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Introduction

The two major subsets of peripheral T cells express either 
the CD4 or CD8 coreceptor molecules. CD4-expressing 
cells constitute MHC class II-restricted helper T cells, 
while CD8-expressing T cells represent MHC class 
I-restricted cytotoxic T cells. CD4+ and CD8+ T cells 
develop in the thymus from so-called double-positive (DP) 
thymocytes that express both CD4 and CD8. Since the 
helper T cell phenotype is linked with CD4 expression and 
since cytotoxic T cells express CD8, it was hypothesized 
that the regulation of coreceptor gene expression is closely 
interconnected with CD4/CD8 cell-fate choice of DP thy-
mocytes. Therefore, the characterization of the molecular 
details of how the expression of CD4 and CD8 is regulated 
was a promising approach to also obtain insight into the 
regulation of CD4/CD8 cell-fate choice. Indeed, the identi-
fication of the cis-regulatory networks driving Cd4 and Cd8 
and the isolation of transcription factors regulating their 
expression provided not only fundamental insight into tran-
scriptional control mechanisms during T cell development 
but also led to the identification of important members of 
the transcription factor network regulating cell-fate choice 
of DP thymocytes.

In this review, we first provide a brief overview about 
T cell development and CD4/CD8 cell-fate choice of DP 
thymocytes. We then describe the major cis-regulatory ele-
ments known to direct Cd4, Cd8a, and Cd8b1 gene expres-
sion during T cell development and in peripheral T cells. 
Moreover, we present the transcription factors implicated 
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in the regulation of coreceptor gene expression and dis-
cuss how these transcription factors are integrated into the 
transcription factor network that regulates CD4/CD8 cell-
fate decision of DP thymocytes. Finally, we discuss recent 
advances in the three-dimensional control of nuclear posi-
tioning and interchromosomal interaction between the Cd4 
and Cd8 loci. For a detailed in-depth description about the 
initial characterization of the various Cd4 and Cd8 cis-reg-
ulatory elements including the promoter regions, we refer 
to a previously published review [1].

T cell development and models of CD4/CD8 lineage 
commitment

The two major subsets of peripheral T cells express either 
the CD4 or the CD8 coreceptor molecules. CD4+ cells 
express a T cell receptor (TCR) specific for MHC class II 
and constitute the helper T cell population, while CD8+ 
T cells (which usually express CD8 molecules formed by 
heterodimers of the CD8α and CD8β chains encoded by 
the Cd8a and Cd8b1 genes, respectively) express a TCR 
specific for MHC class I and represent the cytotoxic T 
cell pool. T cells develop in the thymus and the genera-
tion of CD4+ and CD8+ T cells is probably one of the best 
described developmental systems in mammals. During T 
cell development, the expression of CD4 and CD8 corecep-
tors is dynamically regulated and linked to the generation 
of helper and cytotoxic T cells. Based on the expression 
of CD4 and CD8, four major developmental stages of T 
cells can be distinguished (Fig.  1). So-called double-neg-
ative (DN) thymocytes that neither express CD4 nor CD8 
define the earliest stages of developing thymocytes. At 
the DN stage, which can be further subdivided according 
the expression of CD44 and CD25, it is decided whether 
T cells develop towards the αβTCR or γδTCR T cell line-
age. For cells committed to the αβT cell lineage, only those 
that have generated a functional TCRβ chain as a conse-
quence of productive VDJ recombination of the Tcrb locus 
will proliferate and expand (the “β-selection” checkpoint), 
start to express CD8 and then CD4 and hence progress to 
CD4+CD8+ double-positive stage (DP) thymocytes. Dur-
ing the transition from the DN to the DP stage, cells also 
initiate the recombination of the Tcra chain locus, lead-
ing to the expression of a functional αβTCR complex on 
DP cells. At the DP stage, thymocytes undergo positive/
negative selection events and CD4/CD8 cell-fate choice, 
resulting in the generation of CD4 and CD8 single-positive 
(SP) thymocytes that eventually exit the thymus to consti-
tute the peripheral T cell pool. CD4 and CD8 contribute 
to this selection process by influencing the avidity of the 
TCR-self-peptide/MHC interaction, since CD4 and CD8 
bind to the membrane-proximal invariant domains of the 

MHC class II and class I molecules, respectively [2, 3] and 
thus function as coreceptors. In addition, they influence the 
signaling function of the ligated TCR complex, since CD4 
and CD8α bind to Lck (although with different affinities) 
via their cytoplasmic domains [4, 5]. The importance of the 
CD4 and CD8 coreceptor molecules is also demonstrated 
by the fact that CD4 or CD8-deficient mice have severely 
impaired helper or cytotoxic T cell development, respec-
tively [6–8]. The positive/negative selection processes at 
the DP stage ensure the generation of a functional periph-
eral T cell pool with a diverse and broad specificity against 
foreign antigens presented by MHC molecules while 
potentially autoreactive T cells are deleted. For excellent 
and detailed reviews about several aspects of T cell devel-
opment, we refer the reader to [9–12].

It was long-debated whether the TCR ligation in DP thy-
mocytes by MHC at the onset of positive selection induces 
an instructive or a stochastic-selective signal that regulates 
CD4/CD8 cell-fate choice [13–16]. Experimental data 
supporting the “instructive model” of CD4/CD8 cell-fate 
decision suggested that TCR-MHC signals might quantita-
tively and/or qualitatively differ (in strength and duration) 
between MHC class II-signaled and MHC class I-signaled 

Fig. 1   Simplified model of T cell development. Four major develop-
mental stages of thymocytes can be distinguished based on CD4 and 
CD8 coreceptor expression: DN (CD4−CD8−), DP (CD4+CD8+), 
CD4SP (CD4+CD8−), and CD8SP (CD4−CD8+) thymocytes. DN 
cells develop into DP cells, which mature into CD4 and CD8SP thy-
mocytes. At the onset of positive selection, DP thymocytes transcrip-
tionally shut down CD8 expression, independently of whether they 
received MHC class I or class II signals. This results in the appearance 
of intermediate CD4+CD8lo cells. According to the “kinetic signaling 
model”, CD4+CD8lo cells expressing a MHC class II-restricted TCR 
have persisting TCR signaling and develop towards the CD4 helper 
T cell lineage (CD4SP). If CD4+CD8lo cells express a MHC class 
I-restricted TCR, then TCR signaling is interrupted (due to the down-
regulation of CD8). As a consequence, CD4+CD8lo cells become sus-
ceptible to common cytokine receptor γ chain signaling (induced by 
IL-7 and Il-15), which leads to their specification into the CD8 cyto-
toxic T cell (CD8SP) lineage accompanied with to the cessation of 
CD4 expression and the re-expression of CD8 (“coreceptor reversal”) 
(dashed arrow). See text for more details. Adapted from [17]
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DP cells leading to termination of inappropriate coreceptor 
gene expression. However, data supporting the “stochastic-
selective model” suggested that the initial lineage decision 
of DP thymocytes, characterized by the down-regulation 
of either CD4 or CD8, occurs independently of the MHC 
specificity (i.e., randomly) of the TCR expressed on DP 
thymocytes and is followed by a proof-reading mechanism 
that ensures that the T cell lineage matches the MHC-spec-
ificity of the TCR. A comprehensive overview of the vari-
ous models and the experimental data supporting/conflict-
ing them has been recently provided [17]. New insight into 
how CD4/CD8 cell-fate choice is regulated came from the 
observation that the kinetic of CD4 and CD8 expression 
in DP thymocytes is different in response to TCR–MHC 
interactions [18]. It has been shown that MHC-signaled 
DP thymocytes transcriptionally shut off Cd8 but not Cd4 
gene expression, independent of whether DP cells received 
an MHC class I or class II signal [18]. The down-regula-
tion of CD8 leads to the appearance of CD4+CD8lo thy-
mocytes, a key population of lineage uncommitted cells 
with the potential to develop towards either CD4 or CD8 
lineage T cells [19, 20]. According to the “kinetic signal-
ing model” proposed by Singer and colleagues [17, 18], 
CD4+CD8lo cells expressing an MHC class II-restricted 
TCR continue to signal via their TCR, since the down-reg-
ulation of CD8 in MHC class II-signaled DP thymocytes 
does not interfere with the duration/strength of CD4/TCR-
MHC class II engagement, leading to the development of 
CD4 lineage T cells. In contrast, for thymocytes express-
ing a TCR specific for MHC class I, the down-regulation 
of CD8 leads to an interruption of CD8/TCR-MHC class 
I signals. As a consequence of the cessation of TCR sig-
nals, CD4+CD8lo cells become susceptible to common 
cytokine receptor γ chain (γc) signaling induced by IL-7 

as well as IL-15, which is essential for the specification 
of the CD8 lineage fate [21, 22]. CD8 lineage specifica-
tion of CD4+CD8lo cells is accompanied by the termina-
tion of Cd4 gene expression and the re-initiation of Cd8 
gene expression, a process termed “coreceptor reversal” 
(Fig.  1) [18]. Recently, the importance of the kinetic of 
Cd4 and Cd8 gene expression has been elegantly dem-
onstrated by generating knock-in mice in which the Cd4 
gene was inserted into the Cd8a gene locus [23]. In these 
mice, MHC-signaled DP cells transiently down-regulated 
CD4 expression, and as a consequence, TCR-MHC class 
II signaling is interrupted. Indeed, as predicted from the 
kinetic signaling model, this led to the development of 
MHC class II-restricted CD4+ T cells with cytotoxic T cell 
properties. This demonstrates that thymocytes express-
ing CD4 with the kinetic of CD8 develop into cytotoxic T 
cells, thus providing convincing evidence that the kinetic 
of coreceptor gene expression is critical for CD4/CD8 lin-
eage choice.

Cis‑regulatory elements controlling Cd4 gene 
expression

The murine Cd4 locus maps within an 80-kb region on 
mouse chromosome 6 and shares a similar exon/intron 
structure with its human counterpart that is located on 
human chromosome 12. The mapping of DNase I hyper-
sensitivity sites (DHS) around the murine Cd4 locus and 
the subsequent testing of genomic fragments containing 
DHS for enhancer activity in a large number of transgenic 
reporter expression assays has led to the identification of 
several cis-regulatory elements that direct the expres-
sion of CD4 during T cell development [24–27]. These 

Fig. 2   Map of the Cd4 gene locus. The upper panel shows the Cd4 
gene locus and the horizontal arrow indicates the transcriptional 
orientation of the Cd4 gene. Vertical black and open bars/squares 
indicate exons and the 3′ untranslated regions. Vertical arrows indi-
cate DNase I hypersensitivity sites [24–26, 127]. The red rectangles 
indicate the location of Cd4 enhancers E4D (located approx. 24  kb 
upstream of the Cd4 promoter), E4P (13 kb upstream), and E4T (20 kb 

downstream of the 3′ end), while the triangle indicates the location 
of the Cd4 silencer (S4). Only those trans-acting factors are indi-
cated where binding has been confirmed in primary thymocytes and 
T cells by chromatin immunoprecipitation assays (see text for more 
details). Drawing is adapted from reference [71]. The following refer-
ences report binding to the Cd4 gene locus: Runx complexes [73, 75], 
ThPOK [64, 128], Ikaros/Mi-2β [89], AP4 [92], HEB/E2A [93]
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studies revealed the existence of several positive-acting 
cis-elements (i.e., Cd4 enhancers) as well as the presence 
of a negative-acting cis-element, the so-called Cd4 silencer 
(S4), in addition to the Cd4 promoter (P4) (Fig. 2).

Cd4 enhancers display T cell‑specific activities

The proximal Cd4 enhancer E4P maps approximately 13 kb 
upstream of the Cd4 promoter and transgenic reporter assays 
and in vitro transfection experiments resulted in the identifi-
cation of the 339 bp E4P core fragment [25]. The generation 
of transgenic minigenes containing E4P, the Cd4 promoter, 
and human CD2 as a reporter gene indicated that E4P directs 
expression in all thymocyte subsets as well as in CD4+ and 
CD8+ T cells and thus that E4P functions as a general T cell-
specific enhancer. These data already indicated the existence 
of a negative-acting cis-element that counterbalances the 
activity of E4P in CD8 lineage T cells (see below).

Two other Cd4 enhancers are less well characterized. 
The so-called distal Cd4 enhancer E4D resides approxi-
mately 24 kb upstream of the Cd4 promoter [28]. However, 
it is not clear whether this enhancer regulates Cd4 expres-
sion or the expression of a neighboring gene (Lag3), which 
is located immediately upstream of E4D. In transgenic 
reporter expression assays, the combination of E4D and 
E4P resulted in the expression of the reporter gene not only 
in T cells but also in B cells and macrophages, suggesting 
that E4D might not regulate Cd4 [26]. Another element, the 
so-called thymic enhancer E4T, located 36 kb downstream 
of the Cd4 gene, was shown to be necessary for efficient 
transgene expression in DP thymocytes [29].

The Cd4 silencer: a genomic fragment that restricts CD4 
expression to helper lineage T cells

The transgenic reporter expression assays indicated that 
the helper-lineage-specific expression of CD4 is depend-
ent on the presence of a region within intron 1 in the Cd4 
locus, which has been mapped to a 434-bp fragment des-
ignated as Cd4 silencer. A similar Cd4 silencer fragment 
has also been identified in the human Cd4 gene locus 
[30]. While the expression of the transgenic reporter gene 
(hCD2 driven by E4P and P4) in the presence of the Cd4 
silencer was restricted to T cells that express CD4 (i.e., DP 
and CD4SP thymocytes and CD4+ T cells), the removal of 
the Cd4 silencer region from the transgenic reporter con-
struct resulted in the expression of the reporter gene also 
in CD8 lineage T cells as well as in DN thymocytes [27]. 
These studies indicated that the Cd4 silencer activity is 
dynamically regulated during T cell development. The Cd4 
silencer is active in DN thymocytes, inactivated during the 
transition to the DP stage, and reactivated specifically in 
thymocytes developing towards the cytotoxic lineage [27].

Gene targeting approaches to study Cd4  cis‑regulatory 
elements: evidence for epigenetic regulation of Cd4 gene 
expression

The importance of the Cd4 silencer in the regulation of Cd4 
gene expression was confirmed by gene targeting studies. 
The germline deletion of the Cd4 silencer resulted in the 
derepressed expression of the Cd4 gene both in DN thymo-
cytes and in CD8 lineage T cells [31, 32], demonstrating 
the essential role for the Cd4 silencer is the repression of 
CD4. By using a conditional Cd4 silencer allele, Littman 
and colleagues [32] further showed that CD4 continued to 
be transcriptionally silent upon deletion of the Cd4 silencer 
in mature CD8+ T cells, even if the cells underwent several 
rounds of proliferation. Together, these data indicate that 
the Cd4 silencer is essential for the establishment of silenc-
ing during the commitment phase towards the CD8 lineage, 
but not for the maintenance once Cd4 silencing has been 
established in peripheral CD8+ T cells. Mechanistically, the 
maintenance of Cd4 silencing in the absence of the silencer 
appears to be independent of DNA methylation [32]. How-
ever, ChIP assays revealed that the repressive histone marks 
tri-methylation of histone 3 at lysine 9 (H3K9me3) or 27 
(H3K27me3) are increased in the Cd4 promoter region in 
CD8+ T cells [33], suggesting that these epigenetic histone 
marks might be involved in the stable repression of CD4. 
Further studies are required to determine how these marks 
at the Cd4 promoter are established and whether they are 
indeed involved the regulation of Cd4 silencing in CD8+ 
T cells. Interestingly, it has been shown that MHC class 
II-restricted CD4−CD8+ T cells that develop in ThPOK-
null mice (as described in more detail below) up-regulate 
CD4 upon activation, indicating that the Cd4 gene locus 
can be reactivated in redirected class II-restricted CD8+ 
cells in ThPOK-null mice [34]. This suggests differences in 
silencing mechanisms in redirected MHC class II-restricted 
CD8+ T cells that develop upon loss of ThPOK in compari-
son to wild-type MHC class I-restricted CD8+ T cells.

A crucial role for the Cd4 enhancer E4P for the initia-
tion and maintenance of CD4 expression has been shown 
by generating a conditional “floxed” E4P allele [35]. Dele-
tion of E4P was found to result in loss of CD4 expression 
in preselected DP thymocytes. However, a fraction of 
MHC class II-restricted E4P-deficient thymocytes could 
still be positively selected and, albeit at reduced levels, 
started to express CD4. This demonstrates that E4P is 
essential for the early induction of Cd4 gene expression in 
DP thymocytes and that E4P is also required for high-level 
expression of CD4 in mature thymocytes and T helper 
cells. Moreover, these data also imply the presence of an 
additional Cd4 cis-regulatory element that directs expres-
sion in mature T helper cells and this enhancer has been 
designated “maturation” enhancer [35]. However, mature 
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CD4lo E4P-deficient T cells lost CD4 expression upon acti-
vation and loss of CD4 expression was linked with cell 
proliferation after activation. This suggests that E4P is nec-
essary for the stabilization of CD4 expression upon activa-
tion. Interestingly, retroviral Cre-mediated deletion of the 
“floxed” E4P allele revealed that CD4 expression remained 
at high levels when E4P was deleted in mature T helper 
cells. The maintenance of CD4 expression correlated with 
active histone marks at the Cd4 promoter region, sug-
gesting epigenetic propagation of CD4 expression in the 
absence of E4P [35].

In contrast to E4P, deletion of E4T had no effect on 
CD4 expression in thymocytes or in peripheral mature T 
cells [35]. In addition, mice lacking both E4P and E4T had 
a similar phenotype as E4P-deficient mice, indicating that 
there is no compensatory role for E4T in the absence of E4P 
and that it is unlikely that E4T represents the “maturation” 
enhancer mentioned above. However, E4T is required for 
directing CD4 expression in a subset of lymphoid tissue 
inducer cells [35], indicating a subset-specific function for 
E4T.

Taken together, gene-targeting strategies revealed a 
crucial role for E4P in the initiation of CD4 expression 
during thymocyte development and for high-level and 
stable expression of CD4 in T helper cells, while the Cd4 
silencer is essential for the establishment of Cd4 silenc-
ing in CD8 lineage T cells. Remarkably, once mature 
T helper or cytotoxic T cells have been generated, Cd4 
expression or Cd4 silencing can be maintained indepen-
dently of E4P or S4, respectively. This suggests epige-
netic mechanisms controlling Cd4 expression in mature 
T cells.

Cis‑regulatory elements controlling the Cd8a and Cd8b1 
gene complex

The CD8 coreceptor is usually expressed as a heterodimer 
formed by the CD8α and CD8β chains on conventional T 
cells. The CD8 chains are encoded by the Cd8a and Cd8b1 
genes, which are closely linked at a distance of about 36 kb 
on mouse chromosome 6 [36] and of about 15 kb on human 
chromosome 2 [37]. However, subsets of intraepithelial 
lymphocytes (IEL) in the gut [38, 39], CD8+ dendritic cells 
[40], and a subset of human NK cells [41] express CD8αα 
homodimers. This indicates both common regulatory 
mechanisms as well as independent transcriptional control 
of Cd8a and Cd8b1 gene expression.

A complex network of cd8 enhancers direct developmental 
stage‑ and lineage‑specific expression of the Cd8a  
and Cd8b1 genes

Similar to the analysis of the Cd4 locus, long-range DHS 
assays combined with transgenic reporter gene expression 
approaches were performed to identify cis-regulatory ele-
ments within the murine Cd8ab1 (Cd8ab) gene complex 
[42–44]. These studies resulted in the identification of at 
least five cis-regulatory elements within the Cd8ab gene 
complex that display a complex pattern of developmen-
tal stage-, subset-, and lineage-specific activities [42–47] 
(Fig. 3). The first Cd8 enhancer identified was E8I, which 
directs expression of a reporter gene in mature CD8SP thy-
mocytes, peripheral CD8+ T cells, and in CD8αα+ IEL [42, 
43]. Subsequently, four additional enhancers were iden-
tified. E8II is active in DP and CD8SP thymocytes and in 

Fig. 3   Map of the Cd8ab gene complex. The upper panel shows the 
Cd8ab gene complex and the horizontal arrows indicate the transcrip-
tional orientation of the Cd8b1 and Cd8a genes (after Gorman et al. 
[36]). Vertical black and open bars/squares indicate exons and the 3′ 
untranslated regions. Vertical arrows indicate DNase I hypersensitivity 
sites that are grouped into four clusters [42]. The red rectangles indi-
cate the location of Cd8 enhancers E8I–E8V. Only those trans-acting  

factors are indicated were binding has been confirmed in primary 
thymocytes and T cells by chromatin immunoprecipitation assays 
(see text for more details). Drawing is adapted from reference [71]. 
The following references report binding to the Cd8ab gene com-
plex: MAZR [55], Runx complexes [75], Ikaros [108], Bcl11b [107], 
SATB1 [100], ThPOK [67]
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CD8+ T cells, while E8III is an enhancer whose activity 
is restricted to DP thymocytes [46]. E8IV is active in DP 
thymocytes and CD8+ T cells, however E8IV also directs 
low-level expression in CD4+ T cells [46]. The activity of 
E8IV in the transgenic setting was attributed to the obser-
vation that approximately 25  % of CD4+ T cells express 
low levels of CD8β [45], although the biological function 
of CD8β expression in a fraction of CD4+ T cells is not 
clear. Finally, enhancer E8V did not show any activity in 
transgenic reporter expression assays [45]. However if E8V 
is used together with E8I in a transgenic reporter construct, 
the combined activity of these two Cd8 enhancers directed 
expression in DP thymocytes (in addition to mature CD8SP 
and CD8+ T cells as expected from the activity of E8I 
alone), thus indicating combinatorial activity of Cd8 cis-
regulatory elements. Similar clusters of DHS have also 
been identified for the human Cd8ab gene complex and 
were shown to direct appropriate developmental expression 
in transgenic mice [48], and a cross-species comparison 
indicated several evolutionary conserved regions that over-
lap with DHS (Ellmeier, unpublished results), indicating a 
similar mode of Cd8a and Cd8b1 gene regulation in man, 
mouse, rat, and dog.

The existence of Cd8 enhancers that are either specifi-
cally active in DP cells (i.e., E8III; [46]) or in mature CD8 
SP T cells (i.e., E8I; [42, 43]) provided also a potential 
molecular explanation for the transcriptional regulation 
of the Cd8 genes during CD8 lineage differentiation, i.e., 
down-regulation of CD8 in signaled DP thymocytes (loss 
of E8III activity) and “coreceptor reversal” and re-initi-
ation of CD8 expression (due to the activity of E8I) dur-
ing CD8 lineage differentiation [18]. Although the “switch 
of enhancer usage” model is very attractive to explain the 
dynamic expression of CD8, the generation of various Cd8 
enhancer-deficient mice revealed a more complex utiliza-
tion of the various cis-regulatory elements at the endoge-
nous Cd8ab gene complex during T cell development.

Gene targeting approaches to characterize Cd8 enhancer 
function

The identification of this complex regulatory mode medi-
ated by the activity of several Cd8 enhancer activities 
raised the question why so many cis-regulatory elements 
are required to direct expression of CD8. Several possibili-
ties, which are not mutually exclusive, might be imagined. 
First, as briefly discussed above, Cd8 enhancers might be 
used (in part) developmental stage-specific, thus facilitat-
ing the dynamic regulation of CD8 expression during T 
cell development. Second, some of the enhancers might be 
specific for directing Cd8a gene expression in conventional 
CD8+ T cells, while others might be specific for Cd8b1, 
a possibility that cannot be distinguished in transgenic 

reporter expression assays. Third, some of the enhancers 
displayed activity only in conventional T cells but not in 
IELs or in DCs and therefore might regulate the T cell sub-
set-specific expression of CD8. Fourth, it is possible that 
the combined activity of all enhancers at the endogenous 
Cd8 loci is required to direct high-level expression of CD8. 
Gene targeting approaches were used to delete Cd8 enhanc-
ers to address the complexity of Cd8 enhancers in more 
detail. The first enhancer deleted was E8I [44, 46]. Despite 
its activity in mature CD8SP and CD8+ T cells in trans-
genic mice, in the absence of E8I conventional DP thymo-
cytes and peripheral CD8+ T cells express normal levels of 
CD8αβ heterodimers, with the exception of mature CD8SP 
thymocytes, which display a 20 % reduction of CD8 lev-
els [46]. This suggests that loss of E8I activity can be com-
pensated by other cis-elements in conventional T cells. 
In contrast, there is a strong reduction of CD8α expres-
sion levels on γδTCR+ as well as on αβTCR+ IELs [44, 
46]. These data indicate that E8I is an enhancer essential 
for subset-specific expression of Cd8a in IELs. This was 
already implied by transgenic reporter assays, since E8I is 
the only enhancer that directed expression in CD8αα+ IELs 
[43–46].

The generation of E8II-deficient mice revealed that E8II 
is not essential for the regulation of the Cd8ab gene com-
plex [49]. There was no detectable alteration in the expres-
sion of CD8 in conventional T cells or in IELs, suggesting 
that, like in the case of E8I, other cis-elements compensate 
for loss of E8II. Since E8I and E8II are both active in CD8+ 
T cells, E8I/E8II double-deficient mice were generated to 
test whether E8I and E8II compensate for each other upon 
deletion [49]. Surprisingly, E8I/E8II double-deficient thy-
mocytes displayed variegated expression of CD8 in DP 
thymocytes, leading to the development of a fraction of 
“CD8-negative” DP thymocytes. A similar and even more 
enhanced population of “CD8-negative” DP thymocytes 
was also observed in E8V-deficient mice [50] and later also, 
although with a much weaker phenotype, in mice lacking 
E8II/E8III [51]. The variegated expression of CD8 in E8I/
E8II, E8II/E8III and E8V-deficient thymocytes is conceptu-
ally reminiscent of position effect variegation observed 
in transgenic mice [52]. This suggested that the deletion 
of Cd8 enhancers might lead to alterations in the chroma-
tin structure of the Cd8ab gene complex and thus to an 
impaired activation of the Cd8 loci during the DN-to-DP 
transition [53]. Interestingly, those DP thymocytes that 
were able to activate the Cd8ab gene complex expressed 
normal levels of CD8, indicating that other cis-regulatory 
elements maintain CD8 expression and/or that epigenetic 
mechanisms are involved in the regulation of CD8 expres-
sion in mature CD8+ T cells. The variegated expression in 
the absence of Cd8 enhancers also implied that chromatin 
remodeling complexes might be recruited via these Cd8 
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cis-regulatory elements and that the Cd8ab gene complex 
is epigenetically regulated [53]. Indeed, the BAF (Brahma 
associated factor) chromatin remodeling complex has been 
shown to contribute to the regulation of CD8 expression. 
Mice heterozygous for Brg1, the ATPase necessary for the 
activity of the BAF complex, display variegated expression 
of CD8 in DP thymocytes [54], suggesting a potential link 
between Cd8 enhancers and the BAF complex. Moreover, 
subsequent studies in E8I/E8II-deficient mice have shown 
that CD8 variegation in DP thymocytes is accompanied 
with increased DNA methylation and reduced histone acet-
ylation in cells that failed to upregulate CD8, indicating an 
“epigenetic block” [55]. The deletion of DNA methyltrans-
ferase (Dnmt) 1 in E8I/E8II-deficient thymocytes partially 
restored the activation of the Cd8ab gene complex [55], 
highlighting the role of E8I and E8II in recruiting factors 
that lead to epigenetic alterations at the Cd8 loci.

A transcription factor network links CD4/CD8 cell‑fate 
choice and Cd4/Cd8 coreceptor gene expression

The identification of cis-regulatory elements directing the 
expression of the Cd4 and Cd8 genes provided the basis for 
experimental strategies to decipher the molecular nature of 
trans-acting factors regulating coreceptor gene expression. 
As described below, these experiments revealed that the 
Runx family of transcription factors is important for Cd4 
silencing and later studies also showed that Runx factors 
are essential for CD8 lineage differentiation. Together with 
studies that described the identification and characteriza-
tion of the transcription factor ThPOK, which is a crucial 
regulator of CD4 lineage development, important insight 
into transcriptional control mechanisms regulating core-
ceptor gene expression during T cell development as well 
as into the transcriptional network coordinating CD4/CD8 
cell-fate choice has been obtained (Fig. 4).

ThPOK: a central regulator of CD4 lineage commitment

ThPOK (also known as cKrox; encoded by the Zbtb7b 
gene, referred to here as Thpok) is a member of the 
BTB/POZ domain-containing zinc-finger transcription 
factor family [56, 57]. ThPOK was identified by Kappes 
and colleagues [58] by uncovering the molecular cause of 
the phenotype of HD (helper-deficient) mice, which lack 
mature CD4+ T cells, and independently by Bosselut and 
colleagues [59] as a factor induced in DP thymocytes upon 
MHC class II-mediated positive selection that promotes 
CD4 lineage development. HD mice acquired a sponta-
neous point mutation in Thpok, leading to an amino acid 
exchange in the third Zn-finger domain of ThPOK [60]. 
MHC class II-restricted DP cells are still positively selected 

in HD mice, however they are redirected into the CD8 lin-
eage, while MHC class I-restricted DP cells deficient for 
functional ThPOK develop normally into CD8 lineage 
cells [61]. On the other hand, transgenic overexpression of 
ThPOK on a HD-deficient background restored the devel-
opment of CD4+ T cells and in addition resulted in the redi-
rection of MHC class I-restricted DP thymocytes into the 
CD4 lineage [60]. Similar results were also obtained upon 
overexpression of ThPOK in wild-type thymocytes [59, 
60]. ThPOK is expressed in post-selection CD69+ DP thy-
mocytes and in CD4SP cells and peripheral CD4+ T cells, 
but its expression is absent in CD8 lineage T cells [59, 60]. 
It has also been shown that MHC class II-induced signals 
lead to a high induction of ThPOK expression in CD69+ 
DP thymocytes, while MHC class I-signaled DP thymo-
cytes remain ThPOK-negative, except for a small fraction 
of less than 5  % expressing only low levels of ThPOK 
[62–64]. Subsequent studies showed that ThPOK activity is 
also essential for maintaining CD4 lineage integrity in part 
by antagonizing Cd4 silencer activity [64] and by repress-
ing several CD8 lineage genes including Runx3 [63, 65]. 
In comparison, enforced expression of ThPOK in mature 
CD8+ T cells represses CD8 features leading also to the 
down-regulation of CD8 expression [66]. ThPOK has been 
shown to bind to several Cd8 enhancers in CD4SP thymo-
cytes [67]. Moreover, ThPOK interacts in vitro with class 
II histone deacetylases (HDACs) such as HDAC4/HDAC5 
and the presence of ThPOK is required to recruit class II 

Fig. 4   Transcriptional networks controlling coreceptor gene expres-
sion. Drawing showing the DN, DP, CD4SP, and CD8SP stages of 
T cell development. For each developmental step, the transcriptional 
regulators implicated in the positive and negative regulation of the 
coreceptors are indicated. For simplicity, the Cd8a and Cd8b1 genes 
are shown as a single Cd8 locus. In addition, the transcription factor 
network controlling CD4/CD8 cell-fate choice and the cross-regula-
tion between CD4 lineage promoting factors (Tox, Gata3, ThPOK; 
shown in red boxes) and CD8 lineage factors (Runx3, MAZR; shown 
in blue boxes) is described. The repressive function of Ikaros on the 
Cd4 gene is blocked by Mi-2β in DP cells (dashed line). The question 
mark indicates that it is currently not known whether MAZR affects 
CD8 lineage differentiation, in addition to the repression of Thpok, 
also by other mechanisms (see text for further details). Drawing is 
adapted from references [71, 129]
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histone deacetylases to the Cd8ab gene complex [67]. This 
might lead to the repression of the Cd8 loci during CD4 
lineage differentiation. Together, these studies clearly 
demonstrate that ThPOK is a master CD4 lineage commit-
ment factor that promotes CD4 lineage differentiation and 
represses CD8 lineage development of DP thymocytes and 
suggest that ThPOK also directly controls the Cd4 and Cd8 
gene loci.

The importance of ThPOK for the development of CD4 
lineage T cells also initiated studies to identify the cis-
regulatory elements that direct Thpok expression in MHC 
class II-signaled thymocytes. Transgenic reporter expres-
sion assays and the analysis of how Runx complexes reg-
ulate ThPOK expression revealed the existence of several 
cis-regulatory elements essential for ThPOK expression 
and gene targeting approaches confirmed the importance 
of these cis-elements in the regulation of Thpok expression 
[64, 68, 69]. The proximal Thpok enhancer (designated PE), 
located about 3.6 kb downstream of exon 1A of the Thpok 
gene, directs expression in CD4SP and peripheral CD4+ T 
cells [68]. Interestingly, even though ThPOK expression 
was normally induced in PE-deficient thymocytes, ThPOK 
expression was gradually lost in PE-deficient CD4SP cells 
and CD4+ T cells, indicating that PE is essential for the up-
modulation of ThPOK during CD4 lineage differentiation 
[64]. The other major cis-regulatory element is the Thpok 
silencer, located approximately 3 kb upstream of exon 1A 
of the Thpok gene. Deletion of the Thpok silencer results 
in derepression of ThPOK during CD8 lineage differen-
tiation and as a consequence strong reduction in CD8+ T 
cell numbers [69]. Kappes and colleagues [68] identified 
another enhancer activity that is closely associated with the 
Thpok silencer region. In a recent study, Taniuchi and col-
leagues dissected this cis-regulatory element, designated as 
thymic enhancer (TE), from the Thpok silencer activity and 
showed that it acts as a positive regulatory element essen-
tial for the induction of ThPOK expression. Interestingly, 
Gata3 was found to be associated with TE, consistent with 
its role in inducing ThPOK expression discussed below 
[70]. Transgenic reporter assays also revealed the presence 
of one additional cis-element, termed general T-lymphoid 
element (GTE) that might be involved in the transcrip-
tional maintenance of ThPOK expression [68], although its 
physiological role remains to be determined. For a detailed 
review about the transcriptional control of Thpok gene 
expression, see [57, 71].

Runx complexes: regulators of Cd4 silencing and Cd8 gene 
expression

The Runx family (Runx1, Runx2, and Runx3) of transcrip-
tion factors functions as heterodimers formed with the 
essential common cofactor CBFβ. Runx/CBFβ complexes 

play important roles in many developmental processes 
[72]. All three isoforms are known to be expressed in T 
cells [73] and the importance of Runx family proteins in 
thymocyte development and T cell lineage choice became 
clear when it was shown that Runx-binding sites within 
the Cd4 silencer region are important for silencer function 
[74] and that Runx3 is important for the development and 
proper function of CD8 lineage T cells [73]. Runx proteins 
bind the Cd4 silencer [74, 75] and are essential to silence 
CD4 expression in DN thymocytes and during CD8 line-
age development. Runx1 association with the Cd4 silencer 
is essential for repressing Cd4 in DN cells, while Runx3 is 
needed to establish epigenetic silencing of the Cd4 locus 
in CD8SP cells [73, 74]. Interestingly, CD8 lineage differ-
entiation was impaired when mutating/deleting both Runx1 
and Runx3 or CBFβ in T cells [69, 76]. At the molecular 
level, it was shown that Runx complexes bind to the Thpok 
silencer and are essential for repressing ThPOK in CD8 lin-
eage T cells. In the absence of functional Runx complexes, 
ThPOK is derepressed, leading to the development of MHC 
class I-restricted CD4 lineage T cells [69].

Runx complexes also play an important role for CD8 
expression, as they were found to be associated with Cd8 
enhancers in CD8+ T cells [75, 77]. However, Runx3-defi-
cient mice display normal CD8 expression levels in naive 
CD8+ T cells [76, 78], therefore the molecular details of 
how Runx factors regulate CD8 expression during CD8 lin-
eage development are not fully understood. As described 
in more detail below, a study from our laboratory demon-
strated that Runx complexes are essential for maintain-
ing Cd8a gene expression in activated CD8+ T cells [77], 
indicating a differential requirement of Runx3 in naive and 
activated/effector CD8+ T cells.

The observations that ThPOK represses Runx3 expres-
sion during CD4 lineage differentiation [63] while Runx 
complexes repress ThPOK during CD8 differentiation 
suggest that the interplay between Runx complexes and 
ThPOK in DP thymocytes determines CD4 vs. CD8 line-
age choice and therefore Runx3 was considered as being 
the master regulator of the CD8 lineage. However, some 
observations indicate a slightly more complex mechanism. 
While transgenic overexpression of ThPOK is sufficient to 
silence Runx3 and to abrogate the development of CD8+ 
T cells, enforced Runx3 expression does not redirect MHC 
class II-restricted thymocytes into the CD8 lineage [79], 
suggesting that other factors potentially cooperate with 
Runx3 are essential for CD8 lineage development.

MAZR: a regulator of CD8 expression in DN thymocytes 
and of CD4/CD8 cell‑fate choice

One factor that might function in synergy with Runx com-
plexes during CD8 lineage development is the BTB/POZ 
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domain-containing transcription factor MAZR [56]. 
MAZR was initially identified as an interaction factor of 
the transcriptional repressor Bach2 [80]. We identified 
MAZR in a yeast one-hybrid screen as a transcriptional 
regulator that binds Cd8 enhancer E8II [55]. Subsequent 
ChIP assays revealed that MAZR is bound to several Cd8 
enhancers within the Cd8ab gene complex in DN thy-
mocytes and that retroviral-mediated enforced expres-
sion of MAZR induces variegated expression of CD8 in 
DP thymocytes [55]. This indicates that MAZR acts as a 
repressor of CD8 expression during the DN to DP transi-
tion, probably via its interaction with N-CoR corepressor 
complexes [55], which are components of larger chro-
matin remodeling complexes such as Sin3A, NURD, and 
BAF [81–83]. MAZR expression is downregulated in DP 
cells and less MAZR is recruited to the Cd8 loci com-
pared to DN thymocytes [55]. In parallel, positive-acting 
factors and complexes might be induced during the DN to 
DP transition and recruited to the Cd8 gene loci leading 
to a transcriptional “on” state facilitating CD8 expression. 
It is tempting to hypothesize that the change in the rela-
tive abundance of negative and positive-acting factors and 
chromatin-modifying complexes at the Cd8 gene complex 
during the DN to DP transition determines the initiation of 
Cd8a and Cd8b1 gene expression. In the absence of E8I/
E8II, positive-acting factors are less efficiently recruited to 
the Cd8ab gene complex. Therefore negative factors are 
more abundant and CD8 expression is impaired in DP thy-
mocytes. If MAZR expression is enforced, negative-acting 
factors are more abundantly recruited and hence CD8 
expression is variegated. This model is supported by the 
observation that the deletion of MAZR in E8I/E8II-defi-
cient thymocytes restores CD8 expression [84], similar to 
what is observed upon deletion of DNA methyltransferase 
1 (Dnmt1) on an E8I/E8II-deficient background, since the 
relative balance between negative- and positive-acting fac-
tors might be again shifted towards a transcriptional “on” 
state.

Moreover, the analysis of MAZR-deficient mice 
revealed that MAZR is part of the transcription factor 
network controlling CD4/CD8 cell-fate choice. MAZR 
is bound to the Thpok silencer and essential to repress 
ThPOK in MHC class I-signaled thymocytes [84]. In the 
absence of MAZR, a fraction of MHC class I-signaled DP 
cells derepresses ThPOK, resulting in redirection into CD4 
lineage T cells. In addition, MAZR was found to interact 
with Runx complexes, which might indicate synergistic 
repression of ThPOK [84] and potentially also synergistic 
activities in mediating CD8 lineage differentiation. Finally, 
MAZR-deficient mice are smaller in size and are born at 
reduced Mendelian frequencies due to impaired embry-
onic development [84, 85]. Moreover, MAZR has been 
implicated to function as a tumor suppressor gene [86] and 

MAZR-null male mice are infertile [84, 87]. Thus, MAZR 
also has important roles in other cell lineages beyond the 
hematopoietic system.

Ikaros, Mi‑2β, and AP4: additional factors regulating Cd4 
silencer activity

Mi-2β, an ATP-dependent chromatin remodeling fac-
tor [88] and Ikaros, a transcriptional regulator with many 
functions during lymphocyte development that also asso-
ciates with Mi-2β [89] and other chromatin remodeling 
complexes [90, 91], were shown to regulate CD4 expres-
sion during early stages of thymocyte development. Loss 
of Ikaros leads to Cd4 derepression in DN thymocytes [89], 
while Mi-2β deficiency leads to the emergence of DP cells 
that display strongly reduced CD4 expression levels [89]. 
Interestingly, mice lacking both factors displayed a reversal 
of both phenotypes, thus revealing an antagonistic interplay 
between Mi-2β and Ikaros in controlling Cd4 gene expres-
sion during the DN to DP transition. While the association 
of Ikaros with the Cd4 silencer mediates Cd4 repression in 
DN cells, the simultaneous binding of Ikaros and Mi-2β 
in DP thymocytes leads to the inactivation of Cd4 silencer 
activity, in part by Mi-2β-mediated recruitment of histone 
acetyltransferases [89].

One additional transcription factor involved in the 
regulation of Cd4 silencing is the basic helix-loop-helix 
(bHLH) ZIP protein AP4, which was found to be neces-
sary for efficient Cd4 repression both in DN thymocytes as 
well as in memory CD8+ T cells [92]. AP4 binds to E4P but 
not to the Cd4 promoter or Cd4 silencer and interacts with 
Runx1 in cells that have silenced CD4 expression. AP4-
deficient mice show Cd4 derepression in DN cells. Moreo-
ver, CD4 expression is modulated in AP4-deficient memory 
CD8+ T cells that contain a mutated Cd4 silencer allele, 
indicated by an increase in the numbers of CD8 effector T 
cells that express CD4 in comparison to cells carrying the 
mutant Cd4 silencer only [92]. Thus, AP4 is another factor 
that contributes to Cd4 silencing both in DN thymocytes 
and in CD8+ T cells.

The bHLH factors HEB and E2A control the activity  
of the Cd4 enhancer E4P

Soon after the discovery of the Cd4 enhancer E4P, experi-
ments were initiated to identify transcription factors that 
interact with this cis-regulatory element. The bHLH pro-
teins HEB and E2A were found to bind to E4P [93] and 
gene-targeting experiments revealed that HEB is essential 
for the up-regulation of CD4 expression in DP thymocytes, 
since loss of HEB leads to the generation of increased 
CD4loCD8+ and reduced CD4+CD8+ DP thymocyte sub-
sets [94]. Interestingly, HEB-deficient mice display normal 
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CD4 expression in peripheral T cells, although T helper 
cell numbers were reduced in comparison to wild-type 
mice [94]. This is in part reminiscent of the phenotype 
observed in E4P-deficient mice [35]. In addition, mice with 
a combined heterozygosity for HEB and E2A displayed a 
similarly reduced expression of CD4, indicating that CD4 
expression is sensitive to the expression levels of the bHLH 
factors HEB and E2A [94, 95]. The combined deletion of 
HEB and E2A in T cells (using Cd4-Cre) revealed that 
both proteins are required to maintain thymocytes at the DP 
stage until a functional T cell receptor is expressed, since 
HEB/E2A-null DP cells can progress to the SP stage even 
without a TCR signal [96]. However, the majority of SP 
cells in the absence of HEB/E2A were CD8+ cells, indi-
cating that HEB and E2A are essential for CD4 lineage 
development [96]. Consistently, deletion of the E-protein 
inhibitors Id2 and Id3 allowed CD4 lineage development 
but blocked the generation of CD8 lineage T cells [97]. 
Furthermore, the analysis of ThPOK and Gata3 expression 
in HEB/E2A-null DP thymocytes suggest that HEB/E2A 
function upstream of CD4 lineage specification [97].

SATB1, Bcl11b, and Ikaros: transcription factors 
implicated in the regulation of Cd8 gene expression

SATB1 (special AT-rich binding protein) is a matrix 
attachment region (MAR) binding protein that can recruit 
chromatin remodeling complexes to SATB1 target sites 
[98, 99]. At the Cd8ab gene complex, SATB1 binds to a 
MAR designated L2a within Cd8 enhancer E8V in DP and 
CD8SP thymocytes [100]. SATB1-deficient mice display a 
severe block at the DP stage of T cell development [101]. 
Mice with a knockdown mutation of SATB1 (via T cell-
specific expression of antisense Satb1) display reduced 
percentages of CD8SP thymocytes and T cells, although 
CD8 expression levels were not altered in SATB1 antisense 
thymocytes [102]. However, a closer in vitro analysis of 
SATB1-deficient as well as SATB1-antisense DP thymo-
cytes revealed that SATB1 binds to E8III and that SATB1 is 
essential to re-express CD8 in signaled (PMA/ionomycin) 
DP thymocytes in response to IL-7 [103]. This suggests an 
important positive role for SATB1 in the regulation of CD8 
expression during CD8 lineage development, although the 
molecular details of how SATB1 mediates the activation of 
the Cd8 loci are not yet known.

The zinc-finger transcription factor Bcl11b plays mul-
tiple roles during T cell development. Germline deletion 
of Bcl11b initially demonstrated a crucial role for this 
factor in Tcrb recombination and β-selection, resulting in 
a block at the DN stage in the absence of Bcl11b [104]. 
Conditional deletion of Bcl11b using either Cd4-Cre or 
Lck-Cre revealed additional roles for Bcl11b for the sur-
vival of DP thymocytes as well as positive selection, since 

conditional Bcl11b knockout mice showed a developmen-
tal block at the DP stage [105, 106]. Bcl11b-deficient DP 
(CD4+CD8+CD3lo) cells displayed altered expression of 
more than 1,000 genes, and Thpok as well as Runx3 were 
found to be up-regulated in the absence of Bcl11b. Moreo-
ver, ChIP-seq approaches revealed that Bcl11b binds to 
several regions within the Thpok and Runx3 gene loci, sug-
gesting direct repression of ThPOK and Runx3 by Bcl11b 
in DP thymocytes [106]. The role of Bcl11b in controlling 
CD8 expression only became clear when it was condition-
ally ablated in mature CD8+ T cells (using distal Lck-Cre). 
Bcl11b is associated with the Cd8 enhancers E8I, E8IV, and 
E8V and Bcl11b is necessary to maintain CD8 expression 
in mature CD8+ T cells during bacterial infection as well as 
during in vitro activation [107].

Beside its role in the regulation of Cd4 gene expres-
sion (as discussed above), Ikaros has also been implicated 
in the control of the Cd8ab gene complex. Kioussis and 
colleagues [108] showed that Ikaros is associated in vivo 
with Cd8 enhancers E8I and E8V. Ikaros appears to have a 
positive regulatory activity for the Cd8 loci, since reduced 
levels of Ikaros (in Ikzf+/− mice) lead to an increase in the 
variegated expression of a reporter gene driven by Cd8 
enhancers. In addition, mice heterozygous for Ikaros and 
deficient for the Ikaros family member Aiolos showed 
impaired activation of the Cd8ab gene complex resulting in 
the development of “CD8-negative” DP thymocytes [108], 
similar to the phenotype observed in E8I/E8II- [49] E8II/
E8III- [51], and E8V-deficient [50] thymocytes or in BAF 
complex mutant mice [54].

Other transcription factors involved in CD4/CD8 cell‑fate 
choice

Additional transcription factors implicated in the regula-
tion of CD4/CD8 lineage differentiation are Tox, Gata3 
and c-Myb. Overexpression of Tox, a member of the high-
mobility group box protein family, leads to an enlarged 
CD8SP thymocyte pool at the expense of CD4SP cells, 
which might be due to enhanced Runx3 expression in 
Tox transgenic mice [109]. In Tox-deficient mice, thymo-
cyte development is partially blocked at the CD4loCD8lo 
stage and CD4SP generation is completely abolished, 
whereas some CD8SP cells still develop [110]. Interest-
ingly, ThPOK is not expressed in CD4loCD8lo thymocytes 
of Tox-deficient TCR transgenic mice, indicating that Tox 
might carry out its role in CD4 lineage differentiation 
upstream of ThPOK [110]. The zinc finger protein Gata3 
is another transcription factor shown to be important for the 
generation of CD4+ T cells during thymocyte differentia-
tion. In conditional Gata3 knockout mice, the numbers of 
CD4SP cells were strongly reduced, whereas CD8SP cells 
were unperturbed [111]. A subsequent study found that 
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this might be partially explained by the observation that 
Gata3 binds the Thpok locus at a regulatory site necessary 
for its expression and that the induction of ThPOK expres-
sion depends on Gata3 [62]. However, enforcing ThPOK 
expression cannot compensate for loss of Gata3 [62]. 
Moreover, Gata3 represses Runx3 expression and binds 
the Runx3 locus in vivo [112]. This indicates that Gata3 is 
not only important for the induction of CD4 lineage genes 
but also for the repression of CD8 lineage genes. Another 
transcription factor implicated in CD4/CD8 lineage choice 
is c-Myb, which has been shown to have multiple func-
tions during thymocyte development. c-Myb is essential for 
developmental progression through the DN3 stages, for the 
survival of preselection DP cells and for the differentiation 
of CD4SP thymocytes [113]. The phenotype of conditional 
c-Myb-deficient thymocytes resembles in part the pheno-
type of Gata3-deficient thymocytes, i.e., impaired CD4 lin-
eage development and unperturbed CD8 lineage develop-
ment [113, 114]. This was attributed to the ability of c-Myb 
to bind and to regulate the Gata3 locus, since c-Myb-
deficient thymocytes display reduced expression of Gata3 
[114]. This suggests that c-Myb acts upstream of Gata3 and 
potentially also upstream of other CD4 lineage specifica-
tion and commitment factors. However, there is no indica-
tion that Tox, GATA3, or c-Myb are directly involved in the 
regulation of Cd4, Cd8a, and Cd8b1 gene expression.

Differential regulation of coreceptor gene expression 
between naive and effector/memory T cells

The discovery of the cis-regulatory networks directing Cd4 
and Cd8 coreceptor gene expression provided important 
insights into transcriptional control mechanisms in T cells. 
The identification of enhancers that direct expression only 
either in immature DP cells or in mature T cells indicated 
that different cis-elements are required at distinct develop-
mental stages. However, subsequent studies demonstrated 
a differential requirement for enhancers also within mature 
T cell subsets. The first experimental evidence came from 
studies that showed that E4P is not sufficient to maintain 
transgene expression after activation of mature CD4+ T 
cells [115], whereas the expression of the endogenous Cd4 
gene is maintained upon activation. This suggests that the 
expression of CD4 is differentially regulated between naive 
and effector/memory CD4+ T cells. Moreover, this finding 
implies the existence of an additional Cd4 enhancer specifi-
cally required for effector/memory CD4+ T cells, however 
the molecular identity of this cis-element remains to be 
determined.

Our laboratory revealed that a transcriptional program 
that is distinct from naive T cells regulates Cd8a gene 
expression during CD8+ effector T cell differentiation 

and that Cd8 enhancer E8I and Runx/CBFβ complexes are 
required for CD8 expression in activated CD8+ T cells [77]. 
This finding was initiated by the observation that subsets of 
CD8αβ+ T cells transiently express CD8αα homodimers in 
an E8I-dependent manner upon activation [116]. Cheroutre 
and colleagues [116] linked CD8α expression on CD8αβ+ 
T cells to the survival and differentiation of memory pre-
cursor cells into memory cells and reported impaired mem-
ory formation in E8I-deficient mice. However, it was also 
shown that memory responses can occur in the absence of 
CD8α expression in E8I-deficient mice [117, 118]. Inter-
estingly, in one of the studies Kaech and colleagues [117] 
observed a decrease in CD8αβ expression levels on splenic 
T cells in LCMV-infected E8I-deficient mice. This pro-
vided the first indication that E8I-deficient activated CD8+ 
T cells have a defect in CD8 expression upon activation. 
Subsequent studies revealed mechanistic insight into how 
CD8 expression is regulated in naive versus activated 
effector T cells. E8I-deficient mice down-regulated CD8α 
upon activation and this correlated with enhanced repres-
sive histone marks at the Cd8a promoter in the absence of 
E8I, while Cd8b1 expression levels and histone marks at 
the Cd8b1 promoter region remained unaffected [77]. The 
treatment of E8I-deficient CD8+ T cells with the HDAC 
inhibitor trichostatin A blocked the down-regulation of 
CD8α expression, suggesting epigenetic control of the 
Cd8a gene locus in activated CD8+ T cells [77]. Moreo-
ver, Runx/CBFβ complexes bound the Cd8ab gene cluster 
in activated CD8+ T cells, and Cd8a gene expression was 
down-regulated in Runx3- or CBFβ-deficient CD8+ T cells 
as observed in E8I-deficient T cells. This strongly suggests 
direct control of the Cd8a locus by Runx complexes dur-
ing CD8+ T cell activation. Remarkably, CD8+ effector T 
cells maintained high levels of CD8α when CBFβ was con-
ditionally deleted after CD8+ T cells were activated [77]. 
Thus, naive and effector CD8+ T cells utilize different cis-
regulatory elements and mechanisms to regulate Cd8a gene 
expression. While multiple cis-elements that in part might 
have redundant functions drive CD8 expression in naive T 
cells, there is E8I- and Runx3/CBFβ-dependent epigenetic 
programming of the Cd8a locus during CD8+ T cell acti-
vation. The observation that Cd8a expression can be main-
tained in the absence of E8I/Runx complexes is reminis-
cent to the above described study demonstrating that CD4 
expression remained at high levels when E4P was deleted 
in mature T helper cells [35]. Together, these data indi-
cate epigenetic regulation of coreceptor gene expression in 
mature T cells.

Interestingly, a recent study suggests a crucial role for 
the Cd8 enhancer E8I in directing Cd8a gene expression in 
a distinct CD4+CD8αα+ effector T cell subset with CTL 
features that is localized in the gut [119]. It has been shown 
that some conventional CD4+ T cells, despite their initial 
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commitment to the CD4+ helper fate and the expression 
of MHC class II-restricted αβTCRs, can get functionally 
reprogrammed and acquire CTL features [119, 120]. This 
reprogramming is induced in some CD4+ T cells due to 
activation-induced loss of ThPOK expression, which also 
leads to a Cd8 enhancer E8I-dependent induction of Cd8a 
but not of Cd8b1 gene expression and thus the generation 
of CD4+CD8αα+ effector T cells [119]. Interestingly, it 
has also been shown that TGFβ can induce CD8α expres-
sion on conventional CD4+ T cells [121]. Notably, E8I-
deficient mice displayed reduced CD8αα on IELs [44, 46] 
and a much lower percentage of CD4+CD8αα+ IELs [119]. 
Together, these findings support the idea that E8I is a cru-
cial enhancer required in peripheral T cells for the modula-
tion of Cd8a gene expression.

Regulation of the spatial organization of the Cd4  
and Cd8 loci

In addition to the above-described interactions between cis-
regulatory elements and transcription factors, the spatial 
organization of chromosomes and gene loci and the com-
munication between cis-regulatory elements is also impor-
tant for the proper transcriptional regulation of coreceptor 
gene expression during CD4/CD8 lineage differentiation. 
Merkenschlager and colleagues [122] as well as Robey and 
colleagues [123] showed that in MHC class II-selected DP 
thymocytes that become CD4SP cells the Cd8 gene loci are 
relocated to centromeric heterochromatin areas where gene 
transcription is stably silenced. In contrast, in DP cells that 
are positively selected on MHC class I to develop into CD8 
lineage cells, the Cd4 gene was found to be associated with 
heterochromatin at this stage. Thus, the repositioning of 
Cd4 and Cd8 coreceptor alleles within the nucleus is pre-
dictive for CD4/CD8 lineage choice [122, 123].

The nuclear position of the Cd8 loci relative to its chro-
mosomal territory (CT) during T cell development has 
been analyzed in more detail by Kioussis and colleagues 
[124]. Using three-dimensional fluorescent in situ hybridi-
zation (3D FISH) technology, the authors showed that the 
Cd8 genes are in close proximity to the center of their CT 
in CD8 non-expressing cells (DN, CD4SP), while the Cd8 
genes are relocated outside their CT centers in cells that 
actively express CD8 (DP, CD8SP). Moreover, by per-
forming chromosome conformation capture (3C) assays, a 
frequent physical contact between Cd8 enhancers and the 
Cd8a promoter was detected in CD8 expressing cells. In 
contrast, in CD8 non-expressing cells this interaction was 
significantly decreased [124]. These observations suggest 
that the movement of the Cd8 loci outside its CT leads to a 
spatial clustering of cis-regulatory elements and the forma-
tion of a chromatin hub that facilitates Cd8 gene expression.

An example of gene regulation via chromatin looping 
that facilitates the interaction between cis-regulatory ele-
ments is the regulation of the Cd4 gene locus during the 
progression from the DN to the DP stage. Runx1 promotes 
the interaction between the Cd4 silencer and the proximal 
Cd4 enhancer E4P in DN cells [125]. Upon differentiation 
to the DP stage Runx1 expression decreases allowing the 
elongation factor P-TEFb to interact with RNAPII, which 
leads to the formation of a productive chromatin loop that 
enables Cd4 gene expression.

A study published by Skok and colleagues [126] pro-
vided new mechanistic insight into the long-range control 
of Cd4 and Cd8 expression by distant enhancers, silencer, 
and promoters. Using 3D FISH combined with confocal 
laser scanning microscopy, the authors showed that the 
interchromosomal association of the Cd4 and Cd8 gene 
loci is a crucial mechanism that controls the regulated 
expression of coreceptors during T cell development. When 
measuring the distance between Cd4/Cd8 loci in murine 
thymocytes at different developmental stages (DN, DP, 
CD4+CD8lo, CD4SP and CD8SP), the strongest physical 
interaction between the Cd4/Cd8 loci was observed in cells 
that expressed CD8 (DP and CD8SP). Thus, the close asso-
ciation of the Cd4 and Cd8 loci correlates with activated 
Cd8 gene transcription in DP and CD8SP cells. This sug-
gested that genomic elements regulating Cd8 gene tran-
scription might be involved in influencing the Cd4/Cd8 loci 
association. To test this hypothesis, the association of Cd4/
Cd8 loci in Cd8 enhancer E8I/E8II-deficient DP thymo-
cytes was assessed. As described above, a fraction of E8I/
E8II DP thymocytes did not express CD8 (and hence were 
referred as “CD8-negative” DP cells) due to impaired up-
regulation of CD8 during the DN to DP transition [55]. In 
“CD8-negative” E8I/E8II DP thymocytes, there was a sig-
nificantly reduced Cd4-Cd8 interaction accompanied by a 
strong reduction in Cd8 gene transcription in comparison 
to CD8 expressing E8I/E8II-deficient DP thymocytes [126]. 
Consistently, Cd8 loci association with pericentromeric 
heterochromatin was observed at an increased percentage 
in “CD8-negative” E8I/E8II-null DP cells correlating with 
an epigenetic “off” state of the Cd8 locus. In summary, 
these findings suggest a crucial role for E8I/E8II in regu-
lating Cd4/Cd8 loci association. These studies also sug-
gest that during thymocyte development CD4/CD8 cell-
fate choice might be in part implemented by the physical 
interaction between the Cd4 and Cd8 genes mediated by 
cis-regulatory sequences. However, the exact mechanism 
of how cis-regulatory elements and gene loci find each 
other in chromatin hubs remains elusive. It is conceivable 
that trans-acting proteins are involved in this process, since 
they provide binding specificity and also mediate protein–
protein interactions. ThPOK and Runx proteins are prom-
ising candidate factors for the regulation of Cd4/Cd8 loci 
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association, since they control CD4/CD8 cell-fate choice 
and the mutual exclusive expression of CD4 and CD8 core-
ceptor molecules in mature T cells. Indeed, Runx3 medi-
ates the association of the Cd4 and Cd8 loci by binding to 
the Cd4 silencer and predominantly to E8I, whereas the 
binding of ThPOK to the Cd4 silencer reverses the asso-
ciation of both loci [126]. While the close association 
between the Cd4 and Cd8 gene loci favors the expression 
of the CD8 coreceptor molecule in DP and CD8SP, the dis-
ruption of this interaction by ThPOK leads to the termina-
tion of Cd8 expression during CD4 lineage development. 
This raises the exciting hypothesis that ThPOK and Runx3, 
essential factors for CD4/CD8 cell-fate choice, also control 
the association of the Cd4 and Cd8 gene loci. Collectively, 
these studies suggest that the generation of chromatin loops 
mediated by antagonizing transcription factors might con-
trol the expression of coregulated genes.

Conclusions

Research performed during the last two decades revealed 
comprehensive mechanistic insight into the developmental 
stage- and subset/lineage-specific regulation of CD4 and 
CD8 coreceptor expression and also into the interchromo-
somal crosstalk between the Cd4 and Cd8 gene loci. These 
studies thus provided important insight into transcriptional 
control mechanisms during T cell development and in 
peripheral effector T cells in general. Moreover, the iden-
tification of transcription factors involved in the transcrip-
tional regulation of CD4 and CD8 significantly advanced 
the knowledge about the transcription factor network regu-
lating CD4/CD8 cell-fate choice of DP thymocytes.

Although the Cd4 and Cd8 gene loci represent probably 
one of the best-characterized gene loci in T cells, several 
important questions remain to be addressed. Which cis-
regulatory element at the Cd4 locus represents the “matura-
tion” enhancer and how is CD4 expression maintained in 
CD4+ effector T cells? How is Cd8 gene expression (epi-
genetically?) maintained in naive CD8+ T cells in the com-
bined absence of E8I and E8II? Moreover, the cis-elements 
required to direct expression of CD4 or CD8α in DCs have 
not been identified. It is also not known whether a unique 
negative-acting cis-regulatory element (Cd8 “silencer”) or 
repressive transcription factors (targeting potentially sev-
eral cis-elements) are required to shut off CD8 expression 
during CD4 T cell lineage differentiation. Finally, future 
studies using ChIP-seq approaches are also essential in 
understanding how the recruitment of transcription factors 
to the Cd4 and Cd8 gene loci at different developmental 
stages and in effector T cells is regulated. This could reveal 
whether there is a hierarchy in the recruitment of transcrip-
tion factors and chromatin remodeling complexes and how 

the recruitment of these factors is linked to epigenetic reg-
ulation of coreceptor expression. It can be expected that 
answers to these questions will provide novel insight into 
transcriptional control mechanisms in T cells and will also 
lead to a better understanding of how CD4/CD8 lineage 
differentiation is regulated during T cell development.

Acknowledgments W ork in the laboratory of W.E. is supported 
by the Austrian Science Fund (FWF) projects P23641FW, I0698FW, 
by the FWF/Meduni Vienna doctoral program (W1212) “Inflamma-
tion and Immunity” and by the Vienna Science and Technology Fund 
(WWTF) through project LS09-031.

Open Access  This article is distributed under the terms of the Crea-
tive Commons Attribution License which permits any use, distribu-
tion, and reproduction in any medium, provided the original author(s) 
and the source are credited.

References

	 1.	E llmeier W, Sawada S, Littman DR (1999) The regulation of 
CD4 and CD8 coreceptor gene expression during T cell devel-
opment. Annu Rev Immunol 17:523–554

	 2.	 Doyle C, Strominger JL (1987) Interaction between CD4 
and class II MHC molecules mediates cell adhesion. Nature 
330(6145):256–259

	 3.	 Norment AM, Salter RD, Parham P, Engelhard VH, Littman DR 
(1988) Cell–cell adhesion mediated by CD8 and MHC class I 
molecules. Nature 336(6194):79–81

	 4.	V eillette A, Bookman MA, Horak EM, Bolen JB (1988) The 
CD4 and CD8 T cell surface antigens are associated with 
the internal membrane tyrosine-protein kinase p56lck. Cell 
55(2):301–308

	 5.	 Rudd CE, Trevillyan JM, Dasgupta JD, Wong LL, Schlossman 
SF (1988) The CD4 receptor is complexed in detergent lysates 
to a protein-tyrosine kinase (pp 58) from human T lymphocytes. 
Proc Natl Acad Sci USA 85(14):5190–5194

	 6.	 Fung-Leung WP, Schilham MW, Rahemtulla A, Kundig TM, 
Vollenweider M, Potter J, van Ewijk W, Mak TW (1991) CD8 
is needed for development of cytotoxic T cells but not helper T 
cells. Cell 65(3):443–449

	 7.	 Rahemtulla A, Fung-Leung WP, Schilham MW, Kundig TM, 
Sambhara SR, Narendran A, Arabian A, Wakeham A, Paige CJ, 
Zinkernagel RM et al (1991) Normal development and function 
of CD8+ cells but markedly decreased helper cell activity in 
mice lacking CD4. Nature 353(6340):180–184

	 8.	 Crooks ME, Littman DR (1994) Disruption of T lymphocyte 
positive and negative selection in mice lacking the CD8 beta 
chain. Immunity 1(4):277–285

	 9.	 Rothenberg EV, Moore JE, Yui MA (2008) Launching the 
T-cell-lineage developmental programme. Nat Rev Immunol 
8(1):9–21

	 10.	 Carpenter AC, Bosselut R (2010) Decision checkpoints in the 
thymus. Nat Immunol 11(8):666–673

	 11.	 Lee SY, Stadanlick J, Kappes DJ, Wiest DL (2010) Towards 
a molecular understanding of the differential signals regulat-
ing alphabeta/gammadelta T lineage choice. Semin Immunol 
22(4):237–246

	 12.	 Gascoigne NR, Palmer E (2011) Signaling in thymic selection. 
Curr Opin Immunol 23(2):207–212

	 13.	 Davis CB, Littman DR (1994) Thymocyte lineage commitment: 
is it instructed or stochastic? Curr Opin Immunol 6(2):266–272



4550 W. Ellmeier et al.

1 3

	 14.	 Robey E (1994) Introduction: commitment to CD4 and CD8 lin-
eages–stochastic or instructive? Semin Immunol 6(4):207–208

	 15.	 von Boehmer H (1996) CD4/CD8 lineage commitment: back to 
instruction? J Exp Med 183(3):713–715

	 16.	 Germain RN (2002) T-cell development and the CD4-CD8 line-
age decision. Nat Rev Immunol 2(5):309–322

	 17.	 Singer A, Adoro S, Park JH (2008) Lineage fate and intense 
debate: myths, models and mechanisms of CD4- versus CD8-
lineage choice. Nat Rev Immunol 8(10):788–801

	 18.	 Brugnera E, Bhandoola A, Cibotti R, Yu Q, Guinter TI, Yamash-
ita Y, Sharrow SO, Singer A (2000) Coreceptor reversal in the 
thymus: signaled CD4+8+ thymocytes initially terminate CD8 
transcription even when differentiating into CD8+ T cells. 
Immunity 13(1):59–71

	 19.	 Lundberg K, Heath W, Kontgen F, Carbone FR, Shortman K 
(1995) Intermediate steps in positive selection: differentiation 
of CD4+8int TCRint thymocytes into CD4-8+ TCRhi thymo-
cytes. J Exp Med 181(5):1643–1651

	 20.	 Suzuki H, Punt JA, Granger LG, Singer A (1995) Asymmet-
ric signaling requirements for thymocyte commitment to the 
CD4+ versus CD8+ T cell lineages: a new perspective on 
thymic commitment and selection. Immunity 2(4):413–425

	 21.	 Park K, He X, Lee HO, Hua X, Li Y, Wiest D, Kappes DJ 
(2010) TCR-mediated ThPOK induction promotes develop-
ment of mature (CD24-) gammadelta thymocytes. EMBO J 
29(14):2329–2341

	 22.	 McCaughtry TM, Etzensperger R, Alag A, Tai X, Kurtulus S, 
Park JH, Grinberg A, Love P, Feigenbaum L, Erman B, Singer 
A (2012) Conditional deletion of cytokine receptor chains 
reveals that IL-7 and IL-15 specify CD8 cytotoxic lineage fate 
in the thymus. J Exp Med 209(12):2263–2276

	 23.	 Adoro S, McCaughtry T, Erman B, Alag A, Van Laethem F, 
Park JH, Tai X, Kimura M, Wang L, Grinberg A, Kubo M, Bos-
selut R, Love P, Singer A (2012) Coreceptor gene imprinting 
governs thymocyte lineage fate. EMBO J 31(2):366–377

	 24.	 Sands JF, Nikolic-Zugic J (1992) T cell-specific protein–DNA 
interactions occurring at the CD4 locus: identification of pos-
sible transcriptional control elements of the murine CD4 gene. 
Int Immunol 4(10):1183–1194

	 25.	 Sawada S, Littman DR (1991) Identification and characteriza-
tion of a T-cell-specific enhancer adjacent to the murine CD4 
gene. Mol Cell Biol 11(11):5506–5515

	 26.	 Siu G, Wurster AL, Duncan DD, Soliman TM, Hedrick SM 
(1994) A transcriptional silencer controls the developmental 
expression of the CD4 gene. EMBO J 13(15):3570–3579

	 27.	 Sawada S, Scarborough JD, Killeen N, Littman DR (1994) 
A lineage-specific transcriptional silencer regulates CD4 
gene expression during T lymphocyte development. Cell 
77(6):917–929

	 28.	W urster AL, Siu G, Leiden JM, Hedrick SM (1994) Elf-1 binds 
to a critical element in a second CD4 enhancer. Mol Cell Biol 
14(10):6452–6463

	 29.	 Adlam M, Siu G (2003) Hierarchical interactions control CD4 
gene expression during thymocyte development. Immunity 
18(2):173–184

	 30.	 Donda A, Schulz M, Burki K, De Libero G, Uematsu Y (1996) 
Identification and characterization of a human CD4 silencer. 
Eur J Immunol 26(2):493–500

	 31.	 Leung RK, Thomson K, Gallimore A, Jones E, Van den Broek 
M, Sierro S, Alsheikhly AR, McMichael A, Rahemtulla A 
(2001) Deletion of the CD4 silencer element supports a stochas-
tic mechanism of thymocyte lineage commitment. Nat Immunol 
2(12):1167–1173

	 32.	 Zou YR, Sunshine MJ, Taniuchi I, Hatam F, Killeen N, Littman 
DR (2001) Epigenetic silencing of CD4 in T cells committed to 
the cytotoxic lineage. Nat Genet 29(3):332–336

	 33.	 Yu M, Wan M, Zhang J, Wu J, Khatri R, Chi T (2008) Nucleo-
protein structure of the CD4 locus: implications for the mecha-
nisms underlying CD4 regulation during T cell development. 
Proc Natl Acad Sci USA 105(10):3873–3878

	 34.	 Carpenter AC, Grainger JR, Xiong Y, Kanno Y, Chu HH, 
Wang L, Naik S, dos Santos L, Wei L, Jenkins MK, O’Shea JJ, 
Belkaid Y, Bosselut R (2012) The transcription factors Thpok 
and LRF are necessary and partly redundant for T helper cell 
differentiation. Immunity 37(4):622–633

	 35.	 Chong MM, Simpson N, Ciofani M, Chen G, Collins A, Litt-
man DR (2010) Epigenetic propagation of CD4 expression is 
established by the Cd4 proximal enhancer in helper T cells. 
Genes Dev 24(7):659–669

	 36.	 Gorman SD, Sun YH, Zamoyska R, Parnes JR (1988) Molecu-
lar linkage of the Ly-3 and Ly-2 genes. Requirement of Ly-2 for 
Ly-3 surface expression. J Immunol 140(10):3646–3653

	 37.	 Nakayama K, Kawachi Y, Tokito S, Minami N, Yamamoto 
R, Imai T, Gachelin G, Nakauchi H (1992) Recent duplica-
tion of the two human CD8 beta-chain genes. J Immunol 
148(6):1919–1927

	 38.	 Jarry A, Cerf-Bensussan N, Brousse N, Selz F, Guy-Grand 
D (1990) Subsets of CD3+ (T cell receptor alpha/beta or 
gamma/delta) and CD3- lymphocytes isolated from normal 
human gut epithelium display phenotypical features different 
from their counterparts in peripheral blood. Eur J Immunol 
20(5):1097–1103

	 39.	 Lefrancois L (1991) Intraepithelial lymphocytes of the intes-
tinal mucosa: curiouser and curiouser. Semin Immunol 3(2): 
99–108

	 40.	V remec D, Zorbas M, Scollay R, Saunders DJ, Ardavin CF, 
Wu L, Shortman K (1992) The surface phenotype of dendritic 
cells purified from mouse thymus and spleen: investigation of 
the CD8 expression by a subpopulation of dendritic cells. J Exp 
Med 176(1):47–58

	 41.	 Moebius U, Kober G, Griscelli AL, Hercend T, Meuer SC 
(1991) Expression of different CD8 isoforms on distinct human 
lymphocyte subpopulations. Eur J Immunol 21(8):1793–1800

	 42.	 Hostert A, Tolaini M, Festenstein R, McNeill L, Malissen B, 
Williams O, Zamoyska R, Kioussis D (1997) A CD8 genomic 
fragment that directs subset-specific expression of CD8 in 
transgenic mice. J Immunol 158(9):4270–4281

	 43.	E llmeier W, Sunshine MJ, Losos K, Hatam F, Littman DR 
(1997) An enhancer that directs lineage-specific expression 
of CD8 in positively selected thymocytes and mature T cells. 
Immunity 7(4):537–547

	 44.	 Hostert A, Garefalaki A, Mavria G, Tolaini M, Roderick K, 
Norton T, Mee PJ, Tybulewicz VL, Coles M, Kioussis D (1998) 
Hierarchical interactions of control elements determine CD8al-
pha gene expression in subsets of thymocytes and peripheral T 
cells. Immunity 9(4):497–508

	 45.	 Hostert A, Tolaini M, Roderick K, Harker N, Norton T, Kioussis 
D (1997) A region in the CD8 gene locus that directs expression 
to the mature CD8 T cell subset in transgenic mice. Immunity 
7(4):525–536

	 46.	E llmeier W, Sunshine MJ, Losos K, Littman DR (1998) Mul-
tiple developmental stage-specific enhancers regulate CD8 
expression in developing thymocytes and in thymus-independ-
ent T cells. Immunity 9(4):485–496

	 47.	 Zhang XL, Seong R, Piracha R, Larijani M, Heeney M, Parnes 
JR, Chamberlain JW (1998) Distinct stage-specific cis-active 
transcriptional mechanisms control expression of T cell core-
ceptor CD8 alpha at double- and single- positive stages of 
thymic development. J Immunol 161(5):2254–2266

	 48.	 Kieffer LJ, Yan L, Hanke JH, Kavathas PB (1997) Appropri-
ate developmental expression of human CD8 beta in transgenic 
mice. J Immunol 159(10):4907–4912



4551Transcriptional control of CD4 and CD8 coreceptor

1 3

	 49.	E llmeier W, Sunshine MJ, Maschek R, Littman DR (2002) 
Combined deletion of CD8 locus cis-regulatory elements affects 
initiation but not maintenance of CD8 expression. Immunity 
16(5):623–634

	 50.	 Garefalaki A, Coles M, Hirschberg S, Mavria G, Norton T, Hos-
tert A, Kioussis D (2002) Variegated expression of CD8 alpha 
resulting from in situ deletion of regulatory sequences. Immu-
nity 16(5):635–647

	 51.	 Feik N, Bilic I, Tinhofer J, Unger B, Littman DR, Ellmeier W 
(2005) Functional and molecular analysis of the double-positive 
stage-specific CD8 enhancer E8III during thymocyte develop-
ment. J Immunol 174(3):1513–1524

	 52.	 Festenstein R, Tolaini M, Corbella P, Mamalaki C, Parrington 
J, Fox M, Miliou A, Jones M, Kioussis D (1996) Locus control 
region function and heterochromatin-induced position effect 
variegation. Science 271(5252):1123–1125

	 53.	 Kioussis D, Ellmeier W (2002) Chromatin and CD4, CD8A and 
CD8B gene expression during thymic differentiation. Nat Rev 
Immunol 2(12):909–919

	 54.	 Chi TH, Wan M, Zhao K, Taniuchi I, Chen L, Littman 
DR, Crabtree GR (2002) Reciprocal regulation of CD4/
CD8 expression by SWI/SNF-like BAF complexes. Nature 
418(6894):195–199

	 55.	 Bilic I, Koesters C, Unger B, Sekimata M, Hertweck A, 
Maschek R, Wilson CB, Ellmeier W (2006) Negative regulation 
of CD8 expression via Cd8 enhancer-mediated recruitment of 
the zinc finger protein MAZR. Nat Immunol 7(4):392–400

	 56.	 Bilic I, Ellmeier W (2007) The role of BTB domain-containing 
zinc finger proteins in T cell development and function. Immu-
nol Lett 108(1):1–9

	 57.	 He X, Park K, Kappes DJ (2010) The role of ThPOK in con-
trol of CD4/CD8 lineage commitment. Annu Rev Immunol 
28:295–320

	 58.	 Dave VP, Allman D, Keefe R, Hardy RR, Kappes DJ (1998) 
HD mice: a novel mouse mutant with a specific defect in 
the generation of CD4(+) T cells. Proc Natl Acad Sci USA 
95(14):8187–8192

	 59.	 Sun G, Liu X, Mercado P, Jenkinson SR, Kypriotou M, Feigen-
baum L, Galera P, Bosselut R (2005) The zinc finger protein 
cKrox directs CD4 lineage differentiation during intrathymic T 
cell-positive selection. Nat Immunol 6(4):373–381

	 60.	 He X, He X, Dave VP, Zhang Y, Hua X, Nicolas E, Xu W, Roe 
BA, Kappes DJ (2005) The zinc finger transcription factor Th-
POK regulates CD4 versus CD8 T-cell lineage commitment. 
Nature 433(7028):826–833

	 61.	 Keefe R, Dave V, Allman D, Wiest D, Kappes DJ (1999) Regu-
lation of lineage commitment distinct from positive selection. 
Science 286(5442):1149–1153

	 62.	W ang L, Wildt KF, Zhu J, Zhang X, Feigenbaum L, Tessarollo 
L, Paul WE, Fowlkes BJ, Bosselut R (2008) Distinct func-
tions for the transcription factors GATA-3 and ThPOK during 
intrathymic differentiation of CD4(+) T cells. Nat Immunol 
9(10):1122–1130

	 63.	E gawa T, Littman DR (2008) ThPOK acts late in specifica-
tion of the helper T cell lineage and suppresses Runx-mediated 
commitment to the cytotoxic T cell lineage. Nat Immunol 
9(10):1131–1139

	 64.	 Muroi S, Naoe Y, Miyamoto C, Akiyama K, Ikawa T, Masuda 
K, Kawamoto H, Taniuchi I (2008) Cascading suppression of 
transcriptional silencers by ThPOK seals helper T cell fate. Nat 
Immunol 9(10):1113–1121

	 65.	W ang L, Wildt KF, Castro E, Xiong Y, Feigenbaum L, Tessa-
rollo L, Bosselut R (2008) The zinc finger transcription factor 
Zbtb7b represses CD8-lineage gene expression in peripheral 
CD4+ T cells. Immunity 29(6):876–887

	 66.	 Jenkinson SR, Intlekofer AM, Sun G, Feigenbaum L, Reiner 
SL, Bosselut R (2007) Expression of the transcription factor 
cKrox in peripheral CD8 T cells reveals substantial postthymic 
plasticity in CD4-CD8 lineage differentiation. J Exp Med 
204(2):267–272

	 67.	 Rui J, Liu H, Zhu X, Cui Y, Liu X (2012) Epigenetic silencing 
of CD8 genes by ThPOK-mediated deacetylation during CD4 T 
cell differentiation. J Immunol 189(3):1380–1390

	 68.	 He X, Park K, Wang H, He X, Zhang Y, Hua X, Li Y, Kappes DJ 
(2008) CD4-CD8 lineage commitment is regulated by a silencer 
element at the ThPOK transcription-factor locus. Immunity 
28(3):346–358

	 69.	 Setoguchi R, Tachibana M, Naoe Y, Muroi S, Akiyama K, 
Tezuka C, Okuda T, Taniuchi I (2008) Repression of the tran-
scription factor Th-POK by Runx complexes in cytotoxic T cell 
development. Science 319(5864):822–825

	 70.	 Muroi S, Tanaka H, Miyamoto C, Taniuchi I (2013) Cut-
ting edge: fine-tuning of thpok gene activation by an 
enhancer in close proximity to its own silencer. J Immunol 
190(4):1397–1401

	 71.	 Taniuchi I, Ellmeier W (2011) Transcriptional and epigenetic reg-
ulation of CD4/CD8 lineage choice. Adv Immunol 110:71–110

	 72.	 Collins A, Littman DR, Taniuchi I (2009) RUNX proteins in 
transcription factor networks that regulate T-cell lineage choice. 
Nat Rev Immunol 9(2):106–115

	 73.	 Taniuchi I, Osato M, Egawa T, Sunshine MJ, Bae SC, Komori 
T, Ito Y, Littman DR (2002) Differential requirements for Runx 
proteins in CD4 repression and epigenetic silencing during T 
lymphocyte development. Cell 111(5):621–633

	 74.	 Taniuchi I, Sunshine MJ, Festenstein R, Littman DR (2002) 
Evidence for distinct CD4 silencer functions at different stages 
of thymocyte differentiation. Mol Cell 10(5):1083–1096

	 75.	 Sato T, Ohno S, Hayashi T, Sato C, Kohu K, Satake M, Habu 
S (2005) Dual functions of Runx proteins for reactivating CD8 
and silencing CD4 at the commitment process into CD8 thymo-
cytes. Immunity 22(3):317–328

	 76.	E gawa T, Tillman RE, Naoe Y, Taniuchi I, Littman DR (2007) 
The role of the Runx transcription factors in thymocyte dif-
ferentiation and in homeostasis of naive T cells. J Exp Med 
204(8):1945–1957

	 77.	 Hassan H, Sakaguchi S, Tenno M, Kopf A, Boucheron N, 
Carpenter AC, Egawa T, Taniuchi I, Ellmeier W (2011) Cd8 
enhancer E8I and Runx factors regulate CD8alpha expres-
sion in activated CD8+ T cells. Proc Natl Acad Sci USA 
108(45):18330–18335

	 78.	 Naoe Y, Setoguchi R, Akiyama K, Muroi S, Kuroda M, Hatam 
F, Littman DR, Taniuchi I (2007) Repression of interleukin-4 
in T helper type 1 cells by Runx/Cbf beta binding to the Il4 
silencer. J Exp Med 204(8):1749–1755

	 79.	 Grueter B, Petter M, Egawa T, Laule-Kilian K, Aldrian CJ, 
Wuerch A, Ludwig Y, Fukuyama H, Wardemann H, Walds-
chuetz R, Moroy T, Taniuchi I, Steimle V, Littman DR, Ehlers 
M (2005) Runx3 regulates integrin alpha E/CD103 and CD4 
expression during development of CD4-/CD8+ T cells. J 
Immunol 175(3):1694–1705

	 80.	 Kobayashi A, Yamagiwa H, Hoshino H, Muto A, Sato K, Morita 
M, Hayashi N, Yamamoto M, Igarashi K (2000) A combinato-
rial code for gene expression generated by transcription factor 
Bach2 and MAZR (MAZ-related factor) through the BTB/POZ 
domain. Mol Cell Biol 20(5):1733–1746

	 81.	 Jepsen K, Rosenfeld MG (2002) Biological roles and mechanistic 
actions of co-repressor complexes. J Cell Sci 115(Pt 4):689–698

	 82.	W atson PJ, Fairall L, Schwabe JW (2012) Nuclear hormone 
receptor co-repressors: structure and function. Mol Cell Endo-
crinol 348(2):440–449



4552 W. Ellmeier et al.

1 3

	 83.	 Stanya KJ, Kao HY (2009) New insights into the functions 
and regulation of the transcriptional corepressors SMRT and 
N-CoR. Cell Div 4:7

	 84.	 Sakaguchi S, Hombauer M, Bilic I, Naoe Y, Schebesta A, Tani-
uchi I, Ellmeier W (2010) The zinc-finger protein MAZR is part 
of the transcription factor network that controls the CD4 versus 
CD8 lineage fate of double-positive thymocytes. Nat Immunol 
11(5):442–448

	 85.	V alentino T, Palmieri D, Vitiello M, Simeone A, Palma G, Arra 
C, Chieffi P, Chiariotti L, Fusco A, Fedele M (2013) Embryonic 
defects and growth alteration in mice with homozygous disrup-
tion of the Patz1 gene. J Cell Physiol 228(3):646–653

	 86.	 Pero R, Palmieri D, Angrisano T, Valentino T, Federico A, 
Franco R, Lembo F, Klein-Szanto AJ, Del Vecchio L, Montan-
aro D, Keller S, Arra C, Papadopoulou V, Wagner SD, Croce 
CM, Fusco A, Chiariotti L, Fedele M (2012) POZ-, AT-hook-, 
and zinc finger-containing protein (PATZ) interacts with human 
oncogene B cell lymphoma 6 (BCL6) and is required for its 
negative autoregulation. J Biol Chem 287(22):18308–18317

	 87.	 Fedele M, Franco R, Salvatore G, Paronetto MP, Barbagallo F, 
Pero R, Chiariotti L, Sette C, Tramontano D, Chieffi G, Fusco 
A, Chieffi P (2008) PATZ1 gene has a critical role in the sper-
matogenesis and testicular tumours. J Pathol 215(1):39–47

	 88.	W urster AL, Pazin MJ (2012) ATP-dependent chromatin remod-
eling in T cells. Biochem Cell Biol 90(1):1–13

	 89.	 Naito T, Gomez-Del Arco P, Williams CJ, Georgopoulos K 
(2007) Antagonistic interactions between Ikaros and the chro-
matin remodeler Mi-2beta determine silencer activity and Cd4 
gene expression. Immunity 27(5):723–734

	 90.	 John LB, Ward AC (2011) The Ikaros gene family: transcrip-
tional regulators of hematopoiesis and immunity. Mol Immunol 
48(9–10):1272–1278

	 91.	 Ng SY, Yoshida T, Zhang J, Georgopoulos K (2009) Genome-
wide lineage-specific transcriptional networks underscore Ika-
ros-dependent lymphoid priming in hematopoietic stem cells. 
Immunity 30(4):493–507

	 92.	E gawa T, Littman DR (2011) Transcription factor AP4 modu-
lates reversible and epigenetic silencing of the Cd4 gene. Proc 
Natl Acad Sci USA 108(36):14873–14878

	 93.	 Sawada S, Littman DR (1993) A heterodimer of HEB and an 
E12-related protein interacts with the CD4 enhancer and regu-
lates its activity in T-cell lines. Mol Cell Biol 13(9):5620–5628

	 94.	 Zhuang Y, Cheng P, Weintraub H (1996) B-lymphocyte devel-
opment is regulated by the combined dosage of three basic 
helix-loop-helix genes, E2A, E2–2, and HEB. Mol Cell Biol 
16(6):2898–2905

	 95.	 Barndt RJ, Dai M, Zhuang Y (2000) Functions of E2A-HEB 
heterodimers in T-cell development revealed by a dominant 
negative mutation of HEB. Mol Cell Biol 20(18):6677–6685

	 96.	 Jones ME, Zhuang Y (2007) Acquisition of a functional T cell 
receptor during T lymphocyte development is enforced by HEB 
and E2A transcription factors. Immunity 27(6):860–870

	 97.	 Jones-Mason ME, Zhao X, Kappes D, Lasorella A, Iavarone 
A, Zhuang Y (2012) E protein transcription factors are required 
for the development of CD4(+) lineage T cells. Immunity 
36(3):348–361

	 98.	 Cunningham JM, Purucker ME, Jane SM, Safer B, Vanin EF, 
Ney PA, Lowrey CH, Nienhuis AW (1994) The regulatory ele-
ment 3′ to the A gamma-globin gene binds to the nuclear matrix 
and interacts with special A-T-rich binding protein 1 (SATB1), 
an SAR/MAR-associating region DNA binding protein. Blood 
84(4):1298–1308

	 99.	 Galande S, Purbey PK, Notani D, Kumar PP (2007) The third 
dimension of gene regulation: organization of dynamic chroma-
tin loopscape by SATB1. Curr Opin Genet Dev 17(5):408–414

	100.	 Yao X, Nie H, Rojas IC, Harriss JV, Maika SD, Gottlieb PD, 
Rathbun G, Tucker PW (2010) The L2a element is a mouse 
CD8 silencer that interacts with MAR-binding proteins SATB1 
and CDP. Mol Immunol 48(1–3):153–163

	101.	 Alvarez JD, Yasui DH, Niida H, Joh T, Loh DY, Kohwi-Shige-
matsu T (2000) The MAR-binding protein SATB1 orchestrates 
temporal and spatial expression of multiple genes during T-cell 
development. Genes Dev 14(5):521–535

	102.	 Nie H, Maika SD, Tucker PW, Gottlieb PD (2005) A role for 
SATB1, a nuclear matrix association region-binding protein, in 
the development of CD8SP thymocytes and peripheral T lym-
phocytes. J Immunol 174(8):4745–4752

	103.	 Nie H, Yao X, Maika SD, Tucker PW (2008) SATB1 is required 
for CD8 coreceptor reversal. Mol Immunol 46(1):207–211

	104.	W akabayashi Y, Watanabe H, Inoue J, Takeda N, Sakata J, 
Mishima Y, Hitomi J, Yamamoto T, Utsuyama M, Niwa O, 
Aizawa S, Kominami R (2003) Bcl11b is required for differen-
tiation and survival of alphabeta T lymphocytes. Nat Immunol 
4(6):533–539

	105.	 Albu DI, Feng D, Bhattacharya D, Jenkins NA, Copeland NG, 
Liu P, Avram D (2007) BCL11B is required for positive selec-
tion and survival of double-positive thymocytes. J Exp Med 
204(12):3003–3015

	106.	 Kastner P, Chan S, Vogel WK, Zhang LJ, Topark-Ngarm A, 
Golonzhka O, Jost B, Le Gras S, Gross MK, Leid M (2010) 
Bcl11b represses a mature T-cell gene expression program 
in immature CD4(+)CD8(+) thymocytes. Eur J Immunol 
40(8):2143–2154

	107.	 Zhang S, Rozell M, Verma RK, Albu DI, Califano D, VanValk-
enburgh J, Merchant A, Rangel-Moreno J, Randall TD, Jenkins 
NA, Copeland NG, Liu P, Avram D (2010) Antigen-specific 
clonal expansion and cytolytic effector function of CD8+ T 
lymphocytes depend on the transcription factor Bcl11b. J Exp 
Med 207(8):1687–1699

	108.	 Harker N, Naito T, Cortes M, Hostert A, Hirschberg S, Tolaini 
M, Roderick K, Georgopoulos K, Kioussis D (2002) The 
CD8alpha gene locus is regulated by the Ikaros family of pro-
teins. Mol Cell 10(6):1403–1415

	109.	W ilkinson B, Chen JY, Han P, Rufner KM, Goularte OD, Kaye 
J (2002) TOX: an HMG box protein implicated in the regulation 
of thymocyte selection. Nat Immunol 3(3):272–280

	110.	 Aliahmad P, Kaye J (2008) Development of all CD4 T lineages 
requires nuclear factor TOX. J Exp Med 205(1):245–256

	111.	 Pai SY, Truitt ML, Ting CN, Leiden JM, Glimcher LH, Ho IC 
(2003) Critical roles for transcription factor GATA-3 in thymo-
cyte development. Immunity 19(6):863–875

	112.	 Xiong Y, Castro E, Yagi R, Zhu J, Lesourne R, Love PE, Fei-
genbaum L, Bosselut R (2013) Thpok-independent repression 
of Runx3 by Gata3 during CD4(+) T-cell differentiation in the 
thymus. Eur J Immunol 43(4):918–928

	113.	 Bender TP, Kremer CS, Kraus M, Buch T, Rajewsky K (2004) 
Critical functions for c-Myb at three checkpoints during thymo-
cyte development. Nat Immunol 5(7):721–729

	114.	 Maurice D, Hooper J, Lang G, Weston K (2007) c-Myb regu-
lates lineage choice in developing thymocytes via its target gene 
Gata3. EMBO J 26(15):3629–3640

	115.	 Manjunath N, Shankar P, Stockton B, Dubey PD, Lieberman J, 
von Andrian UH (1999) A transgenic mouse model to analyze 
CD8(+) effector T cell differentiation in vivo. Proc Natl Acad 
Sci USA 96(24):13932–13937

	116.	 Madakamutil LT, Christen U, Lena CJ, Wang-Zhu Y, Attinger 
A, Sundarrajan M, Ellmeier W, von Herrath MG, Jensen P, Litt-
man DR, Cheroutre H (2004) CD8alphaalpha-mediated survival 
and differentiation of CD8 memory T cell precursors. Science 
304(5670):590–593



4553Transcriptional control of CD4 and CD8 coreceptor

1 3

	117.	 Chandele A, Kaech SM (2005) Cutting edge: memory CD8 
T cell maturation occurs independently of CD8alphaalpha. J 
Immunol 175(9):5619–5623

	118.	 Zhong W, Reinherz EL (2005) CD8 alpha alpha homodi-
mer expression and role in CD8 T cell memory generation 
during influenza virus A infection in mice. Eur J Immunol 
35(11):3103–3110

	119.	 Mucida D, Husain MM, Muroi S, van Wijk F, Shinnakasu R, 
Naoe Y, Reis BS, Huang Y, Lambolez F, Docherty M, Attinger 
A, Shui JW, Kim G, Lena CJ, Sakaguchi S, Miyamoto C, Wang 
P, Atarashi K, Park Y, Nakayama T, Honda K, Ellmeier W, Kro-
nenberg M, Taniuchi I, Cheroutre H (2013) Transcriptional 
reprogramming of mature CD4(+) helper T cells generates 
distinct MHC class II-restricted cytotoxic T lymphocytes. Nat 
Immunol 14(3):281–289

	120.	 Reis BS, Rogoz A, Costa-Pinto FA, Taniuchi I, Mucida D 
(2013) Mutual expression of the transcription factors Runx3 
and ThPOK regulates intestinal CD4(+) T cell immunity. Nat 
Immunol 14(3):271–280

	121.	 Konkel JE, Maruyama T, Carpenter AC, Xiong Y, Zamar-
ron BF, Hall BE, Kulkarni AB, Zhang P, Bosselut R, Chen W 
(2011) Control of the development of CD8alphaalpha+ intes-
tinal intraepithelial lymphocytes by TGF-beta. Nat Immunol 
12(4):312–319

	122.	 Merkenschlager M, Amoils S, Roldan E, Rahemtulla A, 
O’Connor E, Fisher AG, Brown KE (2004) Centromeric reposi-
tioning of coreceptor loci predicts their stable silencing and the 
CD4/CD8 lineage choice. J Exp Med 200(11):1437–1444

	123.	 Delaire S, Huang YH, Chan SW, Robey EA (2004) Dynamic 
repositioning of CD4 and CD8 genes during T cell develop-
ment. J Exp Med 200(11):1427–1435

	124.	 Ktistaki E, Garefalaki A, Williams A, Andrews SR, Bell DM, 
Foster KE, Spilianakis CG, Flavell RA, Kosyakova N, Trifonov 
V, Liehr T, Kioussis D (2010) CD8 locus nuclear dynamics dur-
ing thymocyte development. J Immunol 184(10):5686–5695

	125.	 Jiang H, Peterlin BM (2008) Differential chromatin looping 
regulates CD4 expression in immature thymocytes. Mol Cell 
Biol 28(3):907–912

	126.	 Collins A, Hewitt SL, Chaumeil J, Sellars M, Micsinai M, 
Allinne J, Parisi F, Nora EP, Bolland DJ, Corcoran AE, Kluger 
Y, Bosselut R, Ellmeier W, Chong MM, Littman DR, Skok 
JA (2011) RUNX transcription factor-mediated association of 
Cd4 and Cd8 enables coordinate gene regulation. Immunity 
34(3):303–314

	127.	 Gorman SD, Tourvieille B, Parnes JR (1987) Structure of the 
mouse gene encoding CD4 and an unusual transcript in brain. 
Proc Natl Acad Sci USA 84(21):7644–7648

	128.	W ildt KF, Sun G, Grueter B, Fischer M, Zamisch M, Ehlers M, 
Bosselut R (2007) The transcription factor Zbtb7b promotes 
CD4 expression by antagonizing Runx-mediated activation of 
the CD4 silencer. J Immunol 179(7):4405–4414

	129.	 Takada K, Takahama Y (2010) Another zinc finger in the pie of 
CD4-CD8 lineage choice. Nat Immunol 11(5):370–371


	Transcriptional control of CD4 and CD8 coreceptor expression during T cell development
	Abstract 
	Introduction
	T cell development and models of CD4CD8 lineage commitment
	Cis-regulatory elements controlling Cd4 gene expression
	Cd4 enhancers display T cell-specific activities
	The Cd4 silencer: a genomic fragment that restricts CD4 expression to helper lineage T cells
	Gene targeting approaches to study Cd4  cis-regulatory elements: evidence for epigenetic regulation of Cd4 gene expression

	Cis-regulatory elements controlling the Cd8a and Cd8b1 gene complex
	A complex network of cd8 enhancers direct developmental stage- and lineage-specific expression of the Cd8a and Cd8b1 genes
	Gene targeting approaches to characterize Cd8 enhancer function

	A transcription factor network links CD4CD8 cell-fate choice and Cd4Cd8 coreceptor gene expression
	ThPOK: a central regulator of CD4 lineage commitment
	Runx complexes: regulators of Cd4 silencing and Cd8 gene expression
	MAZR: a regulator of CD8 expression in DN thymocytes and of CD4CD8 cell-fate choice
	Ikaros, Mi-2β, and AP4: additional factors regulating Cd4 silencer activity
	The bHLH factors HEB and E2A control the activity of the Cd4 enhancer E4P
	SATB1, Bcl11b, and Ikaros: transcription factors implicated in the regulation of Cd8 gene expression
	Other transcription factors involved in CD4CD8 cell-fate choice

	Differential regulation of coreceptor gene expression between naive and effectormemory T cells
	Regulation of the spatial organization of the Cd4 and Cd8 loci
	Conclusions
	Acknowledgments 
	References


