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Thymus is the primary lymphoid organ involved in the development of thymocytes. Maturation related events 
of thymocytes within thymus, especially the widely discussed directional migration of thymocytes, is regulated 
by chemokines via chemokine receptors mediated signaling pathway. Multiple types of chemokines and 
chemokine receptors, as components of the network-interaction within thymic microenvironment, are involved 
in the thymopoiesis. It appears that these chemokines are functionally redundant and such phenomenon may 
be explained not only by the promiscuous, non-one-to-one matching between ligands-receptors within CXC or 
CC chemokine subfamily, but also by the various spatio-temporal expression patterns within different cell 
types and developmental stages. The redundancy and regulation of thymus expressed chemokines and 
chemokine receptors during thymocyte development are herein discussed. Cellular & Molecular Immunology. 
2004;1(4):266-273. 
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Introduction 
 
The chemokines are a family of small, structurally related 
cytokines, functionally involved in leukocyte activation 
and migration. They are divided into four subfamilies 
termed the CXC, CC, C and CX3C chemokine, respectively, 
based on the structural and genetic considerations. The 
CXC family is characterized by an amino acid positioned 
between the first and second cysteines, whereas in the CC 
family these two cysteines are located side by side. Two 
minor families have been described: the one lost the first 
and third cysteines is represented by lymphotactin; the 
other, exhibits three amino acids between the first two 
cysteines and is represented by fractalkine (1). Recently, 
chemokines are propositioned to be classified into 
“inflammatory” and “lymphoid” groups based on the site 
of production and the eliciting consequences of reactions. 
“Inflammatory” chemokines are produced by various types 
of cells, such as endothelial cells, epithelial cells, fibro- 
blasts, as well as leukocytes, and are attractive primarily to 
neutrophils, and subsequently, found to attract different 
kinds of effector and memory lymphocytes. The common 
characteristic of this kind of chemokines is their high 
responsiveness to inflammatory stimuli. “Lymphoid” 

chemokines are produced within the lymphoid tissues and 
are involved in homeostatic lymphocyte traffic, comprising 
the ones participating in thymopoiesis we will discuss here. 
Indeed, many chemokines may play a dual role, acting in 
inflammatory process, and as factors triggering the 
migration of lymphocytes in central and peripheral immune 
organs, depending on the spatio-temporal expression and 
regulation. To date, over 50 distinct chemokines have been 
identified and characterized in human, whose homologous 
counterparts are found in mouse, as well as in other species. 
Chemokines mediate their biological responses by binding 
to targeted cell-surface receptors that belong to the large 
family of G protein-coupled seven transmembrane domain 
(7-TM) receptors (2). The receptors that bind CXC 
chemokines are designated CXC chemokine receptors 
(CXCRs), those to CC chemokines are CC chemokine 
receptors (CCRs), and CX3CRs to CX3C chemokines, 
analogically. Bevan et al. summed up the chemokines and 
chemokine receptors that were detected in thymus, either in 
thymic stroma, or in the different developmental stages of 
thymocytes (3). 

The thymic microenvironment, composed of stromal 
cells, extracellular matrix and cytokines, provides a 
perfect-equipment residence for thymocyte growth. As they 
go through phenotypic and functional maturation, 
thymocytes are moving from the subcapsular region of the 
outer cortex, to the inner cortex, traverse the cortico- 
medullary junction and migrate to the medulla, where they 
camp for about 2 weeks for further maturation before 
devoting into the ‘frontier defence barracks’ (periphery 
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blood and second lymphoid organs) (4). Along with the 
anatomical trafficking, thymocytes switch their visages, 
from the arrived immature CD4-CD8- (double negative, 
DN) precursors, then CD4+CD8+ (double positive, DP), to 
the ultimately emigrants of CD4SP or CD8SP (single 
positive, SP). The temporally ordinal events: entry of T 
lymphocyte progenitors from bone marrow into the thymus, 
intrathymic trafficking, and emigration to the periphery are 
now cognized to be at least owed to the contribution of 
chemokines, which act via cell-surface expressed 
chemokine receptors. In the two concerned reviews of 
Bevan and Romagnani, they and colleagues summarized 
the up-to-date results on thymocyte migration triggered by 
chemokines, in terms of the consecutions of various 
chemokine-receptor pairs, and of the dimensional locations 
of chemokines and receptors within thymus during 
development, respectively (3, 5). Obviously, chemokines 
are perplexingly redundant in their actions on target cells 
and certain cells concomitantly produce several 
chemokines with an overlapping spectrum of actions. 
Although a great deal has been learned about chemokines 
and chemokine receptors in regulating the migration of 
mature lymphocytes, far less than satisfying information is 
available concerning their potential role and the regulation 
mechanism in thymocyte development. Recently, more 
functions of chemokines in thymus are discussed, such as 
in thymocytes proliferation, activation and cytokine 
production, in thymic positive and negative selection. 
Additionally, chemokines may have implication with the 
survival or apoptosis of thymocytes, which seems to be 
attractive, though with few reports heretofore. Some useful 
experimental models, such as FTOC (6), reconstitution in 
congenic mice, help us to pry into the more actual roles of 
chemokines in thymus. 
 
Dancing of chemokines in thymus 
 
Like a player, chemokine does a splendid figure in the 
thymic arena, almost becoming the protagonist among the 
various participators that conduct the thymocytes 
trafficking. The routine study procedure of the previous 
reports is to investigate the expression profile of a 
thymus-expressed receptor among various thymocyte 
subpopulations using specific antibodies; at the same time, 
check the occurrence or existence of the corresponding 
ligand in a certain thymic position, where the cognate 
receptor-marked thymocyte subsets happen to pass by, thus 
draw the conclusion of that this pair of chemokine/receptor 
dominantly acts on this stage. With this strategy, multiple 
chemokines and receptors are exhibited to involve in the 
directional trafficking of thymocytes and are here 
summarized by the order of the topological migration of 
thymocytes (Figure 1). 

Newly entered thymocyte progenitors are found in the 
subcapsular region of the outer cortex, the entrance seems 
to penetrate the vessels at the cortico-medullary junction 
observed in reconstitution assay with labeled bone marrow 
precursors (7). The cell surface receptor CXCR4, which 
has already been expressed at earlier developmental stages 
in the bone marrow, is remarkably contributed to 
thymocyte development by leading the early progenitors to 
a proper localization of the outer cortex and thus 

employing them to be ready for further differentiation (8). 
Here they encounter the cortical epithelial cell produced 
CXCL12, and this chemokine promotes the cells moving 
forwards, with the CD34+ progenitors showing the highest 
responsiveness. Moreover, CXCR4 is up-regulated by 
c-Kit on human CD34+ bone marrow progenitors (9, 10). 
According to the opinion of Godfrey et al., the immature 
DN cells are further classified into four pulsive stages 
defined by two surface molecules—CD44 and CD25, i.e., 

Figure 1. The schematic image shows the participation of 
representative chemokines and chmokine receptors involved in 
the schedule of thymocyte development. Bone marrow derived T 
progenitors maturate in the thymic microenvironment, which 
consisted of stromal cells, extracellular matrix and various 
cytokines. Chemokines drive thymocytes moving and migrating 
to the proper niches, where maturation related events take place. 
The chemokine receptors on thymocytes switch along with the 
developmental evolvement, implying different functions of 
chemokines and receptors. On the other hand, the redundant 
pattern of the chemokines and receptors to keep a multiple 
insurance of thymocyte development and to compensate when 
some certain chemokine or receptor is deficient. Abbreviations:
CMJ, cortico-medullary junction; hi, high expression; int, inter-
mediate expression; lo, low expression; +, positive; -, negative; 
Ep, epithelial cell; DC, dendritic cell; Μφ,  macrophage. 
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CD44+ CD25- (DN1), CD44+ CD25+ (DN2), CD44- CD25+ 

(DN3) and CD44- CD25- (DN4) (11). CXCR4 was reported 
to be expressed lowly on CD44+ CD25- DN, and up- 
regulated upon maturation to the CD44+ CD25+ stage (12). 
During the travel of thymocytes in the cortex, another 
chemokine receptor, CCR9 is up-regulated following 
pre-TCR signaling (13), but all of the four CD44/CD25 
DNs express low levels of CCR9 and no significant 
migration of DN to CCL25, the ligand of CCR9, was 
detected. Additional chemokines and receptors that 
involved in the cortical niches, such as CCL3 and XCL1 
were reported to be highly expressed in DN cDNA library 
and chemoattarctive to DN thymocytes (14, 15). But the 
details need further investigation. 

As thymocytes move from the outer cortex to the inner 
cortex, they initiate the expression of CD4 and CD8, and 
encounter additional chemokines, which facilitate interact- 
tions of thymocytes with peptide/MHC complexes or other 
factors produced by stromal cells. Positive selection occurs 
if the TCR engaged a peptide/MHC complex with low 
affinity, resulting in the cell survival and differentiation 
(16). In this period, CCL25/CCR9 is the star player. 
Remarkable expression of CCR9 is induced in the DN to 
DP transition and DP cells showed a strong response to 
CCL25 in chemotaxis assay. Down-regulated expression of 
CCR9 was found when the cells transmit to the CD4 SP or 
CD8 SP stage. The expression of CD69, a C-type lectin of 
very early activated antigen, hallmarks that the DP cells 
have been positively selected. Constitutively expression of 
CD69 on DP thymocytes suggests that it may be involved 
in regulation of developmental events in addition to 
activation of a variety of hematopoietic cells (17). CD69+ 

thymocytes demonstrate enhanced CCL25-induced migra- 
tion compared with CD69- thymocytes, and thymocyte 
migration in response to CCL25 is augmented by TCR 
signaling. Uehara et al. found that approximately half of all 

γδTCR+ thymocytes express CCR9, and migrate to CCL25 
(18). The expression of CCR9 on specific γδ-T cell subsets 
indicates that CCR9 may also function in the development 
and/or trafficking of γδ-T cells (18, 19). Notably, CCR5 
strikes a pose in this stage, accelerating the DN-DP 
transition, inducing DP cells responsive to CCL4, one of 
the ligands of CCR5 (20). Another important event of the 
DP stage is that the down-regulation of CXCR4, which has 
made contributions in the trafficking of early DN cells. The 
significance of CXCR4 decreasing may be speculated to 
facilitate the developing thymocytes away from the outer 
cortex. 

Ceaselessly, thymocytes arrive the cortico-medullary 
junction, where and when CD69 was marked on cell 
surface to represent the transient thymocyte population of 
during or immediately after the positive selection. Thymo- 
cytes of this stage remain highly responsive to CCL25/ 
CCR9, and also to another pair of chemokine/receptor, 
CCL22/CCR4. A remarkable proportion of CCL22- 
responsive thymocytes were CD4+CD8+ cells, whereas 
exhibiting reduced levels of CD8. At this moment, if TCR 
on thymocytes matches a peptide/MHC ligand presented 
by antigen-presenting cells (APCs) with high affinity, the 
apoptotic cell death is occurred and the self-reactive 
thymocytes are deleted to generate a peripheral T repertoire 
of self-tolerance. It seems that CCL22/CCR4 plays a key 
role in the migration of CD69+DPs, a population of 
post-selection thymocytes with the phenotypic characters 
of CD3high CD30+. Chemotaxis of CCL22/CCR4 is durable 
on the CD69+ CD62Llo stage and disappears when thymo- 
cytes evolved into more mature stage of CD69-CD62Lhigh, 
implying a privity between CD69 and CCL22/CCR4. It is 
notable that CCR4 is selectively localized to the medullary 
CD30+ cells, CCL22-producing cells are happened to be 
stained positive for CD30L. CD30 is a member of the TNF 
receptor family, thus CD30L positive CCL22-producing 

Table 1. Chemokines and receptors mentioned in this review. 

Symbol Alias Definition Receptor  
CCL2 MCP-1 monocyte chemoattractant protein-1 CCR2 
CCL3 MIP-1α macrophage inflammatory protein 1 α CCR1/5 
CCL4 MIP-1β macrophage inflammatory protein 1 β CCR5 
CCL5 RANTES regulated on activation normal T cell expressed and secreted CCR1/3/5 
CCL19 ELC Epstein-Barr virus-induced receptor ligand chemokine CCR7 
CCL21 SLC secondary lymphoid tissue chemokine CCR7 
CCL22 MDC macrophage-derived chemokine CCR4 
CCL25 TECK thymus-expressed chemokine CCR9 
CXCL1 GRO growth-related oncogene  CXCR1/2 
CXCL4 PF-4 platelet factor 4 *ND 
CXCL7 PBP platelet basic protein  CXCR2 
CXCL8 IL-8 interleukin-8 CXCR1/2 
CXCL9 MIG monokine induced by γ-interferon CXCR3 
CXCL10 IP-10 γ-interferon-inducible protein-10 CXCR3 
CXCL12 SDF-1 stromal-derived factor 1 CXCR4 
XCL1  lymphotactin  XCR1 

      * Receptor of CXCL4 is not identified so far. 
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cells attract CCR4+ thymocytes, favor the CD30/CD30L 
interaction, and therefore induce apoptosis of cells by 
autoantigen activation (21). 

Positively selected DP thymocytes mature into CD4SP 
and CD8SP, based on the divaricated ways with 
engagement of peptide/MHC I or peptide/MHC II complex, 
respectively. Final maturation events take place in the 
medulla, where the SP thymocytes appear to reside for 
about two weeks to undergo further development, and 
participation of chemokines and receptors is needed. 
CCL19 and CCL21, sharing the common receptor of CCR7, 
can selectively attract CD4+ or CD8+ SP. CCL19 produced 
by CD30L-negative medullary epithelial cells may induce 
the output into periphery of mature thymocytes that have 
survived the process of negative selection, contrast to the 
situation of CCL22 as described above. Suzuki et al. 
subdivided the SP into three subsets with hierachical 
maturation: CD69+CD3int, CD69+CD3high CD69-CD3high. 
CCR7 was found up-regulated during this period with 
highest abundance on CD69-CD3high SP. CCL25/CCR9 
continues to be attractive to SP thymocytes, but presents a 
decline trend with one evidence of CCR9 mRNA 
expression in SP lower than that in DP (13). CCL22/CCR4 
responsive cells of this stage are dominantly CD3+CD4+ 

CD8low SP.  
In the study of chemokine production by mouse thymic 

stromal cells (MTSCs), we have gained more information. 
The MTSCs and fresh isolated thymic stromal cells 
produced a variety of chemokines, including CXCL12, 
GROα, CXCL10, CCL5, XCL1, GROβ/γ and CCL2 (22, 
23).CXCL10 substantially produced by cortical type 
thymic epithelial cell lines was one of the potent 
chemokines to DP thymocytes, supporting the results of 
Romagnani et al.(24), whereas CCL2 produced by 
medullary type thymic epithelial cell line (MTEC1) and 
mouse thymus dendritic cell-like cell line (MTDC) was 
chemoattractive to both CD4SP and CD8SP thymocytes 
(22, 23). 

The directional movement of thymocytes triggered by 
chemokine/receptor pairs seems to attract too much 
attention of investigators, which overshadowed the 
extended intrinsical roles of chemokines in lymphocyte 
development. In fact, more functions of chemokines and 
chemokine receptors have been made known in thymus. 
Recent investigations are focused on the participation of 
chemokines and receptors in thymocyte maturation related 
events, anything more than the widely discussed migration. 
Bevan et al. presumed that CXCL12/CXCR4 may stimulate 
the proliferation of DN cells, based on the knowledge that 
CXCL12 was originally cloned as a pre-B cell growth 
factor (25). This was echoed by the result that increasing 
number of human thymocytes was found in CXCL12 
treated FTOC system, mainly affecting the most immature 
subpopulations, implying CXCL12 significantly increased 
the viability of CD34+ T-cell precursors by modulating the 
expression of Bcl-2 and Bax genes, and stimulated the 
proliferation of CD34+ thymic precursor cells (10). 

Apoptosis and survival is a pair of conflict widely 
consisted in organisms, representative in immune organo- 
genesis. As we have known, only a small portion of 
thymocytes survive and migrate to the periphery. Most of 
thymocytes are doom-destined and eliminated by neglect 

and negative selection. The apoptosis of thymocytes is a 
subtly regulated process and acts as a superior model for 
research. Recent findings of Flad et al. indicate that the 
CXCL4 (platelet factor 4, PF-4) protects monocytes from 
spontaneous apoptosis and induces the differentiation of 
monocytes into macrophages (26). It may elicit a query 
about the possibility of chemokines concerning in 
thymocytes apoptosis. Excitingly, Schabath et al. found that 
CXCL12 was potent to counteract dexamethasone-induced 
apoptosis of thymocytes (27). Recently, CCR9 was found 
to lead to potent resistance to cycloheximide-induced 
apoptosis and modest resistance to Fas-mediated apoptosis 
possibly via activation of multiple signaling components 
involving Akt and glycogen synthase kinase 3β (28). The 
fact that these two apoptotic signals involve activation of 
similar arrays of death execution machinery such as 
caspase-8, caspase-9, or caspase-3, suggests that chemo- 
kine receptor signaling may provide a wide range of anti- 
apoptotic activities to hematopoietic cells, including 
thymocytes, under certain biological conditions. Thus, 
dissection of signaling components involved in the CCR9- 
mediated anti-apoptosis could be a framework for cell 
survival mechanisms. Zaitseve et al. demonstrated that 
uptake of apoptotic thymocytes by immature dendritic cells 
(DCs) induced an increase in CXCR4 expression and 
CXCL12 mediated chemotaxis (29). 

Colonization of the thymic rudiment during develop- 
ment is initiated before vascularization so that hemato- 
poietic precursors must leave the pharyngeal vessels and 
migrate through the perithymic mesenchyme to reach the 
thymus, suggesting that they may be responding to a 
gradient of chemoattractant factors. Wilkinson et al. (30) 
reported that diffusible chemoattractants are produced by 
MHC class II+ epithelial cells of the fetal thymus, and that 
the response of precursors to these factors is mediated via a 
G protein-coupled receptor. Indeed, a number of chemo- 
kine receptors are expressed by thymic precursors, and 
several chemokines are also expressed by thymic epithelial 
cells. CCL25 is expressed at higher levels in thymic 
epithelial cells and was found to show chemotactic activity 
for isolated thymic precursors. Whereas neutralizing Abs to 
CCL25, however, did not prevent thymus recolonization by 
T cell precursors, suggesting that other novel chemokines 
might be involved in this processs for redundancy.  

In the review of Mebius (16), the organogenesis of 
lymphoid tissues, such as lymph nodes, Peyer’s patches 
and nasal-associated lymphoid tissue, is discussed to 
explore several signal molecules, among which lympho- 
toxinβ (LTβ) and TRANCE (TNF-related activation-induced 
cytokine) seem to play critical roles. LTβR signaling 
triggers the expression of adhesive molecules and chemo- 
kines, such as CXCL12, CCL19 and CCL21, being 
essential for lymphoid-organ development. Chemokines 
and adhesive molecules are predicted to be involved in 
attracting and retaining the cells that are required for the 
formation of the earliest anlage of a lymphoid organ. The 
thymus is composed of kineticly developmental thymo- 
cytes and non-lymphoid stromal components, including 
epithelial cells, DCs, monocytes/macrophages and fibro- 
blasts. It has been proposed that chemokines are essential 
for stromal and haematopoietic cells to come together, and 
LTβR signaling can induce the expression of various 
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chemokines that might contribute to the essential accumu- 
lation of cells. Indeed, over-expression of a transgene 
encoding the lymphoid chemokine BLC (B-lymphocyte 
chemoattractant) in the pancreatic islets leads to the 
induction of lymphoid aggregates with distinct organiza- 
tion into B- and T-cell areas (31).  
 
Complicated and confusing roles of chemokines 
caused by redundancy  
 
Chemokines are double-faced players in immune system. 
By virtue of their target cells, chemokines have the potency 
to selectively induce directional migration of leukocyte 
subpopulations into primary or seconds lymphoid organs, 
or into sites of inflammation, which shows an exhibition of 
the specificity; on the other hand, chemokines are 
redundant in their actions on target cells. Thymocytes 
concomitantly produce several chemokines with an 
overlapping spectrum of actions. The fact that enlarged 
number of chemokines playing roles in thymus has resulted 
in a considerable difficulty in understanding their 
individual relevance and function. The redundant roles of 
chemokines are exhibited due to the following facts: 1. 
Crossed matching between chemokines and their receptors, 
i.e. multiple ligands for one chemokine receptor and 
multiple receptors for a single chemokine ligand, leading to 
multiple interactions to achieve similar cellular responses. 
2. Most types of cells express multiple chemokines or 
receptors so that if one ligand or receptor is defective, an 
alternate set of chemokine and its receptor compensates. 
Targeted deletion of chemokine or receptor used to be an 
excellent strategy to study the function of specific 
chemokine–receptor interactions in vivo, particularly in 
models of inflammatory and infectious diseases. The fact 
that only one chemokine receptor knockout has so far 
proved to be embryo lethal could imply that some 
compensations have occurred for the loss of a given 
chemokine receptor since embryogenesis (32, 33), and is 
supportive to the opinion of chemokine redundancy. We 
recently found that the murine homologue of CXCL7 
(platelet basic protein, PBP) was produced by thymic 
macrophages/monocytes, and CXCR2, the cognate 
receptor of CXCL7, was expressed on the four major 
thymocyte subsets defined by CD4 and CD8, preferentially 
on DN (unpublished data). The chemotactic profile of 
CXCL7/CXCR2 is similar to that of CXCL12/CXCR4 to a 
certain extent. Interestingly, T cell development is 
normally proceeded in CXCL12-/- and CXCR4-/- mice (33), 
implying that CXCL12 may not be the only chemokine that 
controls the trafficking of immature thymocytes in the 
cortex. CXCL7/CXCR2 may play a synergic function in 
this stage. 
 
Consequences of the deficiency of chemokine 
or chemokine receptor  
 
Due to the redundant characteristic of chemokines, targeted 
deletion of chemokine receptors therefore has been proved 
a useful tool for determining the distinct biological roles of 
these molecules in vivo. Analysis of mice in which the 

gene coding a single chemokine or receptor has been 
functionally deleted has already produced interesting 
information in the previous studies.  

Targeted deletion of the gene for murine CXCR2 does 
not result in obvious changes in the development of the 
mouse organs, though the CXCR2-/- mouse is compromised 
with regard to its ability to resist infection, heal wounds, 
and maintain homeostasis when challenged with microbes 
and/or chemicals (34). In CXCR2 deficient mice, CCR1 
expressed on neutrophils compensates the absence of 
CXCR2 (35). Recently, the murine sequence of CXCR1 
was deposited into the GenBank database, though it is far 
less characterized. This may bring forward the curiosity of 
researchers if CXCR1 will reinforce the roles of CXCR2, 
as such happens in human, neutrophils can still be recruited 
through CXCR1 activated by CXCL8 or CXCL6 when 
CXCR2 was deficient (36). 

Though no abnormal phenotypic change was found 
thymocyte development proceeds normally (33). However, 
in detail investigation of thymus-specific deletion of 
CXCR4 in vivo disclosed failed cortical localization of 
early lymphoid progenitors to the proper tissue regions of 
the thymus (8). These CXCR4-/- mice exhibited develop- 
mental defects in immune, circulatory and nervous systems 
and died prenatally, implicating a role for chemokines in 
embryonic development. These observations were similar 
to that made in CXCL12-knockout mice, confirming the 
receptor-ligand specificity, in vivo. (32, 33, 37).  

T cell development appeared normal in adult CCR9-/- 

mice. In addition, thymocyte selection of αβ-lineage T 
cells was unaffected in CCR9-/- mice, even though most DP 
thymocytes expressed CCR9 at high levels and responded 
to CCL25. However, the results of competitive bone 
marrow transplantation experiments demonstrated that 
CCR9-/- bone marrow cells had a reduced capacity to 
repopulate the thymus compared with bone marrow cells 
from wild type mice. These results suggest that CCR9 may 
be involved in regulating the migration of progenitor cells 
to the thymus or the retention of T progenitor cells in the 
thymus (18). 

CCR7 knockout and plt (failed to produce CCL21, one 
of the ligand to CCR7) mice show normal thymocyte 
development and export, though with a defect of T and B 
cells homing, indicating that CCL21/CCR7 is not essential 
to thymocyte emigration (38-40). 

The aim of knockout is to ablate the function of the 
targeted gene in order to discern its role in vivo. However, 
the fact that a specific mutation has been present in the 
mouse from the time of its conception may lead to false 
conclusions, because of the inability to distinguish between 
phenotypic changes due to the mutation itself and changes 
caused by adaptation and compensation for the mutation. 
In this respect, knockout mice may have important 
differences in phenotype when compared with wild type 
mice treated with a specific chemokine receptor antagonist, 
or give unexpected results in animal models of disease. Yet 
in spite of these caveats, most experiments performed have 
yielded valuable information on the biological activity of 
specific chemokine receptors, and show that in spite of the 
redundancy observed in vitro, they have surprisingly 
specific effects in vivo. 

To a large extent, the phenotype of the knockout animal 
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can usually be anticipated by previous knowledge of the 
gene function in vitro, but in many cases, the knockout has 
lead to an unexpected phenotype. For more extensive 
analysis, the reader is referred to recent reviews (41). No 
serious defect of thymocyte development was found in 
chemokine or receptor deficient mice echoed the 
redundancy of chemokine. It would be an alternative 
means to make more than one chemokine or chemokine 
receptor deletion to further unravel which chemokine or 
receptor acts as dominant effector molecule. 
 
Complicated network-regulation for the roles 
of chemokines in thymocyte development 
 
The expression of chemokines and chemokine receptors is 
procedurally in a temporal manner at specific stages of 
thymocyte differentiation to allow a programmed response 
of traveling thymocytes to specific chemokines. The 
expression levels of CXCR4 altered along with the T cell 
maturation. Most c-kit+ hematopoietic precursors in fetal 
liver of the 14.5 fetal day were CXCR4-, while c-kit+ DN in 
the embryo were positive for CXCR4. The receptor 
expression increased along with T cell maturation up to DP 
cell stage. Afterwards, CXCR4 expression was down- 
modulated after positive selection; CD69+CD3high DP and 
CD3high SP thymocytes were CXCR4 negative or low. 
Induction of CCR7 expression in thymocytes requires both 
ERK signal and Ca2+ signal (42). In isolated CCR7－DP 
thymocytes, stimulation with a combination of ionomycin 
and PKC activator PMA induced CCR7 expression and 
CD8 down-regulation. These changes were inhibited by 
U0126, an inhibitor of the ERKK/MEK pathway. The 
transfectants expressing a constitutively active form of the 
MEK kinase Raf-1 became CD4+CD8+CCR7+ upon stimu- 
lation with ionomycin alone. Thus, Raf-1-mediated signals 
and Ca2+-dependent signals are essential to induce CCR7 
expression in DP thymocytes as well as their differentiation. 
The activation of thymocytes by CCL4 appeared to be a 
direct, receptor-mediated event as evidenced by the rapid 
mobilization of intracellular calcium, increase in protein 
phosphorylation on tyrosine, and activation of MAPK 
pathway (20).  

The switch from the use of one type of receptor to 
another is determined by the capacity of the first to 
undergo ligand-induced desensitization. This process is 
mediated by specific GRK kinases that phosphorylate the 
engaged receptors, resulting in their binding to β-arrestin 
and their localization within clathrin coated pits. Thus, it is 
not surprising that, as a general rule, leukocytes express 
several types of chemokine receptors. 

Chemokine receptor is coupled with pertussis toxin 
(PTX)-sensitive G protein (43, 44). Therefore, PTX can 
block the chemokine-mediated migration of cells irrespective 
of the redundancy of chemokines and chemokine receptor 
systems. In mice treated with PTX for 2.5 days, the thymus 
volume decreased and the number of thymocytes reduced 
significantly. Suzuki et al. (12) found that PTX treatment 
decreased the cellularity of thymus, especially in the cortex. 
Moreover, it perturbed the normal distribution of SP cells 
and resulted in the accumulation of SP cells in the cortex. 
After PTX treatment, CD4+ SP cells bore a decreased level 

of CXCR4 and a high level of CCR7 gene expression. 
Positively selected SP cells (or their precursors) were 
unable to go through the cortico-medullary junction and 
remained in the cortex. Thus, it suggests that a PTX 
sensitive process probably induced by chemokines is 
indispensable for trafficking across the cortico-medullary 
junction.  

Expression of chemokines and chemokine receptors is 
regulated in three aspects, i.e. chemokine/receptor coding 
gene transcription, mRNA stability and post- translational 
modification; all of which are affected by inflammatory 
and stimulatory cytokines. Elevation of NF-κB can be 
detected during the transcription of chemokines, for 
example, expression of CCL2, CCL5 and CXCL8 have 
been investigated to be regulated through the NF-κB 
pathway (36). Chemokine and chemokine receptor mRNA 
stability is regulated by different, even opposing 
mechanisms. A pro-inflammatory stimulus on the one hand 
increases the mRNA stability of chemokines such as 
CXCL1 or CXCL8 (45); on the other hand it induces the 
rapid degradation of the corresponding receptors. CCR9 
was found to have two alternative mRNA splicing, resulted 
in two distinct proteins (CCR9A and CCR9B) of different 
activities (46).  

The thymic microenvironment is a complicated, subtly 
organized residence for T lymphocyte development, where 
showing a film of thymopoiesis: the lineage decisions 
taking place during this development, the selection 
processes responsible for shaping the T cell antigen- 
receptor repertoire, the interactions with the stromal 
components and the signal transduction pathways which 
transform the interactions with the thymic microenviron- 
ment into cellular responses of survival, proliferation, 
differentiation, and importantly, of cell death. Multiplicate 
adhesive molecules and cytokines, and various types of 
interactions make it an immune network characterized by 
pleiotropy, redundancy, synergy and antagonism. CXCL12 
plus fibronectin or laminin induced thymocyte migration in 
transwell chambers is greater than that elicited by the 
chemokine alone (47); Savino et al. found that the 
chemotactic activity of CXCL12 for cortical thymocytes 
was enhanced more than 10-fold by laminin or fibronectin, 
compared with that for the medullary thymocytes, implying 
a relationship of laminin and fibronectin with the migration 
of cortical thymocytes. Moreover, the interplay of 
chemokine and adhesive molecules also takes place under 
the regulation through matrix metalloproteinase (MMP). 
MMP-9, for example, downregulated the expression and 
activity of CXCL12 (48). Eotaxin stimulates the secretion 
of CCL4 from human thymocytes, and expression of CCR3 
in SP cells, suggesting a complex interplay within the 
thymus-expressed chemokines (49). Stimulated DPs 
release cytokines, such as IFN-γ and thereby induce the 
expression of the CXCR3 ligand CXCL9 in stromal cells 
(50). 

Another consideration is the competition of chemo- 
attractant signals with antigen-receptor signals, with the 
evidence that CCL19, CCL21 and CXCL10 overcome an 
antigen-receptor signal and attract cells, whereas CCL22 
and CXCL12 don’t. This may be hypothesized that CCL22 
attracts thymocytes into contact with thymic antigen- 
presenting cells whereas CCL19 functions to move the 
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cells away after a period of antigen-receptor engagement 
(51).  

After the exerting of their appropriate functions, the 
chemokines/receptors appear to be cleared through 
proteolysis or by adsorption to binding proteins present on 
erythrocytes. But the question is who will act as the 
“wire-puller” behind the curtain to control the metabolism 
of a certain chemokine or receptor. Now a complicated 
network system appears to participate the regulation of the 
expression and functions of chemokines/receptors. In mice, 
recent thymic emigrants (RTEs) begin to seed the 
peripheral T cell pool late in the embryogenesis and 
continue to be exported from thymus at a rate of 1%-2% of 
thymocytes per day, and this export persists through whole 
life. With the knowledge that the newly input progenitors 
are constantly reinforced from the bone marrow, we may 
be more curious about the panoramic sketch of chemokines 
from stages of embryogenesis to adult, till the senescent.   

Chemokines exhibit high similarity between sub- 
families and homology across species, indicating an 
evolutionary conservation. Hughes et al. (52) investigated 
the genetic relation among chemokines and chemokine 
receptors and found co-evolution of chemokines and the 
corresponding receptors by clustering and calculating the 
genetic distances among various species of mammalian 
chemokines and chemokine receptors.  

Seemingly, the roles of chemokines and receptors in 
thymopoiesis are redundant and promiscuous. But in fact, 
the serial checkpoint events of thymocyte development 
appear to be severally guarded by certain specific switches 
of chemokine/receptor pairs. Loss of CXCR4 in DP, for 
example, facilitates the movement of maturing thymocytes 
among the outer cortex. However, CCR7/CCL21 plays a 
pivotal role in the homing of naive T cells to the peripheral 
lymphoid organs.  

In this review, we mainly discussed the observation of 
chemokines and chemokine receptors within the thymus- 
windowed development process. In fact, prior to the 
intra-thymic stages and posterior to the migration out of the 
thymus, there are also roles of chemokines to ensure the 
supply of progenitors into thymus and the homeostatic 
output of mature SP thymocytes.  
 
Perspectives  
 
Thymus is an intriguing inche with subtle regulation on 
thymocyte maturation, going through positive and negative 
selection, and the most functional thymocytes with 
self-tolerance and non-self recognition potency survive and 
migrate to the periphery.  

In many contexts, chemokines and their receptors are 
veiled with enigma and confusion, whereas, this happens to 
be the charm of these miscellaneous small molecules to 
retain “attractive”, which has dual meanings—attractive to 
the “spellbound” targeted cells (inducing the cells to 
expressing cognate receptors), just as their mutual 
name-“chemokine” implies, which is denominated from 
the phrase of “chemotactic cytokine”; at the same time, 
having another meaning of being attractive to the 
investigators by showing new members and flaunting 
undiscovered actions, compelling the questers to exert 

more advanced techniques to uncover their cryptic veils, so 
as to dissect them in study of lymphoid organogenesis, and 
in disease treatment. 
 
References 
 

1. Zlotnik A, Yoshie O. Chemokine: a new classification system 
and their role in immunity. Immunity. 2000;12:121-127. 

2. Murphy PM. The molecular biology of leukocyte 
chemoattractant receptors. Annu Rev Immunol. 1994;12:593- 
633. 

3. Norment AM, Bevan MJ. Roles of chemokines in thymocyte 
development. Semin Immunol. 2000;12:445-455. 

4. Scollary R, Godfrey DI. Thymic emigration:conveyer belts or 
lucky dips? Immunol Today. 1995;16:268-273. 

5. Annuziato F, Romagnani P, Cosma L, Lazzeri E, Romagnani 
S. Chemokines and lymphopoiesis in human thymus. Trends 
Immunol. 2001;22:277-281. 

6. Anderson G, Jenkinson EJ. Thymus organ cultures and T-cell 
receptor repertoire development. Immunology. 2000;100:405- 
410. 

7. Cantor H, Weissman I. Development and function of 
subpopulations of thymocytes and T lymphocytes. Prog 
Allergy. 1976;20:1-64. 

8. Plotkin J, Prockop SE, Lepique A, Petrie HT. Critical Role for 
CXCR4 Signaling in Progenitor Localization and T Cell 
Differentiation in the Postnatal Thymus. J Immunol. 2003;171: 
4521-4527. 

9. Aiuti A, Tavian M, Cipponi A, et al. Expression of CXCR4, 
the receptor for stromal-derived factor-1 on fetal and adult 
human lymphopoietic progenitors. Eur J Immunol. 1999;29: 
1823-1831. 

10. Hernandez-Lopez C, Varas A, Sacedon R, et al. Stromal 
cell-derived factor 1/CXCR4 signaling is critical for early 
human T-cell development. Blood. 2002;99:546-554. 

11. Godfrey D, Kennedy J, Suda T, Zlotnik A. A developmental 
pathway involving four phenotypically and functionally 
distinct subsets of CD3-CD4-CD8- triple-negative adult 
mouse thymocytes defined by CD44 and CD25 expression. J 
Immunol. 1993;150:4244-4252. 

12. Suzuki G, Sawa H, Kobayashi Y, et al. Pertussis Toxin- 
Sensitive Signal Controls the Trafficking of Thymocytes 
Across the Corticomedullary Junction in the Thymus. J 
Immunol. 1999;162:5981-5985. 

13. Norment AM, Bogatzki LY, Gantner BN, Bevan MJ. Murine 
CCR9, a Chemokine Receptor for Thymus-Expressed 
Chemokine That Is Up-Regulated Following Pre-TCR 
Signaling. J Immunol. 2000;164:639-648. 

14. Kelner GS, Kennedy J, Bacon KB, et al. Lymphotactin: a 
cytokine that represents a new class of chemokine. Science. 
1994;266:1395-1399. 

15. Kelner G, Zlotnik A. Cytokine production profile of early 
thymocytes and the characterization of a new class of 
chemokine. J Leukoc Biol. 1995;57:778-781. 

16. E.Mebius R. Organogenesis of lymphoid tissues. Nat Rev 
Immunol. 2003;3:292-303. 

17. Brandle D, Muller C, Hengartner H, Pircher H. Regulation of 
RAG-1 and CD69 expression in the thymus during positive 
and negative selection. Eur J Immunol. 1994;24:145-151. 

18. Uehara S, Song K, Farber JM, Love PE. Characterization of 
CCR9 expression and CCL25/thymus-expressed chemokine 
responsiveness during T cell development: CD3highCD69+ 
thymocytes and γδTCR+ thymocytes preferentially respond to 
CCL25. J Immunol. 2002;168:134-142. 

19. Uehara S, Grinberg A, Farber JM, Love PE. A role for CCR9 
in T lymphocyte development and migration. J Immunol 
2002;168:2811-2819. 



Cellular & Molecular Immunology                                                                               273 

Volume 1  Number 4  August 2004 

20. Dairaghi DJ, Franz-Bacon K, Callas E, et al. Macrophage 
inflammatory protein-1β induces migration and activation of 
human thymocytes. Blood. 1998;91:2905-2913. 

21. Annunziato F, Romagnani P, Cosmi L, et al. Macrophage- 
derived chemokine and EBI1-ligand chemokine attract human 
thymocytes in different stage of development and are 
produced by distinct subsets of medullary epithelial cells: 
possible implications for negative selection. J Immunol. 
2000;165:238-246. 

22. Xie LP, Qian XP, Gong SY, Chen WF. Analysis on the types 
of chemokines expressed by the murine thymic epithelial cell 
line MTEC1. Chinese Science Bulletin (in English). 
2000;45:1098. 

23. Guo JZ, Gong SY, Xie LP, Qian XP, Chen WF. Expression 
patterns of chemokines in a mouse thymic dendritic cell-like 
line(MTDC). Na. J Med of China. 2001;81:93-96. 

24. Romagnani P, Annunziato F, Lazzeri E, et al. Interferon- 
inducible protein 10, monokine induced by interferon gamma, 
and interferon-inducible T-cell alpha chemoattractant are 
produced by thymic epithelial cells and attract T-cell receptor 
(TCR) αβ+CD8+ single-positive T cells, TCRγδ+ T cells, and 
natural killer-type cells in human thymus. Blood. 2001;97: 
601-607. 

25. Nagasawa T, Kikutani H, Kishimoto T. Molecular cloning and 
structure of a pre-B-cell growth-stimulaing factor. Proc Natl 
Acad Sci U S A. 1994;91:2305-2309. 

26. Flad HD, Grage-Griebenow E, Petersen F, et al. The role of 
cytokines in monocyte apoptosis. Pathobiology. 1999;67:291- 
293. 

27. Schabath R, Muller G, Schubel A, Kremmer E, Lipp M, 
Forster R. The murine chemokine receptor CXCR4 is tightly 
regulated during T cell development and activation. J Leukoc 
Biol. 1999;66:996-1004. 

28. Youn BS, Yu KY, Oh J, Lee J, Lee TH, Broxmeyer HE. Role 
of the CC chemokine receptor 9/TECK interaction in 
apoptosis. Apoptosis. 2002;7:271-276. 

29. Zaitseva M, Kawamura T, Loomis R, Goldstein H, Blauvelt A, 
Golding H. Stromal-derived factor 1 expression in the human 
thymus. J Immunol. 2002;168:2609-2617. 

30. Wilkinson B, Owen JJT, Jenkinson EJ. Factors regulating 
stem cell recruitment to the fetal thymus. J Immunol. 1999; 
162:3873-3881. 

31. Luther SA, Lopez T, Bai W, Hanahan D, Cyster GJ. BLC 
expression in pancreatic islets causes B cell recruitment and 
lymphotoxin-dependent lymphoid neogenesis. Immunity. 
2000;12:471-481. 

32. Nagasawa T HS, Tachibana K, Takakura N, et al. Defects of 
B-cell lymphopoiesis and bone-marrow myelopoiesis in mice 
lacking the CXC chemokine PBSF/SDF-1. Nature. 1996;382: 
635-638. 

33. Tachibana K, Hirota S, Iizasa H, et al. The chemokine 
receptor CXCR4 is essential for vascularization of the 
gastrointestinal tract. Nature. 1998;393:591-594. 

34. Devalaraja RM, Nanney LB, Qian Q, et al. Delayed wound 
healing in CXCR2 knockout mice. J Invest Dermatol. 2000; 
115:234-244. 

35. Cacalano G, Lee J, Kikly K, et al. Neutrophil and B cell 
expansion in mice that lack the murine IL-8 receptor homolog. 
Science. 1994;265:682-684. 

36. Devalaraja MN, Richmond A. Multiple chemotactic factors: 

fine control or redundancy? Trends Pharmol Sci. 1999;20: 
151-156. 

37. Ma Q, Jones D, Borghesani PR, et al. Impaired B-lympho- 
poiesis, myelopoiesis, and derailed cerebellar neuron 
migration in CXCR4- and SDF-1-deficient mice. Proc Natl 
Acad Sci U S A. 1998;95:9448-9453. 

38. Forster R, Andreas S, Breitfeld D, et al. CCR7 Coordinates 
the primary immune response by establishing functional 
microenvironments in secondary lymphoid organs. Cell. 1999; 
99:23-33. 

39. Nakano H, Mori S, Yonekawa H, Nariuchi H, Matsuzawa A, 
Kakiuchi T. A novel mutant gene involved in T-lymphocyte- 
specific homing into peripheral lymphoid organs on mouse  
chromosome 4. Blood. 1998;91:2886- 2895. 

40. Gunn MD, Kyuwa S, Tam C, et al. Mice lacking expression 
of secondary lymphoid organ chemokine have defects in 
lymphocyte homing and dendritic cell localization. J Exp 
Med. 1999;189:451-460. 

41. Slattery DM, Gerard N, Gerard C. Gene targeting of 
chemokines and their receptors. Springer Semin 
Immunopathol. 2000;22:417-432. 

42. Satoko A, Takeshi K, Mitsuko M, Makoto I. Induction of 
CCR7 Expression in Thymocytes Requires both ERK Signal 
and Ca2+ Signal. Biochem Biophys Res Commun. 2001;288: 
1188-1193. 

43. Spangrude G, Sacchi F, Hill H, Van Epps D, Daynes R. 
Inhibition of lymphocyte and neutrophilchemotaxis by 
pertussis toxin. J Immunol. 1985;135:4135-4143. 

44. Cyster J, Goodnow C. Pertussis toxin inhibits migration of 
and T lymphocytes into splenic white pulp cords. J Exp Med. 
1995;182:581-586. 

45. Stoeckle M. Post-transcriptional regulation of gro-α, β, γ, and 
IL-8 mRNAs by IL-1β. Nucl Acids Res. 1991;19:917-920. 

46. Yu C-R, Peden KWC, Zaitseva MB, Golding H, Farber JM. 
CCR9A and CCR9B: two receptors for the chemokine 
CCL25/TECK/Ckβ-15 that differ in their sensitivities to 
ligand. J Immunol. 2000;164:1293-1305. 

47. Yanagawa Y, Iwabuchi K, Ono K. Enhancement of stromal 
cell-derived factor-1α induced chemotaxis for CD4/8 double 
positive thymocytes by fibronectin and laminin in mice. 
Immunology. 2001;104:43-49. 

48. McQuibban GA, Butler GS, Gong J-H, et al. Matrix 
metalloproteinase activity inactivates the CXC chemokine 
stromal cell-derived factor-1. J Biol Chem. 2001;276:43503- 
43508. 

49. Franz-Bacon K, Dairaghi DJ, Boehme SA, et al. Human 
thymocytes express CCR-3 and are activated by eotaxin. 
Blood. 1999;93:3233-3240. 

50. Lerner A CL, Mizoguchi E, Ghendler Y, et al. Cross-linking 
of T-cell receptors on double-positive thymocytes induces a 
cytokine- mediated stromal activation process linked to cell 
death. EMBO J. 1996;15:5876-5887. 

51. Bromley SK, Peterson DA, Gunn MD, Dustin ML. Cutting 
Edge: Hierarchy of Chemokine Receptor and TCR Signals 
Regulating T Cell Migration and Proliferation. J Immunol. 
2000;165:15-19. 

52. Austin L. Hughes MY. Coevolution of the mammalian 
chemokines and their receptors. Immunogenetics. 1999;49: 
115-124. 

 
 



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /SyntheticBoldness 1.00
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /ENU (Use these settings to create PDF documents with higher image resolution for high quality pre-press printing. The PDF documents can be opened with Acrobat and Reader 5.0 and later. These settings require font embedding.)
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308030d730ea30d730ec30b9537052377528306e00200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /FRA <>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


