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Abstract. The availability of genomic clones representative of the T-cell receptor constant gamma
(TRGC) ovine genes enabled us to demonstrate, by
fluorescent in situ hybridization (FISH) on cattle and
sheep metaphases, the presence of two T-cell receptor
gamma (TRG1@ and TRG2@) paralogous loci
separated by at least five chromosomal bands on
chromosome 4. Only TRG1@ is included within a
region of homology with human TRG locus on
chromosome 7, thus TRG2@ locus appears to be
peculiar to ruminants. The structure of the entire
TRG2@ locus, the first complete physical map of any
ruminant animal TCR gamma locus, is reported here.
The TRG2@ spans about 90 kb and consists of three
clusters that we named TRG6, TRG2, and TRG4,
according to the constant genes name. Phylogenetic
analysis has highlighted the correlation between the
grouping pattern of cattle and sheep variable gamma
(TRGV) genes and the relevant TRGC; variable (V),
joining (J), and constant (C) rearrange to be found
together in mature transcripts. The simultaneous results on the TRG2@ locus molecular organization in
sheep and on the phylogenetic analysis of cattle and
sheep V expressed sequences indicate that at least six
TRG clusters distributed in the two loci are present in
these ruminant animals. The inferred evolution of
TRG clusters in cattle and sheep genomes is consis-
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tent with a scenario where a minimal ancient cluster,
containing the basic structural scheme of one V, one
J, and one C gene, has undergone a process of duplication and intrachromosomal transposition.
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Introduction
In Vertebrates, two types of T-cell receptor (TCR)
can be found on the surface of T cells: ab or cd TCR,
consisting of a and b, or c and d chains, respectively.
Recent studies indicate that the process of antigen
recognition by cd T cells may be fundamentally different from that in ab T cells. In fact, cd TCRs appear to recognize antigens in a manner similar to the
antigen recognition processes of immunoglobulins,
the receptors of B cells. Immunoglobulins bind directly to antigens and do not require specialized antigen processing and presentation as do ab T cells
(Schild et al. 1994; Chien and Jores 1995). The portion of T cells expressing the cd TCR, among total T
lymphocytes, is known to vary greatly between species. In human and mouse, cd T cells account for less
than 3% of the peripheral T-cell pool (‘‘cd-low’’
species), whereas in artiodactyls (Binns et al. 1992;
Hein and MacKay 1991) and chicken (Cooper et al.
1991), cd T cells account for close to half of the pe-
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ripheral T-cell pool (‘‘cd-high’’ species). The genes
encoding the receptor chains are generated, during Tcell development, by somatic rearrangement, of variable (V), diversity (D; in the b and d loci only) and
joining (J) segments, which are separated in germline
DNA. After transcription, the V(D)J sequence is
spliced to a constant (C) region. The large array of
gene segments that encode TCR chains are localized
at distinct loci for c and b chains, while the elements
for the d chain are embedded between the V and J
elements of the a chain. The genomic organization
and chromosomal localization of TRG@ locus has
been first determined in human (IMGT Database
2002). In this species, nine Vc, six of them functional
genes, all localized at 5¢ of the locus, can recombine
with five Jc segments associated with two Cc gene
segments; three Jc are positioned upstream of Cc1
and two Jc upstream of Cc2. In the chicken, considered a cd-high species, three multimember Vc
subfamilies, three Jc gene segments, and one single
constant region Cc gene were identified (Six et al.
1996). More recent studies on the TRG@ locus in
artiodactyls have revealed the presence of five different Cc transcripts in cattle (Takeuchi et al. 1992;
Ishiguro et al. 1993; Hein and Dudler 1997) and five
functional (C1, C2, C3, C4, and C5) and one nonfunctional (C6) Cc genes in sheep (Hein and Dudler
1993; Miccoli et al. 2001). Moreover, previous studies
on chromosomal mapping indicate that in sheep as
well as in other species related to Bovidae family, C1
and C2 genes map in two distinct portions of the
same chromosome (Massari et al. 1998). This represents the first case in which TRGC genes are not
found tandemly repeated in a single chromosomal
region. The need of many multigenic families to expand their membership throughout the genome by
both inter- and intrachromosomal duplication has
been reported in human for the olfactory-receptor
family (Glusman et al. 2001). In human, only one
case of interchromosomal extensive duplication regarding TRB@ locus was reported—several V segments from the TRB@ locus on chromosome 7
moved to chromosome 9 (Robinson et al. 1993;
Rowen et al. 1996). The aim of this study was to
confirm and further clarify on the presence of the two
paralogous regions containing the TRG@ loci in
cattle and sheep chromosome 4. To this purpose, the
FISH results indicate that one locus named TRG1@
and containing C1, C3, and C5 genes, maps on 4q31,
whereas the TRG2@ locus lies in 4q15–22 bands and
contains C2, C4, and C6 genes. The most striking
difference between the two loci is that TRG2@ is not
included in the region where the synteny is preserved
with respect to human chromosome 7, thus appearing to be peculiar to ruminants. As an initial step
toward the genomic organization of ruminant
TRG@ loci, we isolated a sheep BAC clone from a

genomic library representative of the entire TRG2@
locus. BAC analysis has demonstrated that in sheep
the V, J, and C genes are organized in a recombination cluster with a structural pattern of one V, one
J, and one C. In addition, a phylogenetic study based
on the analysis of variable expressed genes showed a
correlation between the topologies of TRGV ruminant animals (cattle and sheep) obtained in the
phylogenetic trees and the genomic organization of
TRG clusters. The data presented here provides a
genomic perspective for understanding TRG@ loci
evolution in ruminants, that fully represent a cd-high
species condition.
Materials and Methods
DNA Probes and FISH
Phage, plasmid, and BAC DNAs were prepared according to
standard procedures. Sheep TRGC5 genomic clones were isolated
using two primer pairs to amplify genomic DNA isolated from
cultured fibroblasts. The PCR primers were designed on a cDNA
sequence of TRGC5 (EMBL accession number Z13986) and were
shown 5¢ to 3¢:
5E-AAGGTACCCACATGCCTGCATGAAAAAA and 5DTTGGTACCATTGCTGAAGATGCCTATCC, J5-AAGGTACC
GATCAAGGTATTTGGTGAAG and 5B-TTGGTACCCCCA
TTGCCTTTTTAGTCAG.
Approximately 0.7 lg of genomic DNA template was used in
the PCR reactions. Amplified DNA fragments were purified using
the High Pure PCR Product Purification Kit (Roche Diagnostic
GmbH), digested with KpnI restriction enzyme, and cloned into a
compatible Bluescript II plasmid vector (Stratagene). The three
obtained clones were denominated pBSC5-1.7 (5E/5D), pBSC5-7.3
(J5/5B), and pBSC5-0.4 (J5/5B) and the insert lengths were 1.7 kb,
7.3 kb, and 0.4 kb, respectively. pBSC5-1.7, pBSC5-7.3, and
pBSC5-0.4 clones were subjected to nucleotide sequencing and the
resulting sequences were compared to the corresponding cDNA.
Sheep chromosome spreads were obtained from synchronized peripheral blood lymphocytes by standard methods. FISH experiments and image analysis were performed as described previously
(Massari et al. 1998).

Sheep BAC Library Screening
A sheep BAC library, constructed by Vaiman et al. 1999, was used
to isolate a BAC clone containing the entire TRG2@ locus. One
primer pair designed according to the published sequence for sheep
TRGC2 was used—G21 (5¢-TGCACCCCATCTCTGTATAT-3¢)
and Cm (5¢-CAGCCAGCTGAGCTTCATGTATG-3¢). Following
the screening, a BAC clone, 201E2, was isolated and insert DNA
was then subjected to PCR to confirm the presence of TRGC2 gene
using the previously designed primer pair.

Pulse Field Gel Electrophoresis
Isolated BAC 201E2 DNA was digested with various rare-cutting
restriction enzymes. DNA sample separation was performed on
1.2% agarose gel. Gels were run on a CHEF for 15 h, at 14!C, 6 V/
cm, 120!C and 2 s switching time in 0.5· TBE. The gels were
blotted onto a nylon membrane (Amersham), which was then hybridized with various probes.
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DNA Probes and BAC 201E2 Mapping

Results and Discussion

The probes used for the mapping of ends T7 and SP6 were generated by amplifying pBeloBAC11 vector DNA with the following
primers:
F.SP6, CCAATTCTCATGTTTGACAGCT (651–672) and
FR.SP6, CGGATCTCTACGATAATGGGA (2131–2112), R.T7,
AGTTATTAGCGATGAGCTCGGA (7472–7451) and RR.T7,
CTGCCCCGATGGTGGATTCGT (5350–5370).
Amplification products were F/FR-1.4 and R/RR-2.1, 1.4 and
2.1 kb, respectively. E-7.5, E-3.5, and E-8.0 probes used for constant genes mapping were: a 7.5-kb EcoRI subclone from k17A5
(E-7.5), a 3.5-kb EcoRI subclone from k12A6 (E-3.5), and a 8.0-kb
EcoRI subclone from k4P1 (E-8.0). k17A5, k18A6, k12A6, and
k4P1 restriction maps were described in a previous paper (Miccoli
et al. 2001). V5.1-350 and V6-350 probes used for variable elements
mapping were 350-bp amplification products from the corresponding V5.1 and V6 cDNA clones (Z13005 and Z13007). The
cDNA clones were a gift from Dr. W.R. Hein (Basel Institute for
Immunology, Basel, Switzerland). Amplified DNA fragments and
subclone inserts were purified using the High Pure PCR Product
Purification Kit (Roche Diagnostic GmbH). Nucleotide sequences
were determined using a commercial service and the resulting sequences were compared to existing ones using the Basic BLAST
research program.
The distance between V, J, and C elements was determined by
PCR and primers for gene elements were based on published
cDNA sequences. Approximately 0.7 lg of BAC 201E2 DNA
template was used in the PCR reactions. The standard buffer reaction consisted of 10 · PCR buffer (Roche Diagnostic GmbH);
0.2 mM of each dNTP; primers at 0.05 lM. 2.5 U Expand Long
Template Polymerase (Roche Diagnostic GmbH) was added in a
50 ll final volume. The thermal cycling protocol was: 4 min at
94!C, 30 s at 94!C, 40 s at 58!C, 10 min at 68!C for 30 cycles. The
final cycle was extended for 15 min at 68!C.

Chromosomal Mapping of TRGC Genes
Confirms the Existence of Two Paralogous Loci
in Cattle and Sheep

Sequence Analysis and Drawing of Dendrograms
TRGV sequences used in the analysis were: human (Homo sapiens),
V1S2 (M13429), V1S3 (X04038), V1S4 (M36285), V1S5 (M36286),
V1S8 (M13434), V2 (X07205), Vd1 (M22198); cattle (Bos taurus),
V2S1 (D13648), V5S8 (D13649), V1S1 (D16119), V1S2 (D16123),
V5S11 (D16126), V5S6 (D16129), V5S7 (D16130), V1S3 (D16131),
V5S16 (D16133), V3S1 (U73186), V3S2 (U73187), V4S1 (U73188);
sheep (Ovisaries), V1S1 (Z12998), V2S1 (Z12999), V2S2 (Z13000),
V2S3 (Z13001), V2S4 (Z13002), V3S1 (Z13003), V4S1 (Z13004),
V5S1 (Z13005), V5S2 (Z13006), V6 (Z13007); chicken (Gallus gallus), V1S3 (U78210), V1S4 (U78212), V1S5 (U78213), V1S8
(U78216), V2S7 (U78225), V2S8 (U78226), V2S9 (U78227), V3S3
(U78230), V3S4 (U78231), V3S8 (U78235).
The sequences were multialigned on the basis of amino acid
alignment using the PILEUP program of GCG package (Wisconsin Package Version 9.1, Genetics Computer Group, Madison, WI)
with optimization of alignment by hand. Phylogenetic analysis was
done on amino acid aligned sequences using PROTML from
Molphy (Adachi and Hasegawa 1992). ML reconstructions utilized
PROTML program with the Jones-Taylor-Thornton (JTT-f). The
analysis on nucleotide aligned sequences was performed using
maximum parsimony method (MP) on non-synonymous positions
(1 + 2 codon position). We used the neighbor-joining (NJ; Saitou
and Nei 1987) method to reconstruct the phylogenetic trees. MP as
implemented in PAUP*4.04b (Swofford 2000) was also used to
examine the reliability of topologies generated by the NJ method.
The reliability of trees was examined by the bootstrap test
(Felsenstein 1985) and the interior-branch test (Rzhetsky and Nei
1992; Sitnikova 1996), which produced the bootstrap probability
(PB) values, for each interior branch in the tree.

Our studies on the chromosomal organization of
TRGC genes in sheep started when we isolated the
genomic clones from a sheep library constructed in
kDASH II vector. Previously, we had isolated k6A3
clone representative for TRGC1 gene, and k17A5 and
k18A6 clones initially characterized as clones containing TRGC2 gene. The two latter clones were
further identified as representative for a new constant
segment we named TRGC6 gene (Miccoli et al. 2001).
When these clones were used as probes in FISH experiments on cattle and sheep metaphase spreads,
specific signals were detected in two different portions
of the chromosome 4, namely TRGC1 mapped at
4q31 position and TRGC6 mapped at bands 4q15–22
(Massari et al. 1998).
To complete the chromosomal mapping of TRGC
genes in these ruminant animals, we isolated from the
same library genomic clones representative for
TRGC2 (k12A6), TRGC3 (k3U3), and TRGC4
(k4P1) genes to use as probes in FISH experiments
(see Miccoli et al. 2001 for the molecular characterization of k phage clones). Probes for TRGC5 gene
were plasmid clones obtained from PCR amplification of genomic DNA: pBSC5-0.4 clone containing
the TRGC5 exon I, pBSC5-1.7 clone containing exon
II and exon III of the TRGC5 gene, and pBSC5-7.3
clone containing the TRGJ5 element. FISH experiments on sheep metaphase spreads were performed
using pairwise combinations of all the above mentioned clones as probes. Figure 1A shows TRGC3
and TRGC4 chromosomal mapping, as an example
of FISH results. One locus, which we renamed
TRG1@, according to IMGT nomenclature (IMGT
Database 2002), maps in 4q31 and contains TRGC1,
TRGC3, and TRGC5 genes. The other one,
TRG2@, is localized in 4q15–22 and contains
TRGC2, TRGC4, and TRGC6 genes (Fig. 1B).
The chromosomal localization of the TRG1@
locus on 4q31, close to INHBA and IGFBP3 genes,
which were mapped in 4q26 (Brunner et al. 1995;
Schibler et al. 1998), is consistent with the conservation of the linkage of TRG@, INHBA, and IGFBP3
found in human 7p15–12 region. Consequently, the
TRG1@ but not TRG2@ should be included in
the homology region established between ruminant
(sheep and cattle) 4q26 and human 7p15.3–12 (Schibler et al. 1998). In addition, the linkage of TRG1@
and TRB@ is consistent with the hypothesis that
arrangement of genes in the distal portion of cattle
and sheep chromosome 4 reflects an ancestral situation as compared to human (Fig. 1B). Therefore, the
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Fig. 1. (A) Sheep DAPI staining metaphase chromosomes hybridized in situ with k3U3 (TRGC3) and k4P1 (TRGC4) probes
(see Results) labeled with biotin (yellow signal) and digoxigenin
(red signal), respectively. FISH signals are specifically mapped in
4q31 (yellow signal) and 4q15–22 (red signal) bands. k3U3
(TRGC3) and k4P1 (TRGC4) genomic clones refer to TRG1@ and
TRG2@ loci, respectively. (B) Ideograms of the standard Gbanded human chromosome 7 and sheep chromosome 4. The localization of sheep TRG1@ and TRG2@ loci (underlined) is reported. TRGC1 (k6A3 probe) and TRGC6 (k17A5 and k18A6)
genes were not mapped in this study, but were placed based on
previous report (Massari et al. 1998). TRGC2, TRGC3, and

TRGC4 were mapped (present work) using as probes k12A6,
k3U3, and k4P1, respectively. TRGC5 gene mapping (present
work) was done by using pBSC5-1.7, pBSC5-7.3, and pBSC5-0.4
clones as probes (Accession numbers: AF547623, AY147900,
AY147901). Ovine TRB@ locus (marked with an asterisk) is derived from Antonacci et al. (2001). The locations of INHBA and
IGFBP3 genes and human TRB@ and TRG@ loci are indicated
with a vertical bar on the right of ideograms and are derived from
Brunner et al. (1995), Schibler et al. (1998) and GDB (2001).
Homologous chromosome segments are represented with checked
lines on the left side of each ideogram.

presence of the two paralogous loci seems to be
confined, in the artiodactyls order, to ruminants
(cattle and sheep) only, since in swine only one TRG
locus was mapped (Hiraiwa et al. 2001).
The TRG loci mapping in ruminants has implications on the way C genes work and on the evolution of TRG complex. It has been suggested that the
genes for each TCR chain are located in a single
chromosomal region to coordinate their expression
so that only one single type of chain is expressed in
each lymphocyte. A possible hypothesis for the coregulation of gene expression in the two TRG loci in
ruminants is that the genes belonging to one region
could have acquired a specific developmental expression pattern different from those in the other
region. Expression results in sheep (Hein and Dudler
1993), indicate that the repertoire of c chains in the
periphery at different stages of development appears
to be highly specialized, with C2 and C4 expressed

only in the fetus and C1, C3, and C5 preferentially
used in the adult.
Isolation and Mapping of the BAC 201E2
The 201E2 genomic clone was isolated by PCR from a
sheep BAC library (Vaiman et al. 1999) using primers
specific for the first exon of TRGC2 gene. FISH experiments using purified BAC DNA showed the
chromosomal position to be at 4q1.5–2.2. The presence
of a NotI site in the insert was excluded by restriction
mapping analysis. BAC 201E2 insert ends were determined by Southern hybridization (data not shown) on
XhoI-digested DNA fragments generated by amplification with appropriate vector primers as probes.
Probe F/FR-1.4 singled out the ends SP6 in a 18-kb
band and probe R/RR-2.1 the ends T7 in a 43-kb band.
To map TRGC6 and TRGC2, specific E-7.5 and
E-3.5 probes (see Materials and Methods) were used
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Fig. 2. Southern hybridization experiments to investigate the genomic organization of constant and variable genes of ovine TRG2@ locus.
Genomic BAC 201E2 DNA was digested with different enzymes, separated by pulse field gel electrophoresis and hybridized with probes
specific for the C and V regions: C6 specific E-7.5 (a), C2 specific E-3.5 (b), V5.1 specific V5.1-350 (c), and V6 specific V6-350 (d).

and the presence in both of a XhoI site within intron
four has been exploited. A 7.5-kb band on EcoRINotI digested BAC DNA was detected by the E-7.5
probe together with a 6.5-kb and a 3.5-kb band. In
the XhoI-EcoRI lane the 7.5-kb band is shortened to
about 6 kb and the 6.5-kb band is unchanged, thus
confirming on BAC EcoRI-digested DNA the results
obtained previously on phages DNA. On XhoI-NotI
digested BAC DNA, the E-7.5 probe has identified
two bands, of 38 kb and 33 kb, having the same intensity and, on XhoI-digested DNA, there were two
bands, of 43 kb and 33 kb (Fig. 2a). On XhoIdigested BAC DNA, the E-3.5 probe has detected two
bands, of 33 kb and 26 kb, having the same signal
intensity (Fig. 2b). These results imply that TRGC6 is
contained in the 38-kb and the 33-kb XhoI fragments,
and that TRGC2 overlaps the 33-kb and the 26-kb
XhoI fragments.
To map TRGC4, the hybridization of digested
XhoI-NotI and XhoI BAC 201E2 DNA, using E-8.0
as a probe, has revealed in both cases two bands of 26
kb and 43 kb, thus meaning that they contain TRG4
cluster (Southern not shown).
The V5.1-350 bp probe specific for the variable
V5.1 gene on XhoI-NotI and XhoI-digested DNA
hybridized to the 38-kb and to 43-kb fragments
(stronger signal) and to the 33-kb fragment (weaker
signal). This indicates that TRGV5.1 is contained in
the 38-kb digestion-band and TRGV5.2 in the 33-kb
digestion band (Fig. 2c). The TRGV6-specific V6-350
bp probe identified a 26-kb band (Fig. 2d) on XhoI
and XhoI-NotI, thus mapping TRGV6 on this fragment. Restriction analysis and Southern results are
schematically reported in Fig. 3.

Description and Size of the Ovine TRG2@ Locus
Results from amplification reactions have allowed us
to localize both V5.1 and V5.2 genes at a distance of
14.5 kb from the corresponding constant gene segment. The location of TRGJ2, TRGJ4, and TRGJ6
junction segments on BAC 201E2 clone (Fig. 3) was
based on PCR results with primers designed from
cDNA sequences (Hein and Dudler 1993) for J and C
genes.
Our data have shown that three clusters designated
as TRG6, TRG2, and TRG4, having a total length of
69 kb, are distributed over 90 kb (Fig. 3). The TRG6
cluster (V5.1-J6-C6) spans 22 kb: The V5.1 segment is
located 8 kb upstream of the J6 element, and the
distance from J6 and C6 is 6.5 kb. The TRG2 cluster
contains V5.2-J2-C2 and spans 23.5 kb and TRG4
cluster contains V6-J4-C4 within a span of 24.4 kb.
The three clusters lie in the same transcriptional
orientation.
Isolation and Sequence Analysis of TRG2@ V
and J Segments
Isolation of V5.1 and V5.2 was performed by constructing a XbaI BAC 201E2 DNA minilibrary in
pBluescript II that was screened with the V5.1-350
probe. The selected clones, named X-7.0 and X-12.0,
containing V5.1 and V5.2, respectively, were further
characterized and subjected to nucleotide sequencing
analysis. When the above-described XbaI BAC DNA
minilibrary was screened with the V6-350 probe, the
clone X-15, containing V6, was isolated and subjected
to nucleotide sequencing analysis.
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1 Fig. 3. Schematic map of the BAC 201E2 clone representative for
ovine TRG2@ locus. The genes are indicated as boxes filled with
different gray shades (V, J, and C segments). The distance sizes
between gene segments are indicated. XhoI restriction enzyme sites
in the cloned insert are indicated and the only XhoI present in the
pBeloBAC11 vector is shown at 5 kb and 2 kb from the HindIII (H)

cloning site. Restriction sites (N, NotI; B, BamHI; H, HindIII) at
boundaries of BAC 201E2 insert are placed. k phages (thick lines)
and plasmids (thin lines) are shown on the bottom. (*) indicates
lambda phages used as probes in FISH experiments. Probes used
for the C and V genes mapping are indicated as double lines.

Figure 4A shows the alignment of the nucleotide
sequences and deduced amino acid sequences of V5.1
and V5.2 genes. The variable elements are encoded by
two exons—the first encodes for a leader (13 aa) and
the second for a variable (109 aa) gene segment—
separated by an intron of 146 bp. The amino acid
sequence of V5.1 was 95% similar to that of V5.2. The
V6 sequence was too divergent to be aligned properly
and is shown separately (Fig. 4B). In this case, the
leader sequence shows an unusual length (25 aa). The
two exons encoding for V6 gene are separated by an
intron of 72 bp. Comparison between the V5.1, V5.2,
and V6 genomic gene segments and the corresponding cDNAs showed the presence of one or two amino
acid substitutions in the leader sequence and an average of five amino acid substitutions in the variable
portion (Fig. 4a, b). On the other hand, the high
similarity of the variable V5.1 (TRG6) and V5.2
(TRG2) segments is consistent with the idea that
TRG6 and TRG2 genomic segments are the result of
a recent gene duplication event. Characteristic recombination signal sequences (RSSs) are located
downstream of the 3¢ end of each V element coding
region with little difference with respect to the consensus
sequence
CACAGTG/ACAAAAACC
(Ramsden et al. 1994). The spacer regions between
the heptamer and the nonamer are 23 nt long. Se-

quence analysis of TRGJ genes was performed on
cloned amplification products from BAC 201E2 (J2),
on phage clone k17A5 (J6), and on k4P1 (J4). Similarly, because of difficulties in sequence alignment
(loss or absence of similarity), Fig. 4c reports the
alignment of J2 and J6 segments, and separately, the
J4 nucleotide and deduced amino acids sequences. In
this case, the spacer regions between the nonamer and
the heptamer are 12 nt long. The GTAAGT sequence
located 1 nt downstream of the last codon of the
TRGJ genes matches the donor splice site consensus
perfectly. Comparison of amino acid sequences of
cDNAs and genomic DNAs indicates no differences
in the genomic sequence of J2, J6, and J4, with
respect to their corresponding cDNA (not shown).

Phylogenetic Analysis of TRGV Genes and Inferred
Evolution of TRG Clusters in Cattle and Sheep
The TRG2@ locus is organized in three clusters with
two functional C2 and C4 genes and one nonfunctional C6 gene lacking the EX2B and EX2C exons (Miccoli et al. 2001), each one preceded by its
own V-J set. To establish the evolutionary relationship among TRGC and TRGV of each TRG cluster,
we report a phylogenetic analysis of all of the com-
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Fig. 4. (a) Alignment of V5.1 and V5.2 genes. The
potential protein-coding regions (uppercase) are
indicated in triplet form. Deduced amino acid of V5.1
and V5.2 sequences (Accession numbers: AY135487,
AF540880) are presented on the bottom in alignment
with the corresponding cDNAs (V5.1H and V5.2H;
Hein and Dudler 1993). (b) Nucleotide (top) and
deduced amino acid (bottom) sequences of V6 gene
(Accession number; AF540881). Alignment of deduced
amino acid V6 sequence with the corresponding
cDNA (V6H; Hein and Dudler 1993) is also presented
(on the bottom), (c) Nucleotide and deduced amino
acid sequences of J2 and J6 (presented in alignment)
and J4 elements (Accession numbers: AF540883,
AF540882, AF540884): The donor and acceptor
splice sites and heptamers and nonamers in the 5¢ and 3¢
RSS are underlined.
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Fig. 5. (A) The phylogenetic tree reported in the figure is the
most significant tree that ML selected among those calculated
using NJ method on the base of distances (PROTML in
MOLPHY package), analyzing amino acid sequences by JTTF-f
of TRGV genes from cattle (Ishiguro et al. 1993; Hein and
Dudler 1997), sheep (Hein and Dudler 1993), human (IMGT
Database 2002), and chicken (Six et al. 1996). On nodes, the
most significant bootstrap values out of 100 replicates are shown.
The extent of the compared sequences is 75 amino acid positions.
The recommended IMGT nomenclature for the cattle, sheep,
and chicken genes is used. The nomenclature for the human
genes is from the literature. Accession numbers for the sequences
are reported in Materials and Methods. All the cattle and sheep
variable sequences examined (double vertical lines) are shown
with the relevant rearranged constant segment (C1 to C5). (")
indicates the two exceptions: V1S1 (C2) and V5S8 (C3) (Ishiguro
et al. 1993). The inferred location of the clusters (TRG1 to
TRG5), is indicated by arrows. Cattle and sheep TRGV gene
names and families are indicated according to IMGT nomenclature. (B) Phylogenetic tree calculated on the nonsynonymous
(first plus second) codon positions of the same TRGV nucleotide
sequences as in A, constructed by the neighbor-joining method
using Maximum Parsimony (MP) method as implemented in
PAUP*4.04b. Numbers at nodes indicate the bootstrap values
(100 replicates were performed).
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plete sequences of V segments expressed in human,
cattle, sheep, and chicken and available in the public
databases (Fig. 5A). A variable segment belonging to
the human family Vd1 (Accession number M22198)
was used as an outgroup. In accordance with the
results of our analysis, we have classified the TRGV
genes into two main groups, group I and group II, to
demonstrate the evolutionary relationship of these
genes. This classification was based on bootstrap
probability (PB) values ranging from 80% to 85% (on
the deepest nodes, wherever applicable). Group I
genes can be further divided into four subgroups
which we named subgroups A, B, C, and D (Fig. 5A,
B). This subdivision is supported by PB values ranging from 87% to 100%. Human family 1 TRGVs are
found only in subgroup A, whereas cattle and sheep
sequences are distributed among the B, C, and D
subgroups. The five V segments, classified in subgroup IB (one from cattle and four from sheep) are
found rearranged with C3 gene in mature transcripts,
thus suggesting that they belong to TRG3 cluster.
Subgroup IC includes four V genes (three from cattle
and one from sheep) that rearrange with C1 and
subgroup ID includes seven V genes (five from cattle
and two from sheep) that rearrange with C2 to
originate mature transcripts. Therefore all the V
genes of the subgroup IC refer to TRG1 cluster and
those of subgroup ID to TRG2 cluster. The V5S1 and
V5S2 segments are included in a branch of the ID
group, even though they belong to two different
clusters according to their germline configuration—
TRG6 and TRG2, respectively (Fig. 3)—because they
are found in mature transcripts rearranged with the
appropriate joining segment (J6 and J2, respectively).
It must be stressed that both V5S1 and V5S2 rearranged with J undergo splicing with the same C2.
Group II, supported by 85% bootstrap values, is
very interesting and useful for understanding the
evolutionary relationships among TRGV genes. It
includes three subgroups (E, F, and G) plus a single
sheep sequence (sheep V6), which in its germline
configuration belongs to the TRG4 cluster (this paper). Subgroups E and F consist of chicken TRGV
genes only, with the exception of a single ovine sequence (sheep V4S1). These data are supported by
bootstrap values as high as 80%. Sheep V4S1, the
sequence most divergent from the other mammalian
TRGV genes, therefore confirmed to be the most
ancestral form, is found rearranged with the C5
segment in mature transcripts (Fig. 5A). Subgroup
IIG comprises five expressed mammalian genes; again,
the cattle and sheep V genes are found rearranged
with the respective C5 segments in the mature RNAs.
The same cluster distribution of Fig. 5A is observed in Fig. 5B that shows a phylogenetic tree including the same TRGV genes and was obtained by
the maximum parsimony (MP) method as imple-

mented in PAUP*4.04b, used to examine the reliability of topologies generated by the NJ method.
On the basis of this data, we suggest that a minimal ancient TRG5 cluster underwent a series of
successive duplications that originated the TRG4
first, followed by the TRG3, and subsequently,
TRG1 and TRG2 clusters, these having the most
recent phylogenetic origin. To explain the four
neighboring genes of the G group (three from cattle
and one from sheep) that rearrange with C5 gene
(Fig. 5A, B), we hypothesize that only the genomic
portion of the ancient cluster containing the V segments was repeatedly duplicated. Moreover, we find
it interesting that the only variable sequence expressed among all of the genes included in the V2
human family is the V gene most proximal to the
constant region and is present in subgroup IIG. On
the other hand, the five expressed V genes of the
family 1, in their genomic organization, are localized
at a distance from the C region and are present in
subgroup IA. The fact that human V2 is to be found
in subgroup IIG could demonstrate that V2 is the
ancestral form in human, where TRG locus structural
organization is intrinsically different from the one in
sheep, with the set of C genes downstream separated
from the set of V genes upstream. Preliminary data
on the structural organization of the sheep TRG1@
locus (in preparation) suggests the presence of only
one variable segment (V1S1), which is the one found
in mature transcripts rearranged with C1 gene.

Conclusions and Implications
In this paper, the completion of the FISH mapping of
all known TRGC genes of sheep enabled us to confirm
the existence of two TRG paralogous loci in sheep as
well as in cattle. Moreover, we discuss the evolution of
TRG clusters in cattle and sheep genomes as deduced
from the phylogenetic results of TRGV cDNA sequences of human, cattle, sheep, and chicken and the
genomic organization of the ovine TRG2@ locus.
TRG1 and INHBA loci are syntenic in ruminants
(sheep and cattle). They are also syntenic in human,
thus there is a conservation of synteny between sheep
and cattle chromosome 4 and human 7. In the artiodactyls order, TRG2@ has been found only in ruminants, but not in swine. The genomic organization
of ovine TRG2@ locus in sheep was determined. It
consists of three clusters, TRG6, TRG2, and TRG4,
each one containing the basic structural scheme of
one V, one J, and one C gene.
From this structural genomic analysis it seems
that, within the TRG2@ locus, the most ancient
TRG4 cluster has been repeatedly duplicated in its
entirety, yielding three copies clustered on the 4q15–
22 chromosomal bands.
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If we compare the TRG2@ organization to that of
the human TRG locus, we see that in human, only in
the V genes region, duplications are remarkable.
Whatever the exact mechanism leading to the duplications in TRG loci in ruminants, these duplicative
events resulted in an increase in germline repertoire of
new gene segments, which might take on more specialized functions. As a matter of fact, from previous
results of TRGC gene evolution based on phylogenetic approach, we hypothesized that sheep C4 and
C5 represent the ancestral sequences of the genes that
are then expressed in the fetus and the adult, respectively. Moreover we hypothesized the existence of
a cattle C4 that, in its phylogenetic disposition, behaves like an ancestral gene and that is preferentially
expressed during bovine fetal development (Ciccarese
et al. 1997; Miccoli et al. 2001). As far as cattle C5 is
concerned, the known partial sequence of the first 67
codons shows 71–76% identity to the three known
cattle TRGC genes, but 96% identity to sheep C5
(Hein and Dudler 1997), suggesting that cattle C5
also represents an ancestral sequence.
The simultaneous results on the TRG2@ locus
structural organization in sheep and on the phylogenetic analysis, obtained by using sequences of V
expressed genes only, enable us to draw the following
conclusions: The cattle and sheep TRGV topology in
phylogenetic trees correlates to the rearrangement
process of V segments with the relevant C, this correlation depending on V belonging to a certain cluster. Thus, the TRG cluster evolution in cattle and
sheep can be inferred. The proposed scenario would
predict the origin of the two paralogous loci in ruminants according to these following steps: (i) the
existence of a TRG5 minimal ancient cluster localized
at 4q31, (ii) local duplications that would account for
the repeated structure within TRG5 V gene region,
(iii) a duplication of the whole TRG5 cluster, in its
minimal structural scheme of one V, one J, and one
C, that gave rise to the TRG4 cluster, (iv) a subsequent intrachromosomal transposition, that could
have separated the two TRG ancient clusters and
moved the TRG4 to the 4q15–22 position, (v) more
recent duplications occurred in the two loci that involved TRG3, TRG2/TRG6, and TRG1 clusters.
The availability of the complete finished genomic
analysis of both sheep TRG loci will provide a detailed catalog of the building blocks of this important
component in the ruminant animals immune system.
An additional advantage lies in that some unique
aspects of their genomic organization will suggest
new hypotheses about the evolution of TCR genes
that should be evaluated by comparison with additional species of vertebrates.
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