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ABSTRACT

By sequencing cDNA clones which cover the complete
coding region of human tenascin (TN), we have
established its primary structure. This confirms that,
as in the case of chicken, TN is mainly made up of three
groups of sequences with a high homology to
Epidermal Growth Factor (EGF) fibronectin (FN) type
Il repeat and fibrinogen. Furthermore, we have
determined the amino-terminal sequence of the mature
peptide directly on purified TN. The main differences
with respect to the chicken TN molecule are that in the
human there are 14 and half EGF-like repeats compared
to 13 and half in the chicken and that, as previously
reported, there are 15 FN-like repeats compared to 11
in the chicken. By Polymerase Chain Reaction (PCR)
amplification we have also studied the different splicing
patterns of the TN pre-mRNA in cultured cells. The
results show the presence of at least four different
isoforms containing different numbers of FN-like type
lll repeats. Using purified human TN as immunogen,
we have obtained numerous monoclonal antibodies
(Mabs) to TN. By screening a human melanoma cDNA
library in the expression vector \gt11 with these Mabs
and subsequently sequencing the insert of the positive
clones, we have been able to localize, within the TN
molecule, the epitopes recognized by two of these
Mabs: BC-4, which recognizes an epitope within the
EGF-like sequence and BC-2 which recognizes an
epitope within the FN like type Ill repeats whose
expression is regulated by alternative splicing of the
TN pre-mRNA. Thus, while the Mab BC-4 may be useful
in studies on TN distribution (since it recognizes all
different TN isoforms) BC-2 may be useful in the study
of the expression of particular TN isoforms generated
by the alternative splicing of the TN primary transcript.

INTRODUCTION

Tenascin (TN) is a polymorphic high molecular mass extracellular
matrix glycoprotein composed of six similar subunits joined
together at their NH,-terminal by disulfide bonds (for reviews
see references 1—35).

The sequence of cDNA clones codifying for the complete
chicken TN subunit has recently been reported. The deduced
amino acid sequence shows that chicken TN is mainly made up
of 13 and half epidermal growth factor like repeats (EGF-L),
11 units similar to fibronectin type III repeats (FN-L), and, at
the C-terminal, by a sequence with 40% homology to the globular
domain of the 8-and ~y-chain of fibrinogen (6—7). It has been
shown that TN displays a restricted distribution in normal adult
tissues and that its expression is ontogenically programmed. In

fact, TN is transiently expressed in many developing organs and

it has been proposed that TN could modulate epithelial-
mesenchymal and neuronal-glial interactions (8 —13). However,
neoexpression, or a dramatically increased expression, of TN
has been documented in a variety of tumors, thus suggesting that
this glycoprotein may play a role in tumor cell-stroma
interdependence (2,8,14 —22). Since it has also been shown that
TN stimulates the growth of mammary tumor cells in vitro (8),
it has been advanced that TN plays a role in supporting the growth
of epithelial tumors in vivo (23).

Since transforming-growth-factor-8 (TGF-B) induces a
dramatic increase in TN expression in cultured fibroblasts (24),
the belief has surfaced that epithelial tumor cells, which in general
do not produce TN, through the release of TGF-3 (and most likely
other factors) force the surrounding mesenchymal cells to
organize a tumor stroma which is different from the normal organ
stroma and more suitable to sustain tumor growth and invasion
(23).

It has recently been demonstrated that TN is the same protein
as miotendinous antigen (25), JI (26), cytotactin (12), glioma-
associated-extracellular matrix (ECM) antigen (22), gp 150—225

* To whom correspondence should be addressed



526 Nucleic Acids Research, Vol. 19, No. 3

GAATTCGC TAGAGCCCTAGAGCCCCAGCAGCACCCAGCCAANCCCACC TCCACCATGGGGGCCATGACTC
MGCANT
AGCTGTTGGCAGGTGTCT TTCTTGCTTTCCTIGCCCTCGCTACCGAMGGTGGGETCCTCAAGAMGTCAT
QLLAGVFLAFLALATEGGVLKKVI
CCGGCACANGCGACAGAGTGGGGTGAAC GCCACCCTGC CAGAAGAGAACCAGCCAGTGGTGTTTAMCAC
RHEKRQSGVYV NATLPEENOQPVVFNH
GTTTACACATCAAGCTGCCAGTGGGATCOCAGTGTTCGGTGGATCTGGAGTCAGCCAGTGGGGAGAAAG
VYNIKLPVGESQCSVDLESASGEEK
AACCTGGCACCGCCTTCAGAGCCCAGCGAMGCTTTCAGGAGCACACAGTAGATGGGGAAMACCAGATTGT
DLAPPSEPSESFQEHNTVDGENQIV
CTTCACACATCGCATCAACATCCCCCGCCGGGOCTGTGGCTGTGCCGCAGCCCCTGATGTTAAGGAGC TG
FTHRINIPRRACGCAAAPDVKEL
CTGAGCAGACTGGAGGAGCTGGAGAACC TGGTGTCTTCCCTGAGGGAGCAATGTACTGCAGGAGCAGGCT
LSRLEELENLVSSLREQCTAGAG
GCTGTCTCCAGCCTGOCACAGGLCGCTPGGACACCAGGCCCTTCTGTAGCGGTCGGGGCAACTTCAGCAC
CCLQPATGRLDTRPFCSGRGNFST
TGANGGATGTGGCTGTGTCTGOGAACCTGGCTGGAANGGCCCCAMCTGCTCTGAGCCCGAATGTCCAGGE
EGCGCVCEPGNNKCPNCSEPECPG
ANCTGTCACCTTCGAGGCCGGTGCATTGATGGGCAGTGCATCTGTGACGACGGCTTCACGGGCGAGGACT
NCHLRGRCIDGQCICDDGFTGED
GCAGCCAGCTGGCTTGCCCCAGCGACTGCAATGACCAGGGCAAGTGCG TGAATGGAGTCTGCATCTGT T
CSQLACPSDCNDOQGKCVNGYCICTF
CGAAGGCTACGCGGCTGACTGCAGCCGTGAAATCTGCCCAGTGCCCTGCAGTGAGGAGCACGGCACATGT
EGYAADCSREICPVPCSEEHGTC
GTAGATGGCTTGTGTGTGTGCCACGATGGCTTTGCAGGCGATGACTGCAACANGCCTCTGTGTCTCAACA
vVDGLCVCHDGFAGDDC CNKPLCLN
ATTGCTACANCCGTGGACGATGCGTGGAGAATGAGTGC GTGTGTGATGAGGGTTTCACGGGCGAAGAC TG
NCYNRGRCVENECVYCDEGTFTGEDC
CAGTGAGC TCATCTGCCCCAATGACTGC TTCGACCGGGGCCGCTGCATCAATGGCACC TGCTACTGCGAA
SELICPNDCFDRGRCINGTCYCE
GAAGGCTTCACAGGTGAAGACTGCGGGAAACCCACCTGCCCACATGCC TGCCACACCCAGGGCCGGTC G
EGCGFTYTGEDCGCRKPTCPHACHTQGRC
AGGAGGGGCAGTGTGTATGTGATGAGGGCTTTGCOGCTGTGGAC TGCAGCGAGAMAGAGGTGTCCTGCTGA
EEGQCVCDEGFAGVDCSEKRCPAD
CTGTCACAATCGTGGCOGCTGTGTAGALC! \TGATGGTTTCACTGGAGCTGACTGT
CHNRGRCVDGRCECDDGFTGADC
GGGGAGCTCAAGTGTCCCAATGGCTGCAGTGGCCATGGCCGCTGTGTCAATGGGCAGT GTGTGTGTGA'
GELKCPNGCSGHGRCVNGQCVYCD
AGGGCTATACTGGGGAGGACTGCAGCCAGCTACGGTGCCCCANTGACTGTCACAGTCGGGGCCGCTGT
EGYTGEDCSGLRCPNDCHSRGRCYV
CGAGGGCAMTGTGTATGTGAGCAMGGC TTCAMGGGCTATGACTGCAGTGACATGAGCTGCCCTAATGAC
EGKCVCEQGFKGYDCSDMNSCEPND
TGTCACCAGCACGGCCGC TGTGTGAATGGCATGTGTGT TTGTGATGACGGCTACACAGGGGANGACTGCC
CHQHRGRCVNGMNCVCDDGYTGEDC
GGGATCGCCAATGOCCCAGGGACTGCAGCAMCAGGGGCCTCTGTGTGGACGGACAGTGCGTCTGTGAGGA
RDRQCPRDCSNRGLCVDGQCVYCED
CGGCTTCACCGGCCCTGACTGTGCAGAACTCTCCTGTC CAMTGACTGCCATGGCCAGGRTCGCTGIGTG

GFTGPDCAELSCPNDCHGOQGRCY
AAATGGGCAGTGCGTGTGCCATGAMGGAT TTATGGGCAAAGACTGCAAGGAGCAAAGATGTCCCAGTGACT
«aGCQCVCHEGFNGKDCKEQRCEPSD

GTCATGGCCAGGGOOGCTGOGTGGACGGCCAGTGCA

\TCTGCCACGAGGGCTTCACAGGCCTGGACTGTGG
CHGQCRCVDGQCICHEGFTGLDCG
CCAGCACTCCTGCCCCAGTGACTGCAACAACTTAGGACAATGCGTCTCGGGCOGCTGCATCTGCANCGAG

QHSCPSDCNNLGQCYSGRCICNE
GGCTACAGCGGAGAAGAC TGCTCAGAGG TG PCTCCTCCCAAAGACCTCGTTGTGACAGAAGTGACGGAAG

GYSGEDCSEVSPPKDLVVTEVTE
AGACGGTCAACCTGGCCTGGGACAATGAGATGCGGGTCACAGAGTACCTTGTCGTGTACACGCCCACCCA
ETVNLAWNDNEMNRVTEYLVVYTPTH
CGAGGGTGGTCTGGAMTGCAGTTCCGTGTGCCTGGGGACCAGACGTCCACCATCATCCGGGAGCTGGAG

EGGLEMOQFRVPGDOQTSTIIRELE
ACTTTATCCGTGTATTIGOCATCCTGGAGAACAAGANGAGCATTCCTGTCAGCGCCA

PGCVEYFIRVFAILENKKSIPVYSA
GGGTGGCCACGTACTTACCTGCACCTGAAGGCCTGAAATTCAAGTCCATCAAGGAGACATCTGTGGAAGT
RYATYLPAPEGLEKFKSIKETSVEYV
GGAGTGGGATCCTCTAGACA' \TCATCTTCCGGAATATGAATAAAGAAGAT

EWDPLDIAFETWETIIFRNMNKED
GAGGGAGAGATCACCAAAAGCCTGAGGAGGCCAGAGAC CTCTTACCGGCAAMCTGGTC TAGCTCCTGGGC

EGEITKSLRRPETSYROQTGLAPG
ANAGAGTATGAGATATCTC TGCACATAGTGAAMMACAATACCCGGGGCCCTGGOCTGAAGAGGGTGACCAC
QEYEISLHIVEKENNTRGPGLKRVTT
CACACGCTTGGATGCCCCCAGCCAGATC GAGGTGAAAGATGTCACAGACACCACTGCCTTGATCACCT GG

TRLODAPSQIEVEDVTDTTALITHW
TTCAAGCCCCTGGCTGAGATCGATGGCATTGAGCTGACCTACGGCATCAMGACGTGCCAGGAGACCG TA

FKPLAEIDGIELTYGIKDVPGDR
CCACCATCGA ACTCCATCGGGAACCTGAAGCCTGACACTGAGTACGA
TTIDLTEDENQYSIGNLEKPDTEYTE
GGTGTCCCTCATCTCCCGCAGAGGTGACATCTCAAGCAACCCAGCCAAAGAGACCTTCACAACAGGCCTC

VSLISRRGDMNSSNPAKETFTTCL
GATGCTCCCAGGAATCTTCGACGTGTT TCCCAGACAGATAACAGCATCACCCTGGAATGGAGGAATGGCA

ODAPRNLRRYSQTDNSITLEWNRNGEG
ACGCAGCTATTGACAGTTACAGAATTAAGTATGCCCCCATCTCTGGAGGGGACCACGC TGAGGTTGATGT
KAAIDSYRIKYAPISGGDHAEVDYV
TCCAAMGAGCCAACANGCCACANCCAAAACCACACTCACAGGTCTGAGGCCGGGAACTGAATATGGGATT

PKSQQATTEKTTLTGLRPGTEYGH!I
GGAGTTTCTGCTGTGAAGGAAGACAAGGAGAGCAATCCAGCGACCATCAACGCAGCCACAGAGTTGGACA
CVSAVEKEDKESNPATINAATELD

TPKDLQVSETAET SLTLLWYWKTPLA
CAMTTTGACCGCTACCGCCTCAATT!
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AGACCTGCCPGGGCTCAAAGCAGCCACTCATTATACCATCACCATCCGCGGGGTCACTCAGGACTTCAGE
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ACAACCOCTCTCTCTGTTGANGTCTTGACAGAGGAGGT TCCAGATATGGGAAMCCTCACAGTGACCGAGG

TTPLSVEVLTEEVPDNGNLTVTE
TTAGCTGGGA' \TGGAACCTATGACCAGTTTACTATTCAGGT
VSWDALRLNWNTTPDGTYDQFTIQV
CCAGGAGGCTGACCAGGTGGAAGAGGCTCACAATCTCACGGTTCCTGGCAGCCTGOGT TCCATGGAMTC
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CCAGGCCTCAGGGCTGGCACTCCTT)
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CCCTTGCTGTAGAGGTCGTCACAGAGGATCTCCCACAGCTGGGAGA

TTTAGCCGTGTCTGAGGTTCGCTG
PLAVEVVTEDLPQLGDLAVSEVGHN
GGATGGCCTCAGACTCANCTGGACCGCAGCTGACAATGCCTATGAGCACTTTCTCATT CAGGTGCAGGAG
DGLRLNM®TAADNAYLEHFVIQVOQE
\GOCCAGAACCTCACGTTGCC TGGCAGCCTCAGGGCTGTGGACATCCCGGGCC
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TGCTGAGGCCTCCACAGCCAAGAACCTGAATTGGAAACTTAMTGT TTCTGACATAACTCCCGAGAGC
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TAGTACTGATTTTATTGTCTACCTCTCTGGACTTGCTCCCAGCATCCGGACCAMACCATCAGTGCCACA
STDFIVYLSGLAPSIRTKTISAT
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\TTACCTATGTGOCCATTACAGGAGGTACACCCTCCATGGTAACTG
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(27), hexabrachion (28) and neuronectin (21) all previously
described.

Here we report 1) the cDNA cloning and deduced complete
amino acid sequence of human TN as well as the amino-terminal
sequence of the mature peptide determined directly on purified
TN; 2) the splicing patterns of TN pre-mRNA in cultured cells
and 3) the production of monoclonal antibodies (Mabs) to human
TN as well as the localization of the epitopes recognized by these
Mabs within the TN molecules using §-galactosidase-TN fusion
proteins expressed in E.coli.

MATERIALS AND METHODS
Isolation of TN cDNA clones and their sequencing

Human melanoma, human fetal brain, human melanoma SK-
MEL-28 cell line and human breast cDNA libraries in
bacteriophage Agt11 were obtained from Clontech Laboratories
(Palo Alto, CA). The first cDNA clone was obtained by screening
the human melanoma library using the Mab BC-2 to human TN
(15) and an immunoenzymatic kit purchased from Promega
Biotec (Madison, WI). Other cDNA clones covering the complete
coding region of the human TN gene were obtained by screening
the above mentioned libraries with 32P labelled DNA fragments
from successively isolated TN cDNA clones. Overlapping clones
spanning the entire coding region were subcloned into M13mp19
or M13mp18 vectors (New England Bio Labs, Beverly, MA)
and analyzed in both strands using the Sequenase 2.0 DNA
sequencing kit (United States Biochemical Corp., Cleveland,
Ohio).

RNA extraction, cDNA synthesis, Polymerase Chain Reaction
(PCR) amplification and Southern blot

Total RNA was prepared from human melanoma SK-MEL-28
cells following the method described by Chirgwin (29). cDNA
was synthetized from 10 ug of total RNA primed with oligo
(dT),,- 15 and reverse transcribed using a cDNA synthesis kit
(Amersham International, Buckinghamshire, England), following
the manufacturer’s manual. PCR reactions were performed for
35 cycles (1 min 93°C, 1 min 52°C, 1 min 72°C) in a final
volume of 200 ul containing 50 mM KCl, 10 mM Tris-Cl pH
8.3, 1.5 mM MgCl,, 0.01% (w/v) gelatin, 200 mM each
dNTP, 0.05% Nonidet P40, 0.05% Tween 20, 100 pmol each
oligo T1 (5" ATAAGCTTCCAAGAAACACCACTT, position:
3140—3160 of the sequence shown in Fig.1) and T5-2 (5§’
GGGCAAGTAGGGTTATT, position: 5046—5062 of the
sequence shown in Fig.1), 5 U of Taq DNA polymerase
(Amplitaq, Perkin Elmer Cetus, Norwalk, CT) and 0.5 ml of
the cDNA mixture as template. The PCR mixture was loaded
on a preparative 1.4% agarose gel; well resolved bands were
cut out, electroeluted and ethanol-precipitated. The pellets were
resuspended in 7 pl of water; 2 ul Sequenase buffer and 1 pul
(20 pmol) of sequencing primer were added. The primer/template
solution was boiled for 3 min and frozen in dry ice. From this
step the direct sequencing protocol follows the Sequenase manual
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indications. For Southern blot analysis 5 ul of the PCR mixture
were loaded in two different wells of 1.4% agarose gel. Following
electrophoresis, the gel was immersed twice for 15 min in 300
ml of 1.5 M NaCl, 0.5 M NaOH and twice for 15 min in 1 M
NH, acetate and transferred for 3 hours to nitrocellulose
membrane following standard techniques (30). The filter was cut
between the loaded lanes and hybridized separately with 32P
labelled oligonucleotides T2 (5" AGGTAGACAATAAAATCA-
GTA, position: 4554—4574 (see Fig.1) and T4 (5' CTTCAT-
CAGCTGTCCAGGACAGA, position: 4962 —4984 (see Fig.1)
according to (30). The oligonucleotides were synthesized by an
Applied Biosystem 370A synthesizer (Applied Biosystem, Foster
City, CA).

Puriﬁcétion of TN and characterization of Monoclonal
Antibodies (Mabs) BC-2 and BC-4 specific to TN

TN was purified from the conditioned medium of SK-MEL-28
human melanoma cell line by chromatography on hydroxyapatite
(DNA-grade, Bio-Rad Laboratories, Richmond, CA) followed
by immunoaffinity on Mab BC-4 conjugated to cyanogen
bromide-activated-sepharose-4B (Pharmacia Fine Chemicals,
Uppsala, Sweden). The complete procedure will be reported
elsewhere. The purified TN was reduced and alkylated as
described by Canfield and Anfisen (31). Protein sequencing was
performed by the Center for Analysis and Synthesis of
Macromolecules at Stony Brook (Stony Brook, NY).

cDNA libraries, in the expression vector Agtl1, were screened
using the Mabs BC-2 and BC4 and an immunoenzymatic kit
purchased from Promega Biotec (Madison, WI). Bacteriophage
DNA was prepared from positive clones, and the EcoRI inserts
were excised, subcloned into a M13mp19 vector (New England
Bio Labs, Beverly, MA) and sequenced.

For immunoblotting analysis the 3-galactosidase-TN fusion
protein were obtained as previously reported (32). All the cloning
and subcloning procedures were carried out according to
Sambrook et al. (30). SDS-PAGE and immunoblotting were
performed as previously described (33 —34).

RESULTS

cDNA sequence and pre-mRNA alternative splicing analysis
of human TN

The cDNA and the deduced amino acid sequences of human TN
are shown in Fig.1. The primary structure of human TN,
arranged in groups of homologous repeats as suggested for
chicken TN (7), is shown in Fig.2. The first 22 amino acids
correspond to a typical signal peptide (35—36). Furthermore,
the amino-terminal sequence of the mature peptide was
determined directly on purified TN and it begins from residue
23 (Fig.2). The domain structure of a human TN subunit is
schematically represented in Fig.3, showing the 14 and half EGF-
L, the 15 FN-L and the fibrinogen like sequences and the potential
N-glycosylation sites. The longer human TN reading frame is
2199 amino acids. Northern blot analysis of total RNA from the

Figure 1. cDNA and deduced amino acid sequences of human TN. The consensus polyadenylation sitt AATAAA (position 7258) is unde'rlined‘ With respect to
the sequence reported by Gulcher et al. (37) we found the following main differences: 1) our residue 538 is Q instead of R repongd (residue 109 of rpf.37). 2)
our residue 679 is R instead of Q (residue 250 of ref.37) 3) our residue 1065 is R instead of H (residue 636 of ref.37). 4) from re;udug 1599 to the resgdue 1607
we have the following sequence: SGFTQGHQT instead of LWLHPRASN (residue 1170 to 1178 of ref.37). 5) our residue 1676 is I instead of L (resndu; 1247
of ref. 37). 6) We also found differences at the level of the bases, that do not, however, change the amino acids. At bases 1667 (A instead of G), 210Q (G instead
of A), 3339 (G instead of A), 5080 (A instead of T), 5253 (G instead of A), 6214 and 6215 (TG instead of CT).These sequence data are available from

EMBL/Genbank/DDBJ/NBRF-PIR under accession number X56160.
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Figure 2. Human TN sequence arranged in groups of homologous repeats as suggested for chicken TN by Spring et al. (7). Potential N-linked glycosylation sites
are underlined. All cysteine residues are highlighted as well as the conserved tryptophan, leucin and threonine residues used to align the FN-L type III repeats.
Numbers on the right indicate the residue number; numbers on the left indicate the FN-L repeat number. (*) indicates the FN-L repeats which undergo alternative
splicing. The amino-terminal residues identified by protein sequencing are underlined in bolder type.

human melanoma cell line SK-MEL-28, using the insert of the
clone HT-12 as probe, showed a broad band of about
6,000—7,000 bases (data not shown) as expected from our
cloning data indicating the presence of several TN mRNAs in
this cell line. In fact, shorter reading frames generated by
alternative splicing of the TN primary transcript have also been
observed. We have found a cDNA clone (HT-5) in which the FN-
L repeats 6,7,8,9 and 11 were lacking and another one (HT-33)
in which only the FN-L repeat 11 was lacking (Fig.4). These
observations agree and further the results by Gulcher et al. (37),
who reported the sequences of two human TN cDNA clones,
one containing all 15 FN-L repeats and one in which the FN-L
repeats 6,7,8,9,10,11 and 12 were absent because of splicing of
the TN primary transcript.

In order to confirm these various splicing patterns of the human
TN primary transcript, we carried out PCR amplification
experiments on cDNA derived from human melanoma cell line
SK-MEL-28 total RNA. PCR amplification experiments were
performed using as primers the oligonucleotides T1, hybridizing
a coding region within the Sth repeat, and TS —2, hybridizing

a coding region within the 12th repeat. After electrophoresis of
the PCR mixture, four bands were visualized of about 1900,
1650, 550 and 280 bp respectively (Fig.4). These bands were
electroeluted and completely sequenced. Furthermore, Southern
blots of the amplified fragments were hybridized with an
oligonucleotide (T2) that specifically recognizes the 10th repeat,
and separately with an oligonucleotide specific for the 12th repeat
(T4). All four fragments hybridized to T4 as was expected due
to the presence of the 12th repeat while T2 failed to recognize
the smallest 284 bp fragment, confirming that it lacks the 10th
FN-L repeat.

Localization within the TN molecule of the epitopes recognized
by the Mabs BC-2 and BC4 by using TN-3-galactosidase
fusion proteins expressed in E.coli

In order to localize the epitopes recognized by the Mabs to human
TN within the TN molecule, we have screened by an
immunoenzymatic procedure, a human melanoma cDNA library
in the expression vector Agtl11. We obtained two clones, \pTN1
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Figure 3. Model of the domain structure of a human TN subunit. The EGF-L, FN-L repeats as well as the fibrinogen like sequence are indicated. The FN-L repeats
6 to 12, whose expression is regulated by the alternative splicing of the pre-mRNA, are shaded.The potential N-linked glycosylation sites are indicated by small
dashes. Also indicated are the overlapping cDNA clones covering the complete coding region of human TN which have been sequenced to deduce the TN primary
structure. The figure also shows the B-galactosidase-TN fusion proteins expressed in E. coli used to localize within the TN molecule the epitopes recognized by
the Mabs BC-2 and BC4.
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Figure 4. Study of different mRNA generated by alternative splicing of the TN primary transcript. The figure shows a model of the domain structure of a human
TN subunit, the FN-L repeats 6 to 12 which undergo alternative splicing are shaded. In the lower part of the figure cDNA clones containing different amounts
of FN-L repeats are shown. In the cDNA clone HT-5, obtained from a human melanoma cDNA library, only repeats 10 and 12 of the FN-L repeats undergoing
alternative splicing are present, while in the clone HT-24 from a fetal human brain library all the repeats 6,7,8,9,10,11 and 12 are present, and in the clone HT-33
from a human melanoma cDNA library, only repeat 11 is lacking. The upper part of the figure shows the PCR amplification products obtained using the oligonucleotides
T1 and T5—2 indicated in the figure (see also Materials and Methods) and total RNA from the human melanoma cell line SK-MEL-28. The 1% agarose gel of
these PCR amplification products is shown in the inset. We obtained the following DNA fragments: a 1924 bp fragment containing repeats 5,6,7,8,9,10,11 and
12; a 1651 bp fragment containing the repeats 5,6,7,8,9,10 and 12; a 556 bp fragment containing the repeats 5,10 and 12 and a 284 bp fragment containing the
repeats 5 and 12. Molecular weight markers (1kb, GIBCO BRL, Grand Island, NY, USA) are also shown. For details see Results. A indicates contiguity.
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Figure 5. On the left, a 4—18% SDS-PAGE gradient of proteins from E.Coli
infected by the expression vector Agtl1, by clones \pTN1 and A\pTN27 (lanes
1,2 and 3 respectively). On the right, immunoblots of gels identical to those shown
on the left using the Mabs BC-2 and BC-4, respectively. The values on the left
indicate the molecular masses, in kD, of the standards (St).

and \pTN27, producing B-galactosidase-TN fusion proteins
which react strongly with the Mabs BC-2 and BC-4 respectively
(Fig.5). The cDNA inserts of these two clones were purified,
inserted into a M13mp19 vector and completely sequenced. The
sequencing data demonstrated that the TN part of the fusion
protein produced by the clone ApTN1 is made up of a sequence
from the residue 1316 to the residue 1450 while the fusion protein
produced by the clone A\pTN27 contains the TN sequence from
the residue 50 to the residue 453 (Fig.2 and 3).Thus, while the
epitope recognized by the Mab BC4 is present in all the TN
isoforms the Mab BC-2 recognizes an epitope whose expression
is regulated by alternative splicing of the TN pre-mRNA (Fig.3).

DISCUSSION

We here report the complete primary structure of human TN
deduced from cDNA clones, a study of the splicing patterns of
the TN primary transcripts in cultured humaii melanoma cells
and the characterization of two Mabs specific to human TN using
3-galactosidase-TN fusion proteins expressed in E. coli.

By comparing the human and chicken TN sequences, we found
two main differences: 14 1/2 instead of 13 1/2 EGF-L repeats
and 15 instead of 11 FN-L repeats.

The sequence of the first 22 amino acids of human TN
corresponds to that of a typical signal peptide (35—36).The
sequence of the following 10 amino acids (residues 23 —33), is
strongly basic since it contains 5 positively charged residues. In
chicken a homologous sequence has been considered a putative
propeptide since the mature chicken peptide started at residue
34 (6). However, direct amino-terminal sequencing of purified
human TN shows that the mature peptide starts at residue 23 thus
including this positively charged sequence that in chicken has
been reported not to be present in the mature peptide. This

discrepancy may be explained by the fact that the chicken TN
used to determine the amino-terminal sequence was purified from
tissues (insoluble TN) (6) while we have purified TN from the
medium of cultured cells (soluble TN).The removal of this very
basic sequence might be a crucial step in the process of TN
assembly in the extracellular matrix. We are currently conducting
experiments to confirm this possibility. As in the case of chicken
TN a secondary structure prediction of the sequence from residue
119—147 shows a high probability to form «-helix. Thus, the
primary structure of human TN is compatible with the model
of the TN hexamer suggested by Spring et al. (7).

About 2/3 of the primary structure, deduced from the sequence
of cDNA clones, have already been reported by Gulcher et al.
(37), more specifically from base 1342 to base 6217 of our
sequence reported in Fig. 1. With respect to this sequence we
found only few differences (see Legend of Fig. 1) with the
exception of residues 1599 —1607 where we have the following
sequence: SGFTQGHQT while in (37) LWLHPRASN (residue
1170 to 1178 of their sequence) has been reported. This difference
is due to the fact that we found CT at bases 4848 —4849 instead
of CCT thus, this single base insertion introduces a frameshift.
Furthermore, we found CCA at bases 4875—77 instead of CA
reestablishing the frame of the TN sequence previously reported
(37). Since the double C reported by Gulcher et al. (37) at bases
4848 —4849 should generate a cleaving site for the restriction
enzyme Ava Il we have tested an appropriate cDNA clone with
this enzyme. The absence of this cleaving site confirms our
sequence.

In chicken TN there are three FN-L repeats that undergo
alternative splicing which generates three different TN subunit
isoforms (6—7). It has been reported that in human TN seven
FN-L repeats undergo alternative splicing since two different
cDNA clones, one with all these seven FN-L repeats and the
other one in which all seven were missing, have been isolated
(37). From the cDNA libraries tested we have found many cDNA
clones covering the human TN area which were obviously derived
from alternative splicing of pre-mRNA. However, the smallest
clone we found contains two repeats of the seven which undergo
alternative splicing (repeats 10 and 12).We also found a clone
in which only repeat 11 was missing and clones in which all the
seven repeats were present. We did not find any clones in which
all the seven repeats were missing. We have also studied, by
PCR amplification on cDNA obtained from total RNA from the
melanoma cell line SK-MEL-28, the possible different splicing
patterns of the TN primary transcript. As reported in ‘Results’
we observed 4 different bands, one containing all the seven
repeats, one only repeats 10 and 12, one containing only repeat
12 and one in which only repeat 11 was missing. However, the
above reported results do not give any quantitative estimation
on the relative abundance of the different isoforms of TN since
the efficiency of amplification of the various cDNA species may
be different. We are currently studying the relative abundance
of TN isoforms in different tissues by RNAase protection
analysis.

By homology comparison between the seven FN-like repeats
involved in alternative splicing in human and three FN-L repeats
involved in alternative splicing in chicken, it has been reported
that human repeats 6,7,8,9 have an extremely high homology
with repeat 6 in chicken, thus supporting a recent reduplication
of this sequence (38). In fact, our results have shown that human
repeats 6 to 9 (which should correspond to the chicken repeat
6) have up till now been observed to always be included or
excised as a block. Furthermore, there is a high homology of



chicken FN-Like repeat 7 to human FN-L repeat 10, and a high
homology of the chicken FN-L repeat 8 to human FN-L repeat
12. However, there are no chicken repeats with high homology
to the human FN-L repeat 11. Considering that the cDNA clones
containing repeat 11 are the rarest, in our study at least, a chicken
FN-L repeat corresponding to the human FN-L repeat 11 might
have escaped previous analysis (6—7). Furthermore, repeat 11
has been, up till now, found only in cDNA clones containing
all other repeats undergoing alternative splicing and only in a
fetal brain cDNA library. These data indicate that the splicing
patterns of human TN are quite complex and require further
investigation.

At present possible biological functions of different TN
isoforms may only be a matter of speculation. However, it is
worth noting the high concentration of potential N-glycosylation
sites in the repeats which may undergo alternative splicing.
Furthermore, Prieto et al. (39) reported spatio-temporal changes
during chicken development of two forms of TN mRNA. We
are presently approaching the study of the biological functions
of different TN isoforms by 1) preparing Mabs able to recognize
different TN isoforms in order to perform a detailed analysis of
the distribution of various TN in different tissues and in different
physiological conditions and 2) establishing procedures for the
production and/or purification of different TN isoforms.
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