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A	link	between	autoimmunity	and	improved	antitumor	immunity	has	long	been	recognized,	although	the	
exact	mechanistic	relationship	between	these	two	phenomena	remains	unclear.	In	the	present	study	we	have	
found	that	vitiligo,	the	autoimmune	destruction	of	melanocytes,	generates	self	antigen	required	for	mounting	
persistent	and	protective	memory	CD8+	T	cell	responses	to	melanoma.	Vitiligo	developed	in	approximately	
60%	of	mice	that	were	depleted	of	regulatory	CD4+	T	cells	and	then	subjected	to	surgical	excision	of	large	
established	B16	melanomas.	Mice	with	vitiligo	generated	10-fold	larger	populations	of	CD8+	memory	T	cells	
specific	for	shared	melanoma/melanocyte	antigens.	CD8+	T	cells	in	mice	with	vitiligo	acquired	phenotypic	
and	functional	characteristics	of	effector	memory,	suggesting	that	they	were	supported	by	ongoing	antigen	
stimulation.	Such	responses	were	not	generated	in	melanocyte-deficient	mice,	indicating	a	requirement	for	
melanocyte	destruction	in	maintaining	CD8+	T	cell	immunity	to	melanoma.	Vitiligo-associated	memory	CD8+	
T	cells	provided	durable	tumor	protection,	were	capable	of	mounting	a	rapid	recall	response	to	melanoma,	
and	did	not	demonstrate	phenotypic	or	functional	signs	of	exhaustion	even	after	many	months	of	exposure	
to	antigen.	This	work	establishes	melanocyte	destruction	as	a	key	determinant	of	lasting	melanoma-reactive	
immune	responses,	thus	illustrating	that	immune-mediated	destruction	of	normal	tissues	can	perpetuate	
adaptive	immune	responses	to	cancer.

Introduction
The generation of memory T cell responses to tumor antigens 
is a fundamental goal of tumor immunotherapy (1, 2). Memory 
CD8+ T cells can control large established tumors (3, 4) and pro-
vide long-lived tumor protection following surgery (5). However, 
because most tumor antigens are also self antigens, long-lived and 
functional memory T cell responses to tumors have been difficult 
to generate in vivo. This is mainly due to mechanisms of cen-
tral and peripheral tolerance that prevent priming (1), although 
primed CD8+ T cells can also become impaired upon exposure 
to antigen from tumors or normal tissues (6, 7). These findings 
have led to the speculation that memory T cell responses to cancer 
resemble functionally exhausted memory to chronic viral infec-
tions (8). Whereas much is known about long-lived immunity to 
pathogens, requirements for the generation of functional memory 
to tumors remain poorly understood.

One factor that has not been considered is the autoimmune 
destruction of normal tissue. Melanoma-associated vitiligo is the 
most well-studied model of concurrent tumor immunity and auto-
immunity. Vitiligo, or the autoimmune destruction of melano-
cytes, is a positive prognostic factor for melanoma patients (9–11). 
The condition affects approximately 3% of melanoma patients (9), 
although its incidence may be increased by immunotherapies such 
as IFN-α (12) and ipilimumab, which was recently shown to improve 
survival in patients with metastatic melanoma (13, 14). Melanoma-
associated vitiligo is manifested as depigmented patches of skin or 

hair, which are infiltrated with melanoma/melanocyte antigen-spe-
cific CD8+ T cells (15, 16). In mouse studies, adoptive T cell therapies 
and vaccines that induce robust T cell responses to poorly immu-
nogenic B16 melanoma often result in vitiligo (17). These findings 
suggest that vigorous, protective T cell responses to melanoma can 
cross-react with melanocytes, thereby causing autoimmunity. Fur-
thermore, in the MT/ret transgenic mouse model of melanoma, 
vitiligo has been shown to develop spontaneously, correlating with 
decreased tumor incidence (18). This finding, coupled with observa-
tions from melanoma patients, suggests that dying melanoma cells 
can cross-prime T cell responses to normal melanocytes. However, 
studies have failed to determine whether vitiligo itself is critical for 
the development of immune responses to melanoma.

We have previously observed the development of autoimmune 
vitiligo in mice that were treated with anti-CD4 to deplete Tregs, 
followed by surgery to excise  large B16 melanomas (5). Mela-
noma growth in the absence of Tregs broke tolerance to tumor-
expressed differentiation antigens, evidenced by the responses 
of CD8+ T cells to TRP-2 and gp100, which developed into func-
tional memory after tumor excision (5, 19). As has been reported 
in other immunotherapy studies (20–22), vitiligo incidence was 
incomplete, affecting only approximately 60% of treated mice 
(5). As such, it was disregarded as an unimportant side effect of 
therapy. However the fact that vitiligo developed within the weeks 
following surgery— simultaneously with the establishment of  
T cell memory— suggests the possibility that melanocyte destruc-
tion alters the fate of melanoma-specific T cells.

The present studies  investigate whether autoimmune vitili-
go governs the maintenance and function of T cell memory to 
melanoma. We report that vitiligo-associated memory T cells are 
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markedly enhanced with regard to population size, effector phe-
notype, localization to peripheral tissues, long-term persistence, 
and protective function. Importantly, we show that melanocyte 
destruction is required for the generation of these vigorous mem-
ory responses, and that memory does not become exhausted even 
after more than a year of antigen exposure. Herein we demon-
strate that melanocyte destruction shapes the melanoma-reactive 
memory T cell compartment, establishing a new link between 
autoimmunity and tumor immunity.

Results
Elevated primary CD8+ T cell responses to melanoma predict the appear-
ance of vitiligo. We have previously reported that autoimmune 
vitiligo develops in B16 tumor-bearing mice following treatment 
with anti-CD4 to deplete Tregs and curative surgery to remove 
the primary tumor (ref. 5 and Figure 1A). Vitiligo required a com-
bination of B16 melanoma growth, anti-CD4 treatment, and sur-
gery (5). Closer examination of this phenomenon showed that 
the onset of depigmentation occurred between 20 and 30 days 
after surgery, with approximately 65% of mice becoming affected 
(Figure 1B). Depigmentation began at the site of tumor excision, 
but progressively disseminated to other locations in about half 
of the affected mice (Figure 1C). Treatment with anti-CD8 mAb 
abolished vitiligo, indicating that autoimmunity was mediated 
by CD8+ T cells (Figure 1D).

Because only a portion of mice developed vitiligo, we next 
investigated whether differences in the quantity or phenotype of 
primary melanoma-specific CD8+ T cells could predict autoim-
munity. To enable sensitive monitoring of responses in blood, 

mice were adoptively transferred with 104 naive gp10025–33–spe-
cific CD8+ pmel-1 T cells (hereafter referred to as pmel cells) 
(23) one day before primary tumor inoculation, which did not 
influence the incidence or extent of vitiligo (Supplemental Fig-
ure 1; supplemental material available online with this article; 
doi:10.1172/JCI44849DS1). On the day of surgery, we observed 
that pmel proportions were significantly elevated in the blood 
of hosts that would later develop vitiligo (Figure 1E, top). Fur-
ther analysis of individual tumor-draining lymph nodes removed 
on the day of surgery confirmed that larger pmel populations 
were primed in mice that would eventually develop vitiligo (Sup-
plemental Figure 2A). Analysis of endogenous TRP-2–specific  
T cells in lymph nodes (by IFN-γ ELISPOT) also indicated pri-
mary responses in a larger proportion of mice that would later 
develop vitiligo (Supplemental Figure 2B).

The reason for variations in priming among similarly treated 
mice was not apparent. CD4+ T cell depletion was complete in all 
mice on the day of surgery (Supplemental Figure 3A), and hosts 
demonstrated similar kinetics for repopulation of CD4+ T cells, 
including Foxp3+ Tregs, regardless of their eventual vitiligo sta-
tus (Supplemental Figure 3, B and C). Furthermore, larger tumor 
size (i.e., a greater antigen load) did not correlate with larger pmel 
populations or a propensity to develop vitiligo (Supplemental Fig-
ure 4). Rather, priming of pmel cells appeared to be a stochastic 
phenomenon, with roughly 60% of the mice meeting a minimum 
threshold associated with vitiligo (Figure 1E). Pmel population 
size was the only clear indicator of vitiligo, as the activation phe-
notype (CD44hiCD62Llo) of pmel cells in blood and lymph nodes, 
on the day of surgery, was similar regardless of the eventual vitiligo 

Figure 1
Elevated primary melanoma-specific T cell responses in blood predict the development of vitiligo. (A) Schematic diagram of treatment schedule. 
(B–D) Mice were primed as shown in A and then monitored for depigmentation. (B) Depigmentation kinetics. Data represent 34 mice from 4 com-
bined experiments. (C) Progression of depigmentation. Photos show representative mice with disseminated or local patterns of depigmentation. 
Data represent 24 mice from 4 combined experiments. (D) Effect of anti-CD8 mAb administered 2 days before surgery and weekly thereafter. The 
experiment involved 10 mice/group and was conducted twice with similar results. Statistical significance was determined by log-rank analysis. 
(E) Mice received adoptive transfer of 104 naive CD8+Thy1.1+ pmel cells 1 day before treatment as in A. Flow cytometry was performed to cor-
relate pmel populations, in blood, on the day of surgery, with the eventual development of vitiligo (open squares) or lack thereof (filled squares) 
on day 30. Top: Proportion of Thy1.1+ pmel cells among CD8+ cells. Bottom: Proportion of activated CD44hiCD62Llo cells among CD8+Thy1.1+ 
pmel cells (phenotype data are provided only for mice with more than 50 pmel events). Symbols represent individual mice, and horizontal lines 
represent averages. Data represent 3 combined experiments. Statistical significance was determined by t test.
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status of the host (Figure 1E and Supplemental Figure 2A). There-
fore, higher proportions of antigen-specific CD8+ T cells were the 
only clear predictor of vitiligo.

Hosts with vitiligo develop larger populations of melanoma antigen–spe-
cific memory T cells with an activated/effector phenotype. While we have 
previously shown that a combination of Treg depletion and surgery 
induces memory T cell responses to melanoma, vitiligo was not 
considered as a variable in those studies (5). To determine whether 
vitiligo-affected mice exhibit differences in T cell memory to mela-
noma, we stratified mice based on the presence or absence of viti-
ligo 60 days after surgery, and endogenous CD8+ T cell responses 
to TRP-2 were measured by IFN-γ ELISPOT. Small but significant 
responses to TRP-2 were detected in lymph nodes and spleens 
of mice with vitiligo, whereas unaffected mice had no detectable 

response (Figure 2A). Thus, a systemic,  long-lived CD8+ T cell 
response to TRP-2 developed only in the presence of vitiligo.

Adoptively  transferred pmel T cells were used  to more sen-
sitively monitor the memory response. In agreement with the 
ELISPOT results, proportions of antigen-experienced pmel cells 
(CD8+Thy1.1+CD44+) were approximately 10-fold larger in tissues 
of hosts with vitiligo compared with unaffected hosts, 1 month 
after surgery (Figure 2B). Interestingly, pmel cells in vitiligo-affect-
ed hosts tended to have a more CD62Llo effector memory (TEM) 
phenotype compared with unaffected hosts (Figure 2C). Vitiligo-
affected hosts also had substantially larger pmel populations in 
lungs, which is consistent with TEM cell localization to peripheral 
tissues (Figure 2B). Accordingly, a higher proportion of pmel cells 
from vitiligo-affected mice secreted IFN-γ and TNF-α, but very few 

Figure 2
Vitiligo-affected hosts develop larger CD8+ TEM cell responses compared with unaffected hosts. (A) Mice were treated as in Figure 1A. Sixty 
days after surgery, IFN-γ ELISPOT was performed on CD8+ T cells from vitiligo-affected or unaffected mice (pooled, 6 mice/group), with peptide-
pulsed EL4 cells as targets. Data represent average ± SD of 4 replicate wells. Irrel, irrelevant peptide. (B–D) Mice received 104 naive pmel cells 
1 day prior to treatment as in Figure 1A. Thirty days after surgery, flow cytometry was performed to detect differences between unaffected and 
vitiligo-affected mice with regard to (B) the proportion of pmel cells among CD8+ cells and (C) the proportion of CD8+Thy1.1+CD44hi pmel cells 
with a CD62Llo TEM phenotype. (D) Ninety-days after surgery, the proportion of pmel cells in lymph nodes that produced cytokines upon peptide 
restimulation. (E and F) Mice received 104 naive Ly5.2+ OT-1 cells 1 day prior to treatment as in Figure 1A, but received B16-OVA tumors. 
The proportion of OT-1 cells among CD8+ cells 30 days after surgery (E) and the proportion of OT-1 cells with a CD62Lhi TCM phenotype 36 
days after surgery (F) were determined. In B–F, flow cytometry plots depict data from representative mice, symbols represent individual mice, 
and horizontal lines represent averages. Differences between vitiligo-affected and unaffected groups were assessed by t test, with *P < 0.05,  
**P < 0.01, and ***P < 0.001 and NS denoting P > 0.05. Differences between relevant and irrelevant peptide were significant unless indicated. 
Each experiment was performed at least twice, with similar results.
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made IL-2, which is consistent with a predominantly TEM popula-
tion. In unaffected mice, fewer pmel cells secreted IFN-γ, but more 
cells made IL-2, which is consistent with a larger central memory  
(TCM) subset  (Figure 2D). Therefore antigen-specific memory  
T cells had more pronounced TEM characteristics in vitiligo-affected  
hosts compared with unaffected hosts.

To determine whether these differences were melanocyte anti-
gen specific, we also compared T cell responses against a tumor-
expressed foreign antigen, OVA, in vitiligo-affected and unaffected 
hosts. Mice were first primed with B16 tumors expressing OVA, 
and OT-1 T cell responses were assessed 30 days after CD4 deple-
tion and surgery. Vitiligo developed with normal proportions and 
kinetics in these mice, and, in all tissues analyzed, similar propor-
tions of tumor-primed OT-1 cells were detected regardless of host 
vitiligo status (Figure 2E). OT-1 memory T cells in both vitiligo-
affected and unaffected hosts had high levels of CD62L, suggesting 
that TCM cells could be readily generated against a tumor-expressed 
foreign antigen (Figure 2F). Thus, vitiligo was associated with 
robust populations of TEM cells specific for melanoma/melanocyte 
antigens, but not for an unshared, tumor-specific antigen. Vitiligo-
affected and unaffected mice primed with wild-type B16 tumors 
also demonstrated similar endogenous responses to vaccination 
with OVA peptide following surgery (Supplemental Figure 5),  

further indicating that de novo T cell responses against a novel 
antigen were unaffected by vitiligo.

Development of robust melanoma-specific memory T cell responses requires 
host melanocytes. The finding that memory T cells were more likely to 
acquire a TEM phenotype in hosts with vitiligo suggested that these 
cells were receiving ongoing stimulation by melanocyte antigens. 
Thus, we hypothesized that progressive melanocyte destruction was 
required for the development of these robust TEM responses. To test 
this hypothesis, we employed the C57BL/6-KitW-sh (Wsh) mouse model 
of melanocyte deficiency. Wsh is a mutant allele at the c-kit locus that 
leads to impaired melanoblast and mast cell survival (24). Homo-
zygous adult Wsh mice are almost entirely white but have black eyes 
and some pigment in the face (Supplemental Figure 6).

First, to assess melanocyte deficiency in Wsh mice, we measured 
expression of the melanocyte differentiation antigen tyrosinase 
(Tyr). Tyrosinase was chosen because it shows absolute melano-
cyte lineage specificity, and, in contrast to gp100, Tyr mRNA lev-
els correlate well with protein levels (25, 26). Skin from the flank 
of Wsh mice did not express detectable Tyr mRNA (Supplemen-
tal Figure 6), compared with positive control wild-type mice or 
B16 cells. Tyr mRNA was, however, expressed in a small patch of 
pigmented facial skin and in eye, indicating residual populations 
of melanocytes (Supplemental Figure 6). Upon inoculation with 

Figure 3
Melanocyte-deficient mice do not develop robust effector memory T cell responses following melanoma excision. (A–D) Wild-type or Wsh mice 
received 104 naive Thy1.1+ pmel cells 1 day prior to treatment as in Figure 1A. (A) B16 tumor growth. (B) On the day of surgery, compari-
son between wild-type and Wsh mice with regard to the proportion of Thy1.1+ pmel cells among total CD8+ T cells in blood, and phenotype of 
CD8+Thy1.1+ pmel cells in lymph nodes. (C and D) Sixty days after surgery, comparison between wild-type unaffected, wild-type vitiligo-affected, 
and Wsh mice with regard to (C) the proportion of Thy1.1+CD44+ pmel cells among total CD8+ T cells and (D) the proportion of CD8+ Thy1.1+CD44hi 
pmel cells with a CD62Lhi TCM phenotype. Data are combined from 2 identical experiments. (E and F) Mice received 104 naive Ly5.2+ OT-1 cells  
1 day prior to treatment as in Figure 1A, but received B16-OVA tumors. Thirty days after surgery, (E) the proportion of Ly5.2+ OT-1 cells among 
total CD8+ cells and (F) the proportion of CD8+Ly5.2+CD44hi OT-1 cells with a CD62Lhi TCM phenotype was determined. Flow cytometry plots depict 
data from representative mice, symbols represent individual mice, and horizontal lines represent averages. Statistically significant differences were 
assessed by t test, with *P < 0.05, **P < 0.01, ***P < 0.001. Each experiment was performed at least twice, with similar results.
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B16 tumor cells, Wsh mice supported normal melanoma growth as 
compared with wild-type mice (Figure 3A) despite known angio-
genic defects in this strain (27). However, tumor-bearing Wsh mice 
exhibited some loss of tolerance to melanoma antigens as evi-
denced by endogenous CD8+ T cell responses to TRP-2, gp100, 
and B16 cells, as detected by ELISPOT (Supplemental Figure 7). 
Despite this, histological examination of Wsh mouse eyes, follow-
ing tumor inoculation and Treg depletion, revealed normal pig-
mented epithelium and retina, indicating an absence of destruc-
tive autoimmunity against ocular melanocytes (Supplemental 
Figure 8). Therefore Wsh mice represent a model of overwhelming 
melanocyte reduction and vitiligo insufficiency, but also exhibit 
some loss of tolerance to melanocyte antigens.

To circumvent differences in tolerance between wild-type and 
Wsh mice, we used a pmel adoptive transfer approach. The same 
number (1 × 104) of naive precursor pmel cells was transferred into 
wild-type or Wsh mice, which were then inoculated with B16 tumors 
and treated with anti-CD4 to deplete total Tregs. On the day of 
surgery, analysis of blood indicated that Wsh mice primed pmel  
T cell responses equivalent in magnitude to those of wild-type 
mice (Figure 3B). Analysis of lymph nodes confirmed that priming 
was equivalent with regard to magnitude of the pmel response and 
activation profile (CD44hiCD62Llo) (Figure 3B). Thus, Wsh mice 
primed normal pmel T cell responses to melanoma in the absence 

of Tregs. Importantly, pmel responses in Wsh mice were within the 
range observed for wild-type mice that were destined to develop 
vitiligo (Figure 3B vs. Figure 1D), indicating that early melanocyte 
destruction was not required for robust priming.

To assess the development of T cell memory in the absence of 
melanocytes, we measured pmel responses 60 days following tumor 
excision. In support of our hypothesis, Wsh mice developed 10-fold 
smaller proportions of memory T cells compared with vitiligo-affect-
ed wild-type mice (Figure 3C). Pmel T cell populations in Wsh mice 
were equivalent in magnitude to those in unaffected wild-type mice 
(Figure 3C). Furthermore, T cells in Wsh mice had an overwhelmingly 
CD62Lhi phenotype that was even more pronounced than that of 
unaffected wild-type mice (Figure 3D). Because Wsh mice are also defi-
cient in mast cells, identical experiments were performed in Wsh mice 
that had been reconstituted with wild-type bone marrow to systemi-
cally replace mast cells as previously described (28). In all cases the 
magnitude and phenotype of primary and memory T cell responses 
in bone marrow chimeric Wsh mice were equivalent to those in unma-
nipulated Wsh mice (Supplemental Figure 9), indicating that mast cell 
deficiency did not influence the priming or development of memory. 
Therefore, robust effector memory T cell responses to melanoma did 
not develop in the absence of melanocytes.

To test whether impaired generation of effector memory in Wsh 
mice was melanocyte antigen specific, Wsh mice were transferred 

Figure 4
Restoration of melanocyte antigen to T cells primed in Wsh mice rescues robust effector memory T cell populations. Wsh mice received 104 naive 
Thy1.1+ pmel cells 1 day before treatment as in Figure 1A. (A and B) Starting on the day of surgery, mice received 40 μg of mouse gp100–
expressing plasmid, or empty vector control i.m., once weekly for 30 days. Thirty days after surgery, (A) the proportion of pmel cells among total 
CD8+ cells in each organ and (B) expression of CD62L on CD8+ pmel or host CD44hi cells were determined by flow cytometry. Histogram depicts 
data from 1 representative gp100-treated mouse; fewer than 50 pmel events were obtained for 7 of 8 mice treated with empty vector. (C and 
D) Total CD8+ cells were harvested from inguinal lymph nodes and spleens of Wsh mice on day 12 and adoptively transferred into the indicated 
recipients that had been pretreated as in Figure 1A. Thirty days after surgery/adoptive transfer, recipients were analyzed for (C) proportion of 
pmel cells among total CD8+ cells and (D) CD62L expression on CD8+ pmel or host CD44hi cells in inguinal lymph nodes. Histogram depicts data 
from 1 representative vitiligo recipient; fewer than 50 pmel events were obtained for each of the Wsh recipients. Dot plots in A and C depict data 
from representative mice. Data represent 2 combined experiments with similar results; symbols represent individual mice, and horizontal lines 
represent averages. Statistically significant differences were assessed by t test.
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with OT-1 cells and primed with B16 tumors expressing OVA. Thir-
ty days after surgery, OT-1 memory T cell populations in Wsh mice 
were equivalent in magnitude (Figure 3E) and phenotype (Figure 
3F) to those in wild-type mice with or without vitiligo, confirming 
that Wsh mice develop normal memory when the tumor antigen is 
melanocyte unrelated. Wsh and vitiligo-affected mice primed with 
wild-type B16 tumors (lacking OVA) also demonstrated similar 
endogenous responses to vaccination with OVA peptide follow-
ing surgery (Supplemental Figure 10), further indicating that 
de novo T cell priming against a novel antigen was unaltered in 
the absence of melanocytes. Thus, melanocytes were required for 
the generation of robust memory T cell responses only to shared  
melanoma/melanocyte antigens.

Finally, to confirm that melanocyte antigen was required for the 
generation of robust memory, two additional approaches were 

taken. First, gp100 antigen was supplemented to Wsh mice follow-
ing surgery in the form of weekly i.m. plasmid DNA injections, 
a technique that provides antigen systemically (29). Thirty days 
after surgery, there was a trend toward increased pmel populations 
in spleens of mice that had received gp100 DNA, although this 
was insignificant (Figure 4A). However, a majority of these cells 
expressed low levels of CD62L, indicating an effector memory phe-
notype (Figure 4B). Interestingly, when responses were analyzed 
in lung, gp100 treatment resulted in a significant increase in pmel 
population size and restoration of a CD62Llo phenotype (Figure 4, 
A and B), consistent with known localization of TEM cells to periph-
eral tissues. Thus, supplementation of intramuscular melanocyte 
antigen to Wsh mice partially restored an elevated TEM response.

As a second strategy to restore melanocyte antigen during the 
development of memory, pmel cells primed in Wsh mice were adop-

Figure 5
Melanoma-specific memory T cells are maintained in vitiligo-affected mice despite hyporesponsiveness to homeostatic cytokines. (A–C) Mice 
were treated as in Figure 1A. (A) 260 days after surgery, IFN-γ ELISPOT was performed on CD8+ T cells from pooled lymph nodes (5–8 mice/
group), with peptide-pulsed EL4 cells as targets. Vitiligo was classified as described in Figure 1. Data represent average ± SD of 4 replicate wells. 
(B–D) Mice received 104 naive Thy1.1+ pmel cells 1 day prior to treatment as in Figure 1A. Symbols represent individual mice, and horizontal 
lines represent averages. (B) At various times following surgery, the proportion of pmel (Thy1.1+) cells among total CD8+ T cells in lymph nodes 
was assessed by flow cytometry. Data from unaffected and vitiligo-affected mice were statistically different (P < 0.05 by t test) at all time points 
except day 90. (C) 215 days following surgery, CD8+Thy1.1+CD44hi pmel cells were assessed for expression of phenotypic markers. Histograms 
depict data from representative lymph node samples. (D) Thirty days after surgery, CD8+ T cells were isolated from spleens of vitiligo-affected 
mice and cultured with IL-15 or IL-7, and the proportion of Thy1.1+CD44hi pmel cells undergoing at least 1 round of division (% Proliferated) 
was assessed by CFSE dilution. Host memory phenotype T cells (CD8+CD44hiThy1.1–) were analyzed as a positive control. Symbols repre-
sent single wells; the experiment was performed 3 times, with similar results. Statistically significant differences were assessed by t test, with  
*P < 0.05, **P < 0.01, and ***P < 0.001.
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tively transferred into treatment-matched wild-type mice on the 
day of surgery. Thirty days later, significantly larger pmel memory 
populations were detected in inguinal lymph nodes of vitiligo-
affected recipients compared with Wsh recipients (Figure 4B), and 
these cells had an overwhelmingly TEM phenotype (Figure 4D). Sig-
nificantly elevated responses were not detected in spleens or lungs 
in this model (data not shown), although this is consistent with vit-
iligo liberating melanocyte antigens locally in skin and skin-drain-
ing lymph nodes. Thus, restoring both melanocytes and vitiligo to 
pmel T cells rescued local development of robust TEM responses.

Melanoma-specific memory T cells are maintained for many months 
in hosts with vitiligo, despite hyporesponsiveness to homeostatic cytokines. 
Studies in chronic viral infection models have shown that per-
sisting antigen impairs the maintenance of viral antigen-specific 
CD8+ memory T cells (30). Because T cells in mice with vitiligo 
were chronically exposed to large amounts of antigen from dying 
melanocytes, we initially suspected that these populations would 
decline over time. However, to the contrary, IFN-γ ELISPOT analy-
sis of endogenous CD8+ T cell responses revealed a TRP-2–specific 
population 260 days after surgery only in hosts with vitiligo (Fig-
ure 5A). The TRP-2–specific response was significantly greater in 
hosts with disseminated vitiligo as compared with localized vitili-
go, suggesting a dose response to melanocyte antigen (Figure 5A). 
Strikingly, we also observed large, stable populations of adoptively 
transferred pmel T cells in vitiligo-affected hosts 215 days after 
tumor excision (Figure 5B). This was compared with 10-fold smaller  

responses in unaffected hosts, which declined within the first  
60 days following surgery and remained detectable only at very 
small frequencies on day 215 (Figure 5B). The fact that transferred 
pmel T cell populations were detected in all mice on day 215 (e.g., 
227 days following their initial transfer as naive cells) confirms 
that they represented a bone fide memory population.

Phenotypic analysis of CD44hi pmel memory T cells 215 days 
after surgery indicated an overwhelmingly CD62Llo TEM pheno-
type only in hosts with vitiligo, suggesting ongoing stimulation 
by melanocyte antigens even at this late time point (Figure 5C). 
Because classical memory CD8+ T cells are maintained by homeo-
static cytokines, we also assessed expression of IL-15Rβ (CD122) 
and IL-7Rα (CD127) on long-lived memory T cells. Pmel T cells 
from unaffected hosts expressed CD122 and CD127, but those 
from vitiligo-affected hosts expressed very low levels of both recep-
tors (Figure 5C). Accordingly, pmel memory T cells from hosts 
with vitiligo underwent fewer rounds of division upon culture 
with IL-15 and IL-7, as compared with endogenous host memory 
phenotype (CD8+CD44+) T cells (Figure 5D). Thus, despite their 
durable maintenance in vivo, memory T cells from hosts with 
vitiligo demonstrated in vitro hyporesponsive to homeostatic 
cytokines. These data are consistent with our finding that these 
cells require melanocytes for their survival.

Vitiligo-associated memory T cells mount a rapid recall response and pro-
vide protection upon melanoma re-challenge. The above experiments 
demonstrated that melanocyte destruction drives  robust and 

Figure 6
Protective post-surgical memory is only maintained in hosts with vitiligo. Mice were either primed as shown in Figure 1A or left untreated, strati-
fied based on the development or lack of vitiligo 30–60 days later, and rechallenged with B16 melanoma. (A) Incidence of tumors inoculated i.d., 
30 days after surgery. Anti-CD8 was administered 2 days prior to challenge and weekly thereafter. Data represent 6–22 mice/group, combined 
from 2 experiments. (B) Incidence of tumors inoculated i.v., 30 days after surgery. Lung tumor burden was assessed 21 days after challenge; 
symbols represent individual mice. (C) Incidence of tumors inoculated i.d., 60 days after surgery. Data represent 19–25 mice/group, combined 
from 3 experiments. (D and E) Mice received i.d. tumor challenge 30 days after surgery, and recall responses were assessed in draining lymph 
nodes 6 days later. (D) IFN-γ ELISPOT was performed on CD8+ T cells from pooled lymph nodes (6 mice/group), with peptide-pulsed EL4 cells 
or B16 cells as targets. Data represent mean ± SD of 4 replicate wells. (E) Mice received 104 Thy1.1+ pmel cells 1 day before priming, and the 
proportion of Thy1.1+ pmel cells among total CD8+ T cells was assessed by flow cytometry. Symbols represent individual mice, and horizontal 
lines represent averages. Data are combined from 2 experiments. Significance was determined by log-rank analysis (A and C) or t test (B, D, 
and E), with **P < 0.01, ***P < 0.001, and NS denoting P > 0.05. 3X and 10X indicate 3-fold and 10-fold increases, respectively.
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sustained populations of melanoma antigen–specific memory  
T cells; however, it remained unclear whether these cells were pro-
tective against melanoma or simply destructive of melanocytes. 
To assess tumor protection, we stratified mice based on the pres-
ence or absence of vitiligo and then re-challenged them with B16 
tumors. When mice were challenged intradermally (i.d.), 30 days 
after surgery, significant CD8+ T cell–mediated tumor protection 
was observed in a majority of vitiligo-affected hosts, but only in a 
small proportion of unaffected hosts (Figure 6A). Vitiligo-affected 
mice also exhibited stronger protection systemically, as evidenced 
by enhanced control of i.v. inoculated B16 lung metastases (Fig-
ure 6B). When mice were challenged 60 days after surgery, i.d. 
tumor protection was still observed in approximately 60% of viti-
ligo-affected hosts, whereas no significant protection remained in 
unaffected mice (Figure 6C). Day 60 tumor protection was similar 
regardless of whether mice had localized or disseminated vitiligo 
(Supplemental Figure 11). Thus, T cell memory and autoimmu-
nity clearly correlated, with durable protection generated only in 
hosts with vitiligo.

Another hallmark of functional memory T cells is their ability 
to proliferate rapidly upon reencounter with antigen. Because 
memory T cells from hosts with vitiligo were chronically exposed 
to antigen from dying melanocytes, it was unknown whether late 
encounter with melanoma cells could drive additional T cell expan-

sion. Indeed, vitiligo-affected mice exhibited a 3-fold increase in 
the size of the TRP-2–specific response and a 10-fold increase in 
the size of the B16-specific response 6 days after B16 tumor chal-
lenge (Figure 6D). In contrast, unaffected mice had no detectable 
response to TRP-2 or B16 cells even following tumor challenge. 
Thus, tumor rejection was accompanied by measurable memory  
T cell recall only in hosts with vitiligo.

Pmel T cells were also used to sensitively monitor recall capacity. 
In accordance with endogenous responses, approximately 3-fold 
expansion of pmel T cells was observed following tumor challenge 
in hosts with vitiligo (Figure 6E). Interestingly, consistent with 
their more pronounced TCM phenotype (Figure 2), pmel T cells in 
unaffected mice mounted a more pronounced recall, exhibiting 
an approximately 10-fold increase in population size upon tumor 
challenge (Figure 6E). Regardless, the magnitude of the pmel T cell 
response in tumor-challenged, unaffected hosts remained inferior 
to that in unchallenged, vitiligo-affected hosts. Thus, despite the 
presence of a more responsive TCM cell subset, unaffected hosts 
were unable to generate the same number of melanoma antigen–
reactive T cells, in the days following tumor challenge, compared 
with vitiligo-affected hosts.

Long-lived effector memory T cells in hosts with vitiligo do not become func-
tionally or phenotypically exhausted. Hosts with vitiligo clearly main-
tained protective populations of memory CD8+ T cells. However, 

Figure 7
Memory T cells do not become functionally or phenotypically exhausted after many months of exposure to vitiligo. Mice received 104 naive 
Thy1.1+ pmel cells 1 day prior to treatment as outlined in Figure 1A. (A) 150 days after surgery, the proportion of CD8+Thy1.1+CD44hi pmel cells in 
lymph nodes that produced cytokine upon peptide restimulation was determined by flow cytometry. Squares represent individual vitiligo-affected 
mice. (B) 300 days after surgery, expression of phenotypic markers on CD8+Thy1.1+CD44hi pmel cells from vitiligo-affected mice was assessed. 
Host TEM or TCM indicates CD8+CD44hi cells from the same mouse that were CD62Llo or CD62Lhi, respectively. Activated control (arrows and 
dotted lines) refers to pmel cells that were cultured in vitro with PHA for 3 days. Histograms depict data from representative lymph node samples; 
triangles represent individual mice; and horizontal lines represent averages. (C) 600 days after surgery, PD-1 expression on CD8+Thy1.1+ pmel 
cells in lymph nodes of vitiligo-affected mice was assessed. Histograms depict lymph node sample of a single mouse (representative of 3 mice). 
Statistical significance was determined by ANOVA, with *P < 0.05, **P < 0.01, and ***P < 0.001. An identical phenotypic analysis was conducted 
on day 60 after surgery, with similar results (data not shown).
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pmel cells were hyporesponsive to homeostatic cytokines and pos-
sessed a persistent TEM phenotype, which mirrors memory in set-
tings of chronic viral infection. Therefore, it remained possible that 
pmel cells were a functionally exhausted subset that was not repre-
sentative of protective antitumor immunity. Because chronic infec-
tion results in the loss of cytokine production by memory CD8+  
T cells (31), as well as their upregulation of inhibitory receptors 
LAG-3 and PD-1 (32), we assessed whether vitiligo-exposed pmel 
cells exhibited similar signs of exhaustion at very late time points.

Analysis of cytokine production 150 days after surgery revealed 
that most pmel cells produced IFN-γ and a small subset produced 
IL-2 (Figure 7A). Importantly, these proportions were equivalent 
to those observed on day 90 (Figure 7A vs. Figure 2D), indicating 
undiminished function despite months of exposure to dying mela-
nocytes. Expression of CD69, LAG-3, and PD-1 was also assessed 
300 days following surgery. Very low levels of the early activation 
marker CD69 and the exhaustion marker LAG-3 were observed 
on vitiligo-exposed pmel cells as compared with host endogenous 
TCM cells (Figure 7B). However, CD69 and LAG-3 expression on 
pmel cells was equivalent to that on host endogenous TEM cells, 
and well below that on activated control pmel cells, suggesting 
that this phenotype reflects a non-exhausted, but predominantly 
TEM response. Accordingly, PD-1 was not expressed on vitiligo-
associated pmel cells as compared with host endogenous TCM or 
TEM cells (Figure 7B). Even as long as 600 days after surgery, we 
failed to detect PD-1 on pmel T cells from vitiligo-affected hosts 
(Figure 7C). Taken together, these data illustrate that melanoma/
melanocyte antigen–specific memory T cells from hosts with viti-
ligo do not become exhausted. Rather, these cells represent a non-
classical but functional type of T cell memory that develops as a 
result of autoimmune vitiligo.

Discussion
Vitiligo has long been recognized as a positive prognostic factor for 
melanoma, with initial observations dating back several decades 

(33,  34).  Late-stage  melanoma 
patients who spontaneously develop 
vitiligo benefit from a longer time 
to disease progression and a signifi-
cantly increased lifespan (9). Mouse 
melanoma  models  have  echoed 
these findings, with the most potent 
immunotherapies  inducing  both 
melanoma rejection and widespread 
vitiligo (17). Despite decades of data 
correlating vitiligo with better anti-
melanoma immunity, the question 
of  whether  vitiligo  directly  con-
tributes to the antitumor immune 
response has remained unanswered. 
We previously demonstrated  that 
Tregs prevent the development of 
autoimmune  vitiligo  and  T  cell 
memory  to  melanoma  following 
surgery (5). Our present work now 
underscores the importance of viti-
ligo in enhancing and maintaining 
this  response. These  studies  shed 
light on immunological memory to 
tumors, establishing that autoim-

munity plays a crucial role in shaping the T cell response to shared 
tumor/self antigens after tolerance has been broken.

It was previously unclear whether vitiligo accompanies differences  
in melanoma-reactive CD8+ T cell responses. Studies in melano-
ma-prone MT/ret transgenic mice present conflicting findings, 
with larger T cell responses associated with spontaneous vitiligo 
in one study (18), but not in a second study (35). The present work 
now establishes multiple and substantive differences between 
memory T cells that develop in the presence and absence of viti-
ligo. First, vitiligo-affected hosts have dramatically larger memory 
T cell populations that are remarkably persistent, remaining stable 
more than 200 days after tumor excision. Second, memory T cell 
responses in vitiligo-affected hosts are predominantly effector 
memory. This is evidenced by their continual low-level expression 
of CD62L, IL-15R, and IL-7R; their localization to peripheral tis-
sues; and their ability to produce IFN-γ and TNF-α but little IL-2.  
Third, hosts with vitiligo exclusively maintain protective CD8+  
T cell memory against melanoma challenge in the dermis and the 
lungs. Thus, vitiligo-affected mice are superior to unaffected mice 
in their development of more vigorous, long-lived, and protective 
T cell responses to melanoma.

These differences were not entirely unexpected, particularly as 
we found that vitiligo-affected mice initially primed larger CD8+ 
T cell responses. Thus, it was possible that initial T cell priming 
above a threshold in vitiligo-prone mice accounted for these dif-
ferences in memory (and could incidentally also account for the 
fact that these mice develop vitiligo). To address the influence 
of melanocyte destruction on T cell memory, we employed mela-
nocyte-deficient Wsh mice, as well as bone marrow–reconstituted 
Wsh mice, which lack melanocytes but possess mast cells. Indeed, 
compared with vitiligo-affected wild-type mice, Wsh mice gener-
ated equally robust primary T cell responses, but were unable to 
generate memory responses of a similar magnitude or phenotype. 
Memory T cell responses to a model tumor-specific antigen (OVA) 
were also equivalent in Wsh mice and wild-type mice, indicating 

Figure 8
Model depicting the generation of vitiligo and its ongoing influence on T cell memory to melanoma. 
Naive CD8+ T cells are primed in response to melanoma growth in the absence of CD4+ Tregs. Top: 
Primary T cell responses that overcome a threshold (indicated by the dashed line) are robust enough 
to initiate the development of vitiligo. Ongoing melanocyte destruction in these hosts subsequently 
boosts and perpetuates a vigorous, protective TEM population. Bottom: Primary T cell responses below 
this threshold do not initiate vitiligo. The absence of melanocyte destruction in these hosts results in a 
small TCM population that does not confer tumor protection.
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that these effects are antigen specific. Importantly, post-surgical 
supplementation of melanocyte antigen, or transfer of cells from 
Wsh mice into a vitiligo-sufficient environment, rescued the genera-
tion of robust TEM populations. Thus, the character of the memory 
response was not predetermined at priming, but rather was subject 
to change upon exposure to dying melanocytes.

These findings collectively support a model whereby robust 
primary T cell responses to melanoma initiate the destruction of 
melanocytes, which thereby liberates antigen to boost and per-
petuate the melanoma-reactive T cell response (Figure 8). The 
idea that melanocyte death drives CD8+ T cell responses to mela-
noma is supported by published reports that the targeted killing 
of melanocytes with cytotoxic vectors (36, 37), or the melanocyto-
toxic chemical monobenzone (38), primes robust and long-lived  
T cell immunity to B16 melanoma. The present studies demon-
strate that such stimuli are provided naturally to memory T cells 
in hosts with vitiligo. Further studies will be needed to formally 
demonstrate that melanocyte antigen exposure is elevated and/or 
more accessible to T cells in vitiligo-affected hosts, and whether  
T cells require access to skin for sustained antigen exposure.

In the course of ongoing vitiligo, melanoma-specific memory  
T  cells  developed  characteristics  similar  to  those  previously 
observed in settings of chronic infection (8). Vitiligo-associated 
memory T cells exhibited a nonclassical TEM phenotype and were 
hyporesponsive to homeostatic cytokines. Similarly, in the model 
of chronic lymphocytic choriomeningitis virus (LCMV) infection, 
viral antigen–specific T cells are impaired in conversion to TCM and 
become dependent on antigen rather than cytokines for their pro-
liferative renewal (39). However, in contrast to chronic LCMV (32), 
antigen exposure in mice with vitiligo produced no evidence of  
T cell deletion or functional exhaustion even more than a year after 
surgery. This could be due to an environment of lower inflam-
mation in the context of autoimmune vitiligo as compared with 
LCMV infection. Limited TCR stimulation by self antigens could 
also play a role, as memory T cells that receive constant stimula-
tion by exogenously administered foreign peptide antigen become 
impaired in their tumoricidal function (40). Alternatively, memory 
in vitiligo-affected mice may more closely resemble responses in 
hosts with chronic gammaherpesvirus or Trypanosoma cruzi infec-
tion, wherein T cells maintain an effector memory phenotype, 
resist functional exhaustion (41), and can provide protection in 
the face of persisting antigen (42–44). While classical TEM cells are 
thought to convert to TCM cells with time (45), the ontogeny of vit-
iligo-associated memory T cells remains unclear, although a small 
TCM population may play a role in maintaining the response.

Memory T cell responses in unaffected hosts exhibited fewer 
parallels with chronic infection models. Rather, these cells resem-
bled classical memory cells with regard to the presence of both 
TEM and TCM subsets, and expression of IL-15R and IL-7R. Indeed,  
IL-15 has been shown to support memory phenotype CD8+ T cells 
recognizing self antigens (46), suggesting that these cells may 
be cytokine dependent. These pmel populations were extremely 
small but surprisingly functional in their ability to produce IFN-γ,  
TNF-α, and IL-2 and to mount a robust recall response to B16 
challenge. Accordingly, we did not detect PD-1 expression on pmel 
memory cells from unaffected mice more than 1 year following 
surgery (K.T. Byrne, unpublished observations), further suggest-
ing that these cells are non-exhausted. Rather, these cells may be 
present at frequencies that are too small for protective antitumor 
immunity in the periphery. This is consistent with a report that 

self antigen–specific memory CD8+ T cells can be generated and 
function protectively against infection, but that these cells persist 
at substantially reduced proportions compared with foreign anti-
gen–specific memory T cells (7). In contrast, upon priming with 
B16 tumors expressing the foreign antigen OVA, we observed the 
development of larger populations of TCM phenotype OT-1 cells. 
Thus, our studies reaffirm the existence of inherent barriers to the 
generation of vigorous, classical, TCM cell responses against tumor/
self antigens in vivo, even after tolerance is broken.

Surgical tumor excision may also play an  important role  in 
preventing memory T cell dysfunction in our model, as tumors 
themselves can exhaust T cell responses. Functionally suppres-
sive PD-1 has been observed on CD8+ T cells in a mouse model of 
chronic myelogenous leukemia (47) and on lymphocytes infiltrat-
ing human melanoma tumors (48). Similarly, LAG-3 expressed by 
T cells infiltrating mouse prostate tumors inhibits T cell function 
(6). The absence of exhaustion in our model following depletion 
of total CD4+ T cells was particularly unexpected, as the absence 
of CD4+ T cell help leads to dysfunction and exhaustion of CD8+  
T cells in hosts with persistent viral infections (49, 50). Our finding 
that vitiligo-affected hosts develop protective memory, and that 
unaffected hosts have small populations of functional memory, 
may suggest that T cell help provided before antibody treatment, 
and again after surgery, is sufficient in our model. However, future 
investigation into the importance of curative surgery and T cell 
help in the generation of T cell memory to tumors is warranted.

The relative contribution of different memory T cell populations 
to antitumor immunity has been a subject of ongoing debate (2, 
51). Studies of adoptive T cell therapy with in vitro primed pmel 
cells have shown that TCM are more effective than TEM cells on a 
per-cell basis. The present studies now highlight the importance 
of robust TEM populations (Figure 7). We identified small popu-
lations of TCM cells in unaffected mice, which expanded rapidly 
upon reencounter with melanoma cells, but did not provide sus-
tained tumor protection. In contrast, high frequencies of anti-
gen-specific TEM cells were readily generated in hosts with vitiligo. 
These cells demonstrated a more modest recall capacity, but were 
present in peripheral tissues and associated with stronger, more 
durable tumor protection in the dermis and the lungs. Our find-
ings do not directly contradict reports of TCM being more potent 
on a per-cell basis, but rather reaffirm that large TEM populations, 
which can clearly be generated in vivo, may also be protective. The 
concept that recent antigen stimulation arms T cells for tumor cell 
clearance is also consistent with the finding that pmel TEM cells are 
more effective at clearing melanomas after recent reexposure to 
antigen ex vivo (52). It remains to be seen whether the induction 
of vitiligo could restore protective TEM responses to vitiligo-unaf-
fected hosts and, similarly, whether TCM cells used for adoptive cell 
therapy acquire TEM characteristics in vivo, upon exposure to the 
profound vitiligo that such therapy causes (23).

A comparison between T cell responses in melanoma patients 
having and lacking vitiligo has not yet been reported, perhaps 
because of the low incidence of spontaneous melanoma-associ-
ated vitiligo in humans (9). In a group of vaccinated, disease-free 
melanoma patients without vitiligo, gp100-specific CD8+ memory  
T cells comprised both TCM and TEM subsets (53), which is con-
sistent with our findings in unaffected hosts. The present stud-
ies now underscore the importance of evaluating the presence or 
absence of vitiligo in future studies. In our studies we observed 
variability in T cell priming among mice, as well as an incomplete 
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incidence of vitiligo. Reasons for this variability in genetically 
identical mice remain unknown, but may reflect stochastic effects 
and/or environmental influences. In humans, a recent genome-
wide association study has identified multiple susceptibility loci 
for vitiligo (54). Whether the spontaneous development of viti-
ligo, or even the deliberate induction of vitiligo, could drive larger, 
more activated memory T cell populations in melanoma patients 
remains to be seen. Based on our model, the decades-old idea of 
inducing vitiligo following primary melanoma excision (55) could 
have renewed promise in combination with clinical therapies to 
initially overcome Treg-mediated suppression.

In summary, these studies elucidate key requirements for the 
generation of durable and protective memory T cell responses 
to tumor-expressed self antigens. Autoimmune tissue destruc-
tion supports a nonclassical, but long-lived and functional CD8+ 
memory T cell response to cancer. Thus, whenever the loss of the 
normal tissue counterpart of a tumor is clinically acceptable, the 
development of autoimmunity should be considered highly ben-
eficial. We propose that vitiligo should henceforth be considered 
both an effect and a cause of robust immunity to melanoma.

Methods
Mice and tumor cell lines. C57BL/6 mice (5–6 weeks old) were obtained from 
Charles River Laboratories or The  Jackson Laboratory. Pmel-1  (pmel) 
mice expressing a transgenic TCR specific for gp10025–33 in the context of  
H-2Db, on a congenic Thy1.1+ background, were a gift from Nicholas Res-
tifo (National Cancer Institute, Bethesda, Maryland, USA). OT-1 mice 
(expressing a TCR recognizing OVA257–264 in the context of H-2Kb) on a con-
genic Ly5.2+ background and homozygous C57BL/6-KitW-sh (Wsh) mice were 
purchased from The Jackson Laboratory. Pmel, OT-1, and Wsh strains were 
bred and maintained in the specific pathogen–free animal facility at Dart-
mouth Medical School. Wsh bone marrow chimeras were made as described 
in Supplemental Figure 9. Male and female mice were used at 6–12 weeks of 
age. Experiments were performed according to a protocol approved by the 
Institutional Animal Care and Use Committee of Dartmouth College.

The B16-F10 (B16) mouse melanoma cell line was originally obtained 
from Isaiah Fidler (MD Anderson Cancer Center, Houston, Texas, USA) 
and passaged i.d. in C57BL/6 mice 7 times to ensure reproducible growth. 
The MO4 (B16-OVA) melanoma cell line expressing full-length OVA was 
provided by Alan Houghton (Memorial Sloan-Kettering Cancer Center, 
New York, New York, USA). Cell lines were tested by using the Infectious 
Microbe PCR Amplification Test (IMPACT) and authenticated by the 
Research Animal Diagnostic Laboratory (RADIL) at the University of Mis-
souri. Tumor cells were cultured in RPMI containing 7.5% FBS and inocu-
lated into mice only if viability exceeded 96%.

mAbs and peptides.  Antibody-producing  hybridoma  cell  lines  were 
obtained from ATCC. Depleting anti-CD4 (clone GK1.5) and anti-CD8 
(clone 2.43) were produced as bioreactor supernatants and administered 
in doses i.p of 250 μg. Greater than 95% depletion of target T cell popu-
lations was confirmed by flow cytometry. Peptides (>80% purity) were 
obtained from New England Peptide: TRP-2/DCT180–188 (SVYDFFVWL), 
gp10025–33 (EGSRNQDWL), and OVA257–264 (SIINFEKL). H-Y Uty246–254 
(WMHHNMDLI) was from Pi Proteomics.

Induction of post-surgical tumor immunity. Tumors were generated by i.d. 
inoculation of 1.0 × 105 to 1.5 × 105 live B16 cells or 7.5 × 105 live B16-OVA 
cells. Primary tumors were inoculated in the right flank, and CD8+ T cell 
responses to the tumor were induced by treatment with anti-CD4 mAb on 
days 4 and 10 after tumor cell inoculation, as previously described (5, 19). 
Tumor diameters were measured 3 times weekly using calipers. Primary 
tumors were surgically excised from skin, with negative boundaries, on day 

12 after tumor cell inoculation. Spontaneous tumor metastasis was not 
observed with this B16 subline, and mice with recurrent primary tumors 
following surgery (<5%) were removed from the study. Only mice that 
developed primary tumors (>95%) were used in subsequent analyses.

Tumor challenge. For i.d. tumor challenge, 1.2 × 105 live B16 cells were 
inoculated in the left flank either 30 or 60 days after surgery. Tumor diam-
eters were measured 3 times weekly, and mice were euthanized when tumor 
diameters reached 10 mm. For i.v. challenge, 1.2 × 105 live B16 cells were 
injected in the tail vein. Mice were sacrificed 21 days later and analyzed for 
the number of pigmented surface lung metastases. To determine T cell 
recall capacity, we inoculated mice with 1.2 × 105 live B16 cells on the left 
flank and euthanized them 6 days later, and CD8+ T cell responses were 
assessed by flow cytometry or ELISPOT as described below.

Autoimmune depigmentation. Vitiligo, observed as the outgrowth of white 
fur, was assessed at least once weekly following primary tumor excision. 
Depigmentation was designated “local” if it was confined to the right flank 
from which the primary tumor had been excised or “disseminated” if it was 
observed in sites beyond the right flank.

IFN-γ ELISPOT. IFN-γ ELISPOT (Mabtech) was performed as previously 
described (19, 56). Briefly, CD8+ T cells from pooled spleens or inguinal 
lymph nodes were purified using anti-CD8 MACS magnetic beads (Mil-
tenyi Biotec), or CD8+ T cells were isolated from individual tumor-drain-
ing lymph nodes on the day of surgery using an EasySep CD8 selection 
kit (StemCell). CD8+ T cells were then plated at a 10:1 ratio with irradi-
ated B16 cells or irradiated EL-4 thymoma cell targets (ATCC) that had 
been pulsed with 1 μg/ml of MHC-I–restricted peptide epitopes including  
TRP-2180–188, gp10025–33, OVA257–264, and H-Y Uty246–254 (either OVA257–264 or 
H-Y Uty246–254, referred to as irrelevant peptide where appropriate) as tar-
gets. Cells were incubated for 20 hours at 37°C prior to development with 
aminoethylcarbazole chromogen. Spots were counted using an automated 
ELISPOT reader system with KS 4.3 software (Zeiss). OVA vaccination and 
recall responses were determined as described in Supplemental Methods.

Adoptive transfer and monitoring of pmel and OT-1 T cell responses. CD8+  
T cells were magnetically purified using anti-CD8 MACS beads (Miltenyi 
Biotec) from combined lymph nodes and spleens of 6- to 8-week-old naive 
Thy1.1+ pmel mice (23) or Ly5.2+ OT-1 mice and adoptively transferred at 
a dose of 104 cells/mouse 1 day before primary tumor inoculations. For 
the analysis of primary T cell responses without sacrificing mice, blood 
was acquired via retro-orbital bleeding, or tumor-draining lymph nodes 
were removed on the day of surgical tumor excision. At various time points 
after surgery, mice were euthanized and inguinal lymph nodes, spleens, 
and/or lungs were harvested. Lymphoid tissues were mechanically dissoci-
ated; lungs were minced and incubated in collagenase/liberase at 37°C for 
1 hour and then subjected to Percoll gradient to isolate lymphocytes. Cell 
suspensions were stained with combinations of the following antibodies: 
CD8-PerCP (clone 53-6.7; BioLegend); Thy1.1-PE, -APC, or –PE-Cy7 (clone 
H1S51; eBioscience); Ly5.2-APC (clone A20; BD Biosciences — Pharmin-
gen), CD44-FITC, -APC, or –APC-Cy7 (clone IM7; BioLegend); CD62L-
FITC, -APC, or –PE-Cy7 (clone MEL-14; BioLegend); CD122-FITC (clone 
TM-b1; BioLegend); CD127-APC (clone A7R34; eBioscience); CD69-FITC 
(clone HI.2F3; BD Biosciences — Pharmingen); LAG-3–Alexa Fluor 488 
(clone C9B7W; AbD Serotec); and PD-1–PE (clone RMPI-30; BioLegend). 
Flow cytometry was performed on a FACSCalibur or FACSCanto (BD), and 
data were analyzed using FlowJo software (version 8.1, Tree Star).

Intracellular cytokine staining. Mice received adoptive transfer of 1 × 104 
CD8+ pmel cells 1 day prior to tumor cell inoculation and treatment. At 
various time points after surgical tumor excision, lymphocyte samples 
from spleens and lymph nodes were aliquoted into 96-well plates, and 
mouse gp10025–33 or OVA257–264 (irrelevant) peptide was added to a final 
concentration of 1 μg/ml. IL-2 (10 U/ml) and brefeldin A (10 μg/ml) were 
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added immediately, and cells were incubated for 5 hours at 37°C. Follow-
ing incubation, cells were washed and stained with antibodies against CD8 
and Thy1.1 and then fixed, permeabilized, and stained intracellularly with 
the following antibodies: IFN-γ–PE (clone XMG1.2; BioLegend), IL-2–APC 
(clone JES6-5H4; BioLegend), and TNF-α–FITC (clone MP6-XT22; Bio-
Legend). Flow cytometry was performed as described above.

RT-PCR analysis of Tyr mRNA levels. B16 cells or tissues (flank skin, facial 
skin, or liver) were dissociated by homogenization with a Polytron homog-
enizer or BeadBeater (Biospec Products) (eye). RNA was isolated using a 
Stratagene RNA Isolation Kit. cDNA synthesis and PCR reaction were 
performed using Superscript III reverse transcriptase (Invitrogen). Primers 
for Tyr were forward: 5′-CCTAACTTACTCAGCCCAGC-3′ (aa 778–797), 
reverse: 5′-AGAGCGGTATGAAAGGAACC-3′ (aa 1,278–1,297), as previ-
ously reported (25). The PCR products were run on a 1%–2% agarose gel 
using a 1 Kb Plus Ladder (Invitrogen), and then imaged using a Bio-Rad 
Gel Dock EQ. Histological eye examinations were performed as described 
in Supplemental Methods.

DNA plasmid constructs and injections.  Mouse  gp100  cloned  into  the 
pCDNA3.1+ plasmid was a gift from Alan Houghton. Plasmid DNA was 
produced in E. coli and purified by Maxiprep (QIAGEN). To drive exoge-
nous expression of gp100 in Wsh mice, 20 μg DNA encoding gp100 or control 
empty vector was injected i.m. into each tibialis anterior muscle on days 0, 
7, 14, 21, and 28 following surgery. Mice were then sacrificed on day 30 for 
analysis of memory T cell responses.

Adoptive transfer of T cells primed in Wsh mice. Wsh donor mice received adop-
tive transfer of 104 naive pmel cells on day –1 and were then inoculated 
with tumor and treated with anti-CD4 as shown in Figure 1A. On day 12 
of tumor growth, CD8+ T cells (including pmel cells) were magnetically 
purified from inguinal lymph nodes and spleens of donors and adoptively 
transferred i.v. into treatment-matched wild-type or Wsh recipients lacking 
pmel cells. Recipients were monitored for depigmentation, and pmel mem-
ory T cell populations were analyzed 30 days later, as described above.

In vitro IL-15 and IL-7 proliferation assay. Thirty days after surgical tumor 
excision,  vitiligo-affected  mice  were  euthanized,  and  CD8+  effectors 
were isolated from inguinal lymph nodes via anti-CD8 MACS magnetic 
bead separation (Miltenyi Biotec). After labeling with the proliferation 
dye PKH-26, CD8+ T cells were plated at 5 × 105 cells/well in a 96-well 
plate  in T cell medium (7.5% FBS/40 μM β-mercaptoethanol/10 mM 
HEPES/1% penicillin/streptomycin/1% MEM non-essential amino acid 

solution/RPMI) containing 125 ng/ml IL-7 or IL-15 (eBioscience). Media 
and cytokines were replaced after 3 days. On day 5, samples were washed, 
stained with antibodies to CD8, Thy1.1, and CD44, and analyzed by flow 
cytometry as described above.

In vitro activated control. To generate a positive control for CD69, LAG-3, 
and PD-1 staining, we cultured naive splenocytes from a pmel mouse for  
3 days in T cell media with phytohemagglutinin (PHA, 3 μg/ml final con-
centration). Cells were then washed and stained with antibodies against 
CD8, Thy1.1, CD44, CD62L, PD-1, and LAG-3 or CD69 and analyzed by 
flow cytometry as described above.

Statistics. Statistical differences in tumor-free survival were determined 
by log-rank analysis of Kaplan-Meier data, pooled over strata. Statistical 
differences between groups analyzed by ELISPOT or flow cytometry were 
determined by unpaired, 2-tailed Student’s t test. A paired Student’s t test 
was used for comparisons between relevant and irrelevant peptide–specific 
responses in the intracellular cytokine staining analysis. For experiments 
involving a comparison between 3 distinct groups (e.g., unaffected, vitiligo, 
and Wsh mice), 1-way ANOVA with Bonferroni post-tests was employed.  
P values of 0.05 or less were considered significant.

Acknowledgments
Support  for  this  work  was  provided  by  the  NIH  (grants  R01 
CA120777  and  P20  RR  16437  COBRE  to  M.J.  Turk)  and  the 
Melanoma Research Foundation (New Investigator Award to M.J. 
Turk). K.T. Byrne was supported by the NIH (T32 A107363), A.L. 
Côté was supported by a Rosaline Borison Fellowship (Dartmouth 
Medical School), and M.S. Ernstoff was supported by NIH R01 
CA095648. The authors thank José Guevara Patiño, Randy Noelle, 
Jake Reder, and Maren Speck for their thoughtful input. We also 
thank Andrea Boni for pathological evaluation of eye tissues and 
Laurie Horne Maxham for assistance with mouse colonies.

Received for publication August 20, 2010, and accepted in revised 
form February 9, 2011.

Address correspondence to: Mary Jo Turk, Dartmouth-Hitchcock 
Medical Center, One Medical Center Drive, Rubin Building, HB 
7937, Lebanon, New Hampshire 03756, USA. Phone: 603.653.3549; 
Fax: 603.653.9952; E-mail: mary.jo.turk@dartmouth.edu.

  1. Cote AL, Usherwood EJ, Turk MJ. Tumor-specific 
T-cell memory: clearing the regulatory T-cell hur-
dle. Cancer Res. 2008;68(6):1614–1617.

  2. Klebanoff CA, Gattinoni L, Restifo NP. CD8+ T-cell 
memory in tumor immunology and immunothera-
py. Immunol Rev. 2006;211:214–224.

  3. Gattinoni L, et al. Wnt signaling arrests effector T 
cell differentiation and generates CD8+ memory 
stem cells. Nat Med. 2009;15(7):808–813.

  4. Klebanoff CA, et al. Central memory self/tumor-
reactive CD8+ T cells confer superior antitumor 
immunity compared with effector memory T cells. 
Proc Natl Acad Sci U S A. 2005;102(27):9571–9576.

  5. Zhang P, Cote AL, de Vries VC, Usherwood EJ, Turk 
MJ. Induction of postsurgical tumor immunity and 
T-cell memory by a poorly immunogenic tumor. 
Cancer Res. 2007;67(13):6468–6476.

  6. Grosso JF, et al. LAG-3 regulates CD8+ T cell accu-
mulation  and  effector  function  in  murine  self- 
and tumor-tolerance systems. J Clin Invest. 2007; 
117(11):3383–3392.

  7. Turner MJ, Jellison ER, Lingenheld EG, Puddington 
L, Lefrancois L. Avidity maturation of memory CD8 
T cells is limited by self-antigen expression. J Exp 
Med. 2008;205(8):1859–1868.

  8. Kim PS, Ahmed R. Features of responding T cells 

in cancer and chronic infection. Curr Opin Immunol. 
2010;22(2):223–230.

  9. Quaglino P, et al. Vitiligo is an independent favour-
able prognostic factor in stage III and IV metastatic 
melanoma patients: results from a single-institu-
tion hospital-based observational cohort study. 
Ann Oncol. 2010;21(2):409–414.

  10. Bystryn JC, Rigel D, Friedman RJ, Kopf A. Prognos-
tic significance of hypopigmentation in malignant 
melanoma. Arch Dermatol. 1987;123(8):1053–1055.

  11. Nordlund JJ, Kirkwood JM, Forget BM, Milton G, 
Albert DM, Lerner AB. Vitiligo  in patients with 
metastatic melanoma: a good prognostic sign. J Am 
Acad Dermatol. 1983;9(5):689–696.

  12. Gogas H, et al. Prognostic significance of autoim-
munity during treatment of melanoma with inter-
feron. N Engl J Med. 2006;354(7):709–718.

  13. Phan GQ, et al. Cancer regression and autoimmunity 
induced by cytotoxic T lymphocyte-associated anti-
gen 4 blockade in patients with metastatic melanoma. 
Proc Natl Acad Sci U S A. 2003;100(14):8372–8377.

  14. Hodi FS, et al. Improved survival with ipilimumab 
in patients with metastatic melanoma. N Engl J 
Med. 2010;363(8):711–723.

  15. Le Gal FA, et al. Direct evidence to support the role of 
antigen-specific CD8(+) T cells in melanoma-associat-

ed vitiligo. J Invest Dermatol. 2001;117(6):1464–1470.
  16. Jacobs JF, et al. Vaccine-specific local T cell reactiv-

ity in immunotherapy-associated vitiligo in mela-
noma patients. Cancer Immunol Immunother. 2009; 
58(1):145–151.

  17. Uchi H, et al. Unraveling the complex relationship 
between cancer immunity and autoimmunity: les-
sons from melanoma and vitiligo. Adv Immunol. 2006; 
90:215–241.

  18. Lengagne R, et al. Spontaneous vitiligo in an animal 
model for human melanoma: role of tumor-specific 
CD8+ T cells. Cancer Res. 2004;64(4):1496–1501.

  19. Turk MJ, Guevara-Patino JA, Rizzuto GA, Engel-
horn ME, Sakaguchi S, Houghton AN. Concomi-
tant tumor immunity to a poorly immunogenic 
melanoma is prevented by regulatory T cells. J Exp 
Med. 2004;200(6):771–782.

  20. Engelhorn ME, et al. Autoimmunity and tumor 
immunity induced by immune responses to muta-
tions in self. Nat Med. 2006;12(2):198–206.

  21. van Elsas A, Hurwitz AA, Allison JP. Combination 
immunotherapy of B16 melanoma using anti-cyto-
toxic T lymphocyte-associated antigen 4 (CTLA-4) 
and granulocyte/macrophage colony-stimulating 
factor (GM-CSF)-producing vaccines induces rejec-
tion of subcutaneous and metastatic tumors accom-



research article

	 The	Journal	of	Clinical	Investigation      http://www.jci.org      Volume 121      Number 5      May 2011  1809

panied by autoimmune depigmentation. J Exp Med. 
1999;190(3):355–366.

  22. Ji Q, Gondek D, Hurwitz AA. Provision of granu-
locyte-macrophage  colony-stimulating  factor 
converts an autoimmune response to a self-anti-
gen into an antitumor response. J Immunol. 2005; 
175(3):1456–1463.

  23. Overwijk WW, et al. Tumor regression and auto-
immunity after reversal of a functionally tolerant 
state of self-reactive CD8+ T cells. J Exp Med. 2003; 
198(4):569–580.

  24. Cable J, Jackson IJ, Steel KP. Mutations at the W locus 
affect survival of neural crest-derived melanocytes in 
the mouse. Mech Dev. 1995;50(2–3):139–150.

  25. Schreurs MW, de Boer AJ, Schmidt A, Figdor CG, 
Adema GJ. Cloning, expression and tissue distribu-
tion of the murine homologue of the melanocyte 
lineage-specific antigen gp100. Melanoma Res. 1997; 
7(6):463–470.

  26. Brouwenstijn N, et al. Transcription of the gene 
encoding melanoma-associated antigen gp100 in 
tissues and cell lines other than those of the melano-
cytic lineage. Br J Cancer. 1997;76(12):1562–1566.

  27. Soucek L, Lawlor ER, Soto D, Shchors K, Swigart 
LB, Evan GI. Mast cells are required for angiogenesis 
and macroscopic expansion of Myc-induced pancre-
atic islet tumors. Nat Med. 2007;13(10):1211–1218.

  28. Grimbaldeston MA, Chen CC, Piliponsky AM, Tsai 
M, Tam SY, Galli SJ. Mast cell-deficient W-sash c-kit 
mutant Kit W-sh/W-sh mice as a model for investi-
gating mast cell biology in vivo. Am J Pathol. 2005; 
167(3):835–848.

  29. Perales MA, et al. GM-CSF DNA induces specific 
patterns of cytokines and chemokines in the skin: 
implications for DNA vaccines. Cytokines Cell Mol 
Ther. 2002;7(3):125–133.

  30. Shin H, Wherry EJ. CD8 T cell dysfunction dur-
ing  chronic  viral  infection.  Curr Opin Immunol. 
2007;19(4):408–415.

  31. Wherry EJ, Blattman JN, Murali-Krishna K, van 
der Most R, Ahmed R. Viral persistence alters CD8 
T-cell immunodominance and tissue distribution 
and results in distinct stages of functional impair-
ment. J Virol. 2003;77(8):4911–4927.

  32. Blackburn SD, et al. Coregulation of CD8+ T cell 
exhaustion by multiple inhibitory receptors dur-
ing chronic viral  infection.  Nat Immunol. 2009; 

10(1):29–37.
  33. Goldman L, Wilson RG, Glasgow R, Richfield R. Per-

ilesional leucoderma in metastatic melanoma. The 
use of the Wood’s light for early detection of this rare 
reaction. Acta Derm Venereol. 1967;47(5):369–372.

  34. Burdick KH, Hawk WA. Vitiligo in a case of vaccinia 
virus-treated melanoma. Cancer. 1964;17:708–712.

  35. Lengagne R, et al. Distinct role for CD8 T cells 
toward cutaneous tumors and visceral metastases. 
J Immunol. 2008;180(1):130–137.

  36. Daniels GA, et al. A simple method to cure estab-
lished tumors by inflammatory killing of normal 
cells. Nat Biotechnol. 2004;22(9):1125–1132.

  37. Sanchez-Perez L, et al. Killing of normal melano-
cytes, combined with heat shock protein 70 and 
CD40L expression, cures large established melano-
mas. J Immunol. 2006;177(6):4168–4177.

  38. van den Boorn JG, et al. Effective melanoma immu-
notherapy in mice by the skin-depigmenting agent 
monobenzone and the adjuvants imiquimod and 
CpG. PLoS One. 2010;5(5):e10626.

  39. Wherry EJ, Barber DL, Kaech SM, Blattman JN, 
Ahmed R. Antigen-independent memory CD8 T 
cells do not develop during chronic viral infection. 
Proc Natl Acad Sci U S A. 2004;101(45):16004–16009.

  40. den Boer AT, van Mierlo GJ, Fransen MF, Melief 
CJ, Offringa R, Toes RE. The tumoricidal activity 
of memory CD8+ T cells is hampered by persistent 
systemic antigen, but full functional capacity is 
regained in an antigen-free environment. J Immu-
nol. 2004;172(10):6074–6079.

  41. Evans  AG,  Moser  JM,  Krug  LT,  Pozharskaya  V, 
Mora AL, Speck SH. A gammaherpesvirus-secreted 
activator of Vbeta4+ CD8+ T cells regulates chronic 
infection and immunopathology. J Exp Med. 2008; 
205(3):669–684.

  42. Obar JJ, Fuse S, Leung EK, Bellfy SC, Usherwood 
EJ. Gammaherpesvirus persistence alters key CD8 
T-cell memory characteristics and enhances antivi-
ral protection. J Virol. 2006;80(17):8303–8315.

  43. Cush SS, Anderson KM, Ravneberg DH, Weslow-
Schmidt  JL,  Flano  E.  Memory  generation  and 
maintenance of CD8+ T cell function during viral 
persistence. J Immunol. 2007;179(1):141–153.

  44. Martin DL, Tarleton RL. Antigen-specific T cells 
maintain an effector memory phenotype during 
persistent Trypanosoma cruzi infection. J Immunol. 

2005;174(3):1594–1601.
  45. Daniels MA, Teixeiro E. The persistence of T cell 

memory. Cell Mol Life Sci. 2010;67(17):2863–2878.
  46. Itsumi M, Yoshikai Y, Yamada H.  IL-15  is criti-

cal for the maintenance and innate functions of 
self-specific CD8(+) T cells. Eur J Immunol. 2009; 
39(7):1784–1793.

  47. Mumprecht S, Schurch C, Schwaller J, Solenthaler 
M, Ochsenbein AF. Programmed death 1 signaling 
on chronic myeloid leukemia-specific T cells results 
in T-cell exhaustion and disease progression. Blood. 
2009;114(8):1528–1536.

  48. Ahmadzadeh M, et al. Tumor antigen-specific CD8 
T cells infiltrating the tumor express high levels of 
PD-1 and are functionally impaired. Blood. 2009; 
114(8):1537–1544.

  49. Barber DL, et al. Restoring function in exhausted 
CD8 T cells during chronic viral infection. Nature. 
2006;439(7077):682–687.

  50. Frank GM, Lepisto AJ, Freeman ML, Sheridan BS, 
Cherpes TL, Hendricks RL. Early CD4(+) T cell 
help prevents partial CD8(+) T cell exhaustion and 
promotes maintenance of Herpes Simplex Virus 1 
latency. J Immunol. 2010;184(1):277–286.

  51. Perret R, Ronchese F. Memory T cells  in cancer 
immunotherapy:  which  CD8  T-cell  population 
provides the best protection against tumours? Tis-
sue Antigens. 2008;72(3):187–194.

  52. Klebanoff CA, Yu Z, Hwang LN, Palmer DC, Gat-
tinoni L, Restifo NP. Programming tumor-reactive 
effector memory CD8+ T cells in vitro obviates the 
requirement for in vivo vaccination. Blood. 2009; 
114(9):1776–1783.

  53. Walker EB, et al. Phenotype and functional char-
acterization of long-term gp100-specific memory 
CD8+ T cells  in disease-free melanoma patients 
before and after boosting immunization. Clin Cancer 
Res. 2008;14(16):5270–5283.

  54. Jin Y, et al. Variant of TYR and autoimmunity sus-
ceptibility loci in generalized vitiligo. N Engl J Med. 
2010;362(18):1686–1697.

  55. Lerner AB, Nordlund JJ. Should vitiligo be induced 
in patients after resection of primary melanoma. 
Arch Dermatol. 1977;113(4):421.

  56. Scheibenbogen C, et al. Analysis of the T cell response 
to tumor and viral peptide antigens by an IFNgam-
ma-ELISPOT assay. Int J Cancer. 1997;71(6):932–936.


