 was considered 
statistically significant.

Abbreviations

tumor microenvironment (TME); Ret-mCherry-
sorted (RMS), cancer-associated fibroblasts (CAFs); 
nicotinamide adenine dinucleotide (NAD+); adenosine 
diphosphate (ADP); adenosine diphosphate ribose 
(ADPR); cyclic ADPR (cADPR); nicotinic acid adenine 
dinucleotide phosphate (NAADP); Rhein tri-potassium 
salt (K-rhein); mCherry B16F10 (B16F10); fetal calf 
serum (FCS); subcutaneous (SC); reverse transcription 
(RT); quantitative real time PCR (qPCR); computed 
tomography (CT); Hematoxylin and Eosin (H&E); 
analysis of variance (ANOVA)

Author contributions

BBB, EB, HS and EM contributed to conception and 
design, acquisition, analysis and interpretation of data. HV 
contributed to acquisition of histological data and their 
analysis. NE designed the RMS studies, and helped in 
writing the manuscript. RS designed all experiments and 
wrote the manuscript.

ACKNOWLEDGMENTS AND FUNDING

We thank Dr. Pablo Blinder for granting us access 



Oncotarget31809www.oncotarget.com

to his facilities, Mrs. Ludmila Gelman and Dr. Esther 
Berger for preparing the tumor sections, Dr. Ayelet 
Levy for critical reading of the manuscript and Dr. Liora 
Lindenboim for fruitful discussions. This work was 
supported in part by research grants from: United States-
Israel Binational Science Foundation (BSF) (grant No: 
2011054), Israel Science Foundation (ISF) (grant No: 
736/15) and Cancer Biology Research Center of TAU (to 
R. Stein).

CONFLICTS OF INTEREST

The authors declare no conflicts of interest.

REFERENCES

1. Bandarchi B, Jabbari CA, Vedadi A, Navab R. Molecular 
biology of normal melanocytes and melanoma cells. J Clin 
Pathol. 2013; 66:644-48.

 https://doi.org/10.1136/jclinpath-2013-201471
2. Cummins DL, Cummins JM, Pantle H, Silverman MA, 

Leonard AL, Chanmugam A. Cutaneous malignant 
melanoma. Mayo Clin Proc. 2006; 81:500-07.

 https://doi.org/10.4065/81.4.500
3. Sloan AE, Nock CJ, Einstein DB. Diagnosis and treatment 

of melanoma brain metastasis: a literature review. Cancer 
Control. 2009; 16:248-55.

 https://doi.org/10.1177/107327480901600307
4. Gray-Schopfer V, Wellbrock C, Marais R. Melanoma 

biology and new targeted therapy. Nature. 2007; 445:851-
57. https://doi.org/10.1038/nature05661

5. Hanahan D, Coussens LM. Accessories to the crime: 
functions of cells recruited to the tumor microenvironment. 
Cancer Cell. 2012; 21:309-22.

 https://doi.org/10.1016/j.ccr.2012.02.022
6. Junttila MR, de Sauvage FJ. Influence of tumour micro-

environment heterogeneity on therapeutic response. Nature. 
2013; 501:346-54. https://doi.org/10.1038/nature12626

7. Quail DF, Joyce JA. Microenvironmental regulation of 
tumor progression and metastasis. Nat Med. 2013; 19:1423-
37. https://doi.org/10.1038/nm.3394

8. Kerkar SP, Restifo NP. Cellular constituents of immune 
escape within the tumor microenvironment. Cancer Res. 
2012; 72:3125-30.

 https://doi.org/10.1158/0008-5472.CAN-11-4094
9. Kucerova L, Skolekova S. Tumor microenvironment and 

the role of mesenchymal stromal cells. Neoplasma. 2013; 
60:1-10. https://doi.org/10.4149/neo_2013_001

10. Roychowdhury S, Chinnaiyan AM. Translating genomics 
for precision cancer medicine. Annu Rev Genomics Hum 
Genet. 2014; 15:395-415.

 https://doi.org/10.1146/annurev-genom-090413-025552
11. Levy A, Blacher E, Vaknine H, Lund FE, Stein R, Mayo L. 

CD38 deficiency in the tumor microenvironment attenuates 
glioma progression and modulates features of tumor-
associated microglia/macrophages. Neuro Oncol. 2012; 
14:1037-49. https://doi.org/10.1093/neuonc/nos121

12. Blacher E, Ben Baruch B, Levy A, Geva N, Green KD, 
Garneau-Tsodikova S, Fridman M, Stein R. Inhibition of 
glioma progression by a newly discovered CD38 inhibitor. 
Int J Cancer. 2015; 136:1422-33.

 https://doi.org/10.1002/ijc.29095
13. Blacher E, Levy A, Ben Baruch B, Green KD, Garneau-

Tsodikova S, Fridman M, Stein R. Targeting CD38 in the 
tumor microenvironment: a novel approach to treat glioma. 
Cancer Cell Microenviron. 2015; 2:e486.

14. Malavasi F, Deaglio S, Funaro A, Ferrero E, Horenstein 
AL, Ortolan E, Vaisitti T, Aydin S. Evolution and function 
of the ADP ribosyl cyclase/CD38 gene family in physiology 
and pathology. Physiol Rev. 2008; 88:841-86.

 https://doi.org/10.1152/physrev.00035.2007
15. Pfister M, Ogilvie A, da Silva CP, Grahnert A, Guse AH, 

Hauschildt S. NAD degradation and regulation of CD38 
expression by human monocytes/macrophages. Eur J 
Biochem. 2001; 268:5601-08.

 https://doi.org/10.1046/j.1432-1033.2001.02495.x
16. Gelman L, Deterre P, Gouy H, Boumsell L, Debré P, 

Bismuth G. The lymphocyte surface antigen CD38 acts as a 
nicotinamide adenine dinucleotide glycohydrolase in human 
T lymphocytes. Eur J Immunol. 1993; 23:3361-64.

 https://doi.org/10.1002/eji.1830231245
17. Reyes LA, Boslett J, Varadharaj S, De Pascali F, Hemann 

C, Druhan LJ, Ambrosio G, El-Mahdy M, Zweier JL. 
Depletion of NADP(H) due to CD38 activation triggers 
endothelial dysfunction in the postischemic heart. Proc Natl 
Acad Sci U S A. 2015; 112:11648-53.

 https://doi.org/10.1073/pnas.1505556112
18. Ge Y, Jiang W, Gan L, Wang L, Sun C, Ni P, Liu Y, Wu 

S, Gu L, Zheng W, Lund FE, Xin HB. Mouse embryonic 
fibroblasts from CD38 knockout mice are resistant to 
oxidative stresses through inhibition of reactive oxygen 
species production and Ca(2+) overload. Biochem Biophys 
Res Commun. 2010; 399:167-72.

 https://doi.org/10.1016/j.bbrc.2010.07.040
19. Zhou L, Yang K, Andl T, Wickett RR, Zhang Y. Perspective 

of Targeting Cancer-Associated Fibroblasts in Melanoma. J 
Cancer. 2015; 6:717-26.

 https://doi.org/10.7150/jca.10865
20. Zigler M, Kamiya T, Brantley EC, Villares GJ, Bar-

Eli M. PAR-1 and thrombin: the ties that bind the 
microenvironment to melanoma metastasis. Cancer Res. 
2011; 71:6561-66.

 https://doi.org/10.1158/0008-5472.CAN-11-1432
21. Schubert K, Gutknecht D, Köberle M, Anderegg U, 

Saalbach A. Melanoma cells use Thy-1 (CD90) on 
endothelial cells for metastasis formation. Am J Pathol. 

https://doi.org/10.1136/jclinpath-2013-201471
https://doi.org/10.4065/81.4.500
https://doi.org/10.1177/107327480901600307
https://doi.org/10.1038/nature05661
https://doi.org/10.1016/j.ccr.2012.02.022
https://doi.org/10.1038/nature12626
https://doi.org/10.1038/nm.3394
https://doi.org/10.1158/0008-5472.CAN-11-4094
https://doi.org/10.4149/neo_2013_001
https://doi.org/10.1146/annurev-genom-090413-025552
https://doi.org/10.1093/neuonc/nos121
https://doi.org/10.1002/ijc.29095
https://doi.org/10.1152/physrev.00035.2007
https://doi.org/10.1046/j.1432-1033.2001.02495.x
https://doi.org/10.1002/eji.1830231245
https://doi.org/10.1073/pnas.1505556112
https://doi.org/10.1016/j.bbrc.2010.07.040
https://doi.org/10.7150/jca.10865
https://doi.org/10.1158/0008-5472.CAN-11-1432


Oncotarget31810www.oncotarget.com

2013; 182:266-76.
 https://doi.org/10.1016/j.ajpath.2012.10.003
22. Spinella F, Caprara V, Cianfrocca R, Rosanò L, Di 

Castro V, Garrafa E, Natali PG, Bagnato A. The interplay 
between hypoxia, endothelial and melanoma cells regulates 
vascularization and cell motility through endothelin-1 and 
vascular endothelial growth factor. Carcinogenesis. 2014; 
35:840-48. https://doi.org/10.1093/carcin/bgu018

23. Zhao F, Falk C, Osen W, Kato M, Schadendorf D, Umansky 
V. Activation of p38 mitogen-activated protein kinase 
drives dendritic cells to become tolerogenic in ret transgenic 
mice spontaneously developing melanoma. Clin Cancer 
Res. 2009; 15:4382-90.

 https://doi.org/10.1158/1078-0432.CCR-09-0399
24. Kato M, Takahashi M, Akhand AA, Liu W, Dai Y, Shimizu 

S, Iwamoto T, Suzuki H, Nakashima I. Transgenic mouse 
model for skin malignant melanoma. Oncogene. 1998; 
17:1885-88. https://doi.org/10.1038/sj.onc.1202077

25. Schwartz H, Blacher E, Amer M, Livneh N, Abramovitz L, 
Klein A, Ben-Shushan D, Soffer S, Blazquez R, Barrantes-
Freer A, Müller M, Müller-Decker K, Stein R, et al. 
Incipient Melanoma Brain Metastases Instigate Astrogliosis 
and Neuroinflammation. Cancer Res. 2016; 76:4359-71. 
https://doi.org/10.1158/0008-5472.CAN-16-0485

26. Madar S, Goldstein I, Rotter V. ‘Cancer associated 
fibroblasts’—more than meets the eye. Trends Mol Med. 
2013; 19:447-53.

 https://doi.org/10.1016/j.molmed.2013.05.004
27. Tas F. Metastatic behavior in melanoma: timing, 

pattern, survival, and influencing factors. J Oncol. 2012; 
2012:647684. https://doi.org/10.1155/2012/647684

28. Etich J, Bergmeier V, Frie C, Kreft S, Bengestrate L, Eming 
S, Mauch C, Eckes B, Ulus H, Lund FE, Rappl G, Abken H, 
Paulsson M, Brachvogel B. PECAM1(+)/Sca1(+)/CD38(+) 
vascular cells transform into myofibroblast-like cells in skin 
wound repair. PLoS One. 2013; 8:e53262.

 https://doi.org/10.1371/journal.pone.0053262
29. Piantelli M, Rossi C, Iezzi M, La Sorda R, Iacobelli 

S, Alberti S, Natali PG. Flavonoids inhibit melanoma 
lung metastasis by impairing tumor cells endothelium 
interactions. J Cell Physiol. 2006; 207:23-29.

 https://doi.org/10.1002/jcp.20510
30. Kellenberger E, Kuhn I, Schuber F, Muller-Steffner H. 

Flavonoids as inhibitors of human CD38. Bioorg Med 
Chem Lett. 2011; 21:3939-42.

 https://doi.org/10.1016/j.bmcl.2011.05.022
31. Escande C, Nin V, Price NL, Capellini V, Gomes AP, 

Barbosa MT, O’Neil L, White TA, Sinclair DA, Chini 
EN. Flavonoid apigenin is an inhibitor of the NAD+ ase 
CD38: implications for cellular NAD+ metabolism, protein 
acetylation, and treatment of metabolic syndrome. Diabetes. 
2013; 62:1084-93. https://doi.org/10.2337/db12-1139

32. Favia A, Desideri M, Gambara G, D’Alessio A, Ruas M, 

Esposito B, Del Bufalo D, Parrington J, Ziparo E, Palombi 
F, Galione A, Filippini A. VEGF-induced neoangiogenesis 
is mediated by NAADP and two-pore channel-2-dependent 
Ca2+ signaling. Proc Natl Acad Sci U S A. 2014; 
111:E4706-15. https://doi.org/10.1073/pnas.1406029111

33. Favia A, Pafumi I, Desideri M, Padula F, Montesano C, 
Passeri D, Nicoletti C, Orlandi A, Del Bufalo D, Sergi 
M, Ziparo E, Palombi F, Filippini A. NAADP-Dependent 
Ca(2+) Signaling Controls Melanoma Progression, 
Metastatic Dissemination and Neoangiogenesis. Sci Rep. 
2016; 6:18925. https://doi.org/10.1038/srep18925

34. Guse AH. Calcium mobilizing second messengers derived 
from NAD. Biochim Biophys Acta. 2015; 1854:1132-37. 
https://doi.org/10.1016/j.bbapap.2014.12.015

35. Weaver AN, Yang ES. Beyond DNA Repair: Additional 
Functions of PARP-1 in Cancer. Front Oncol. 2013; 3:290. 
https://doi.org/10.3389/fonc.2013.00290

36. Chalkiadaki A, Guarente L. The multifaceted functions of 
sirtuins in cancer. Nat Rev Cancer. 2015; 15:608-24.

 https://doi.org/10.1038/nrc3985
37. Hubert S, Rissiek B, Klages K, Huehn J, Sparwasser T, 

Haag F, Koch-Nolte F, Boyer O, Seman M, Adriouch S. 
Extracellular NAD+ shapes the Foxp3+ regulatory T cell 
compartment through the ART2-P2X7 pathway. J Exp Med. 
2010; 207:2561-68. https://doi.org/10.1084/jem.20091154

38. Seman M, Adriouch S, Scheuplein F, Krebs C, Freese 
D, Glowacki G, Deterre P, Haag F, Koch-Nolte F. 
NAD-induced T cell death: ADP-ribosylation of cell 
surface proteins by ART2 activates the cytolytic P2X7 
purinoceptor. Immunity. 2003; 19:571-82.

 https://doi.org/10.1016/S1074-7613(03)00266-8
39. Chatterjee S, Daenthanasanmak A, Chakraborty P, Wyatt 

MW, Dhar P, Selvam SP, Fu J, Zhang J, Nguyen H, 
Kang I, Toth K, Al-Homrani M, Husain M, et al. CD38-
NAD+Axis Regulates Immunotherapeutic Anti-Tumor T 
Cell Response. Cell Metab. 2018; 27:85-100.e8.

 https://doi.org/10.1016/j.cmet.2017.10.006
40. Ohta A, Sitkovsky M. Extracellular adenosine-mediated 

modulation of regulatory T cells. Front Immunol. 2014; 
5:304.

 https://doi.org/10.3389/fimmu.2014.00304
41. Horenstein AL, Chillemi A, Quarona V, Zito A, Roato I, 

Morandi F, Marimpietri D, Bolzoni M, Toscani D, Oldham 
RJ, Cuccioloni M, Sasser AK, Pistoia V, et al. NAD+-
Metabolizing Ectoenzymes in Remodeling Tumor-Host 
Interactions: The Human Myeloma Model. Cells. 2015; 
4:520-37. https://doi.org/10.3390/cells4030520

42. Morandi F, Morandi B, Horenstein AL, Chillemi A, 
Quarona V, Zaccarello G, Carrega P, Ferlazzo G, Mingari 
MC, Moretta L, Pistoia V, Malavasi F. A non-canonical 
adenosinergic pathway led by CD38 in human melanoma 
cells induces suppression of T cell proliferation. Oncotarget. 
2015; 6:25602-18. https://doi.org/10.18632/oncotarget.4693

https://doi.org/10.1016/j.ajpath.2012.10.003
https://doi.org/10.1093/carcin/bgu018
https://doi.org/10.1158/1078-0432.CCR-09-0399
https://doi.org/10.1038/sj.onc.1202077
https://doi.org/10.1158/0008-5472.CAN-16-0485
https://doi.org/10.1158/0008-5472.CAN-16-0485
https://doi.org/10.1016/j.molmed.2013.05.004
https://doi.org/10.1155/2012/647684
https://doi.org/10.1371/journal.pone.0053262
https://doi.org/10.1002/jcp.20510
https://doi.org/10.1016/j.bmcl.2011.05.022
https://doi.org/10.2337/db12-1139
https://doi.org/10.1073/pnas.1406029111
https://doi.org/10.1038/srep18925
https://doi.org/10.1016/j.bbapap.2014.12.015
https://doi.org/10.1016/j.bbapap.2014.12.015
https://doi.org/10.3389/fonc.2013.00290
https://doi.org/10.3389/fonc.2013.00290
https://doi.org/10.1038/nrc3985
https://doi.org/10.1084/jem.20091154
https://doi.org/10.1016/S1074-7613(03)00266-8
https://doi.org/10.1016/j.cmet.2017.10.006
https://doi.org/10.3389/fimmu.2014.00304
https://doi.org/10.3390/cells4030520
https://doi.org/10.18632/oncotarget.4693


Oncotarget31811www.oncotarget.com

43. Ruan JS, Liu YP, Zhang L, Yan LG, Fan FT, Shen CS, 
Wang AY, Zheng SZ, Wang SM, Lu Y. Luteolin reduces 
the invasive potential of malignant melanoma cells by 
targeting β3 integrin and the epithelial-mesenchymal 
transition. Acta Pharmacol Sin. 2012; 33:1325-31.

 https://doi.org/10.1038/aps.2012.93
44. Cockayne DA, Muchamuel T, Grimaldi JC, Muller-Steffner 

H, Randall TD, Lund FE, Murray R, Schuber F, Howard 
MC. Mice deficient for the ecto-nicotinamide adenine 
dinucleotide glycohydrolase CD38 exhibit altered humoral 
immune responses. Blood. 1998; 92:1324-33.

https://doi.org/10.1038/aps.2012.93

