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ABSTRACT Human terminal deoxyribonucleotidyltrans-
ferase (nucleoside-triphosphate:DNA deoxynucleotidylexo-
transferase, EC 2.7.7.31) cDNA contains an open reading
frame of 1530 base pairs (bp) corresponding to a protein
containing 510 amino acids. The encoded protein is a template-
independent DNA polymerase found only in a restricted
population of normal and malignant prelymphocytes. To begin
to investigate the genetic elements responsible for the tissue-
specific expression of terminal deoxyribonucleotidyltransfer-
ase, genomic clones containing the entire human gene were
isolated and characterized. Initially, cDNA clones were iso-
lated from a library generated from the human lymphoblas-
toid cell line, MOLT-4R. A cDNA clone containing the entire
coding region of the protein was used to isolate a series of
overlapping clones from two human genomic libraries. The
gene comprises 11 exons and 10 introns and spans 49.4
kilobases. The 5' flanking region (709 bp) including exon 1 was
sequenced. Several putative transcription initiation sites were
mapped. Within 500 nucleotides of the translation start site, a
series of promoter elements was detected. "TATA" and
"CAAT" sequences, respectively, were found to start at
nucleotides -185 and - 204, -328 and -370, and - 465 and
-505. Start sites were found for a cyclic AMP-dependent
promoter analog at nucleotide - 121, an eight-base sequence
corresponding to the IgG promoter enhancer (cd) at nucleotide
-455, and an analog of the IgG promoter (pd) at nucleotide
-159. These findings suggest that transcripts coding for
terminal deoxyribonucleotidyltransferase may be variable in
length and that transcription may be influenced by a variety of
genetic elements.

Expression of the template-independent DNA polymerase,
terminal deoxyribonucleotidyltransferase (terminal transfer-
ase; nucleoside-triphosphate:DNAdeoxynucleotidylexotrans-
ferase, EC 2.7.7.31) is tissue-specific. Activity is normally
restricted to prelymphocytes of marrow and thymus (1, 2).
Strikingly elevated levels of terminal transferase are de-
tected in malignant prelymphocytes (3). The primary struc-
ture of terminal transferase is highly conserved. Compari-
sons of terminal transferase cDNAs isolated from calf,
mouse, and human libraries reveal a sequence homology of
>80% (4).
Terminal transferase can synthesize DNA without a tem-

plate, and it has been postulated that this enzyme may play
a role in creating somatic diversity at recombination junc-
tions of variable, diversity, and joining regions of immuno-
globulin and T-cell receptor genes (5). This hypothesis has
been supported by data correlating the existence of N
regions (small numbers of nucleotides not coded for by the
chromosome) with the expression of terminal transferase
mRNA (6) or protein (7) and with the insertion of the

terminal transferase gene into a cell line that rearranges an
immunoglobulin gene but lacks the enzyme (8). However,
the precise mechanism by which this enzyme may function
in this or other cellular processes is not understood.
To begin to approach some of these questions, we have

elucidated the entire structure§ of the human terminal trans-
ferase gene from a series of overlapping clones isolated from
two genomic libraries constructed from germ-line DNA. In
addition, we identified several putative regulatory elements
in the 5' flanking region of the gene.

MATERIALS AND METHODS
Materials. Radiolabeled nucleotides were obtained from

New England Nuclear, and unlabeled nucleotides were from
Pharmacia P-L Biochemicals. Enzymes were from New
England Biolabs, International Biotechnologies (New Ha-
ven, CT), Collaborative Research (Waltham, MA), or Be-
thesda Research Laboratories. The human lymphoblastoid
T-cell line MOLT-4R was a gift of J. Minowada (Okayama,
Japan). Oligonucleotides were synthesized using an Applied
Biosystems (Foster City, CA) DNA synthesizer.
MOLT4R cDNA Library Construction. Total polysomal

RNA and polyribosomes were isolated from 7 g of logarith-
mically growing MOLT-4R lymphoblasts (9, 10). Polysomal
RNA was extracted (11) and poly(A)+ RNA was isolated
(12). Double-stranded cDNA was synthesized (13) by using
modifications of Gubler and Hoffman (14) and was inserted
into the Pst I site of pBR322 by homopolymer tailing;
annealed recombinant DNA was used to transform Esche-
richia coli K802 (15).

Isolation and Analysis of Clones from cDNA and Genomic
Libraries. The MOLT-4R cDNA library was used to trans-
form E. coli DG75. Oligonucleotide labeling, prehybridiza-
tion, and hybridization conditions were as described by
Woods (16).
Two human genomic libraries were used. A fetal liver

library was the gift of T. Maniatis (17), and a human
leukocyte genomic library was from Clontech Laboratories
(Palo Alto, CA). DNA probes were labeled with [a-32P]
dNTP (18). Membranes were prehybridized and hybridized
at 420C in a solution that included 50% formamide.
DNA from cDNA or genomic clones was characterized by

restriction mapping, Southern blot analysis (19), and DNA
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FIG. 1. Restriction map of human terminal transferase cDNA isolated from the MOLT-4R library.

sequencing of subclones in pBR322 (20) or in phage M13
vectors (21, 22).
Primer Extension and T4 DNA Polymerase Mapping of

Transcription Start Sites. For reverse transcriptase reactions
(23), two 30-mer primers corresponding to bases 18-47 and
43-72 in terminal transferase exon 1 were used. For T4 DNA
polymerase analysis, the technique developed by Hu and
Davidson (24) was used.

RESULTS
Isolation of Terminal Transferase cDNA Clones from the

MOLT-4R Library. The MOLT-4R cDNA library was plated
and screened (15). The 32P-labeled DNA probe used was a
synthetic 70-mer, constructed from the known cDNA se-
quence (25). From the original screening, 10 clones (5
full-length) were isolated. Clone identity was confirmed by
restriction digests, Southern blot analysis, and DNA se-
quencing (Fig. 1).

Isolation and Mapping of the Human Terminal Transferase
Gene. One of the largest cDNA clones [1770 base pairs (bp)]
was radiolabeled and used to screen a human (fetal liver)
genomic DNA library. From this primary screening, 14
overlapping clones were isolated. These were shown to span
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the region from the 3' end of intron 1 through the 3' end of
exon 11.
Two additional library screenings were carried out, a

repeat screening of the fetal liver library and a primary
screening of a human leukocyte library. The probe used was
a genomic DNA fragment that was the most 5'-terminal
EcoRI restriction fragment. One clone from each library was
found to span the entire 5' end of the cDNA and to include
nucleotide sequences of the regulatory region. The map was
constructed by Southern blot analysis using terminal trans-
ferase cDNA fragments and synthetic oligonucleotides as
probes (Fig. 2).
Gene Organization. The human terminal transferase gene

spans 49.4 kilobases (kb) ofDNA and contains 11 exons and
10 introns. Almost 90% of the exons were located in the 3'
half of the gene. The exon-intron junctions (Table 1) were
deduced by comparison of genomic sequences with the
terminal transferase cDNA sequence. The splice junctions
are in good agreement with the consensus sequences (26).
The location and the sizes of the exon sequences are

summarized in Table 1. The first intron comprises >50% of
the gene length, spanning more than 29,000 bp.

5' End of the Human Terminal Transferase Gene. We
sequenced both complementary DNA strands 709 bp up-
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FIG. 2. Structure of the human terminal transferase gene. The open bars indicate flanking regions that have not been completely mapped.
The locations and sizes of the 11 exons are indicated by vertical bars on the upper lines.
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Table 1. Exon-intron splice-junction sequences in the human terminal transferase gene

Position in Sequence of exon-intron junctions*
open reading Size of

Exon frame exon, bp 5'-splice donor .... intron.. 3-splice acceptor
1 1-203 203 GCTCAG gtaggacagc.. cattttgcag TGATTC
2 204-378 175 CTTGTT gtagtgtcat.. aattgttaag GTGAGA
3 379-507 129 TTCACG gtaacggact.. tatcctgcag GATGCC
4 508-678 171 ATAGAG gtaagggtga.. tgtccattag GAGATT
5 679-750 72 TTCAAA gtaagtgatt.. tccattttag CTCTTT
6 751-874 124 AAGCAG gtaattgtct.. ggcctcttag GATTTC
7 875-1007 133 CCGGAG gtaattaact.. gaaaattgag GGGTAA
8 1008-1113 106 AAGAAG gtgagaagaa.. ttcttttcag GGATTA
9 1114-1362 249 CCTCGG ttgccgccgg.. tcctatccag CAGTTT
10 1363-1446 85 ACCAAG gtacagttcc.. tgttttcgag AGGATA
11 1447-1746 300t GCCTAG

*Upper-case letters signify exon sequence, and lower-case letters signify intron sequence.
tThis exon contains 84 bp of the 3' end of the open reading frame.

stream from the translation ATG start codon (Fig. 3). A
number of putative regulatory elements were identified
(Table 2). Three "TATA" boxes (30) coupled with "CAAT"
sequences (30) were found to start at nucleotides -465,
- 328 and - 185. A region with a high degree of homology
with the core sequence found in cyclic AMP promoters (31)
was identified as starting at nucleotide - 121. In addition, we
have identified two sequences that are implicated in promot-
ers in the immunoglobulin genes: a cd octamer element
starting at nucleotide - 455 and an analog of the pd element
starting at nucleotide - 159 (32).
The DNA sequence at the 5' terminus of the terminal

transferase gene was analyzed for dyad symmetry by using
parameters set by Tinoco et al. (27), and three overlapping
sequences between - 108 and - 158 were identified. Poten-

tial secondary structures could be generated between resi-
dues - 158 and - 108 (AG = -15.3 kcal/mol), -149 and
- 122 (AG = -17.7 kcal/mol), and - 136 and -110 (AG
-11.4 kcal/mol). The significance of such putative struc-
tures is not clearly understood.
The results of primer extension analyses are shown in Fig.

4. There was microheterogeneity in the DNA products.
Three sites (nucleotides -100, -200, and - 400) appear to
be plausible, since the TATA and CAAT sequences are
within about 100 nucleotides of these regions (28, 29).
The T4 DNA polymerase "primer extension" also was

included because it has been designed for the structural
elements we found in the gene: a long distance between
exons 1 and 2 as well as a potentially long 5' untranslated
region. These experiments revealed an untranslated DNA
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ATTCAGATAGCACCAACCCAGGCCCCCCGAAGACTCCACCAATTGCTGTACAAAAGATCTCCCAGTATGCGTGTCAGAGAAGAACCACTTTAAACAACTGTAACCAGATA

+502 TTCACGGATGCCTTTGATATACTGGCTGAAAACTGTGAGTTTAGAG61AATGAAGACTCCTGTGTGACATTTATGAGAGCAGCTTCTGTATTGATCTCTGCCATTCAC+611
V

AATCATCAGTATGAAGGACACAGAAGGAATTCCCTGCCTGGGGTCCAAGGTGAAGGGTATCATAGAGGAGATTATTGAAGATGGAGAAAGTTCTGAAGTTAAAGCTGTGT
V

TAAATGATGAACGATATCAATCCTTCAAACTCTTTACTTCTGTATTTGGAGTGGGGCTGAAGACTTCTGAGAAGTGGTTCAGGATGGGTTTCAGAACTCTGAGTAAAGTA
V

AGGTCGGACAAAAGCCTGAAATTTACACGAATGCAGAAAGCAGGATTTCTGTATTATGAAGACCTTGTCAGCTGTGTGACCAGGGCAGAAGCAGAGGCCGTCAGTGTGCTV
GGTTAAAGAGGCTGTCTGGGCATTTCTTCCGGATGCTTTCGTCACCATGACAGGAGGGTTCCGGAGGGGTAAGAAGATGGGGCATGATGTAGATTfTTTTAATTACCAGCC

V
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+1162 AGGTTGCCTAGCAGGAGGTTGATGCTTTGGATCATTTTCAAAAGTGCTTTCTGATTTTCAAATTGCCTCGTCAAAGAGTGGACAGTGACCAGTCCAGCTGGCAGGAAGG +1271
V

MAAGACCTGGMAGGCCATCCGTGTGGATTTAGTTCTGTGCCCCTAC GAGCGTC GTGCCTTTGCCCTGTTGGGATGGACTGGCTCCCCTCGGCAGTTTGAGAGAGACCTCC
GGC GCTATGCCACACATGAGCGGMAGATGATTCTGGATAACCATGCTTTATATGACAAGACCAAGAGGATAT TCCTCMAAGCAGMAAGTGAAGAAGMAATTTTTGCGCAT
CTG GGATTGGATTATATTGAACCGTGGGAAAGAAATGCCT;G'GAAGTGTTGTCAACATTTTTTCCTATTCTTTTCAAGTTAAATAAATTATGCTTCATATTAGTAAAAG

T dyad
ATGCCATAGGAGAGTTTGGGGTTATTTAGGTCTTATTGAAATGCAGATTGCTACTAGAAATAAATACTTTGGAAACATGGGAAGGTGCCACTGGTAATGGGTAAGGTTC

t dyad dyad
+1712 TAATAGGCCATGTTTATGACTGTTGCATAGAATTC +1746

FIG. 3. The sequence of the 5' regulatory region and the exons of the human terminal transferase gene. The ATG translation start codon
is underlined (thick bar) and designated + 1, and its termination is noted with e*e. The TATA and CAAT sequences are boxed. The potential
regulatory sequences (see Table 2) are designated by I (cd), II (pd), and III (cAMP promoter). The out-of-frame ATG is underlined by an open
bar, and its termination codon is designated by ooo. Areas of dyad symmetry are underlined and enclosed with arrows. The exon splice sites
are marked by v.
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Table 2. Location and identification of potential
regulatory elements

Regulatory
element 5' Sequence 3'* Locationt

TATA TATATAA Consensus (27)
TATA TATACA - 465 to - 459
TATA TAAATAA - 328 to - 322
TATA TAAAAAT -185 to -179
CAAT GGCCAATCT Consensus (27)
CAAT IAACAATQC - 508 to - 500
CAAT GATCAATAA -373 to -365
CAAT GGACAAATG - 207 to - 199
Cyclic AMP
promoter CTTACGTCAGAG Core sequence (28)

Cyclic AMP
promoter CTQQCITCAGAG -121 to -110

IgG promoter
enhancer (cd)t ATGCAAAT Core sequence (29)

IgG promoter
enhancer (cd) ATGCAAAT - 455 to - 448

IgG promoter
Genhancer(pd)§ TGCACCTGTGNCCAG Core sequence (29)

IgG promoter
enhancer (pd) QGAAGCTGTTGCCAG - 159 to -145

*The underlined bases in the terminal transferase gene sequence are
mismatched from the consensus sequence.
tThe adenosine of the ATG translation start site is designated + 1.
Numbers in parentheses are refs.
tThis octamer element has been shown to direct lymphocyte-
specific RNA synthesis when it is within 70 bp of the start site of
transcription.
§This 15-bp element has been associated with promoters in immu-
noglobulin genes.

stretch of 334-378 bp and placed potential transcription start
sites at around nucleotide - 400. We also detected start sites
that would generate shorter untranslated regions, consistent
with the primer extension analyses described above.
The genomic sequences were compared with two pub-

lished sequences of human terminal transferase cDNAs. We
set the reading frame by comparing the protein sequence we
have determined with the human nucleotide sequence. Ge-
nomic sequences from nucleotide -89 through 1746 were
identical to the human cDNA sequence published by Chang
and Bollum (33) except at nucleotide 1358, where our
sequence has an extra triplet (CTC) immediately preceding
the final two bases of the 3' end of exon 9, and at nucleotide
1363, where we have a CAG at the 5' end of exon 10 (see Fig.
3 and Table 1). Comparison of our DNA sequence with that
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FIG. 4. Primer extension (A and B) and T4 DNA polymerase
mapping (C) of transcription initiation sites. Data from three repre-
sentative experiments are shown to illustrate multiple transcription
start sites. The primers used for these experiments were: an

oligonucleotide corresponding to bases 43-72 of exon 1 (A), an

oligonucleotide corresponding to bases 18-47 of exon 1 (B), and
phage M13 universal primer (C).

of Koiwai et al. (34) reveals several differences. The open
reading frame of our DNA is 1530 bp. In contrast, they
report an open reading frame of 1557 bp. The difference in
the positioning of the functional ATG is due to an ATG at
positions -34 to -32 in the sequence shown in Fig. 3.
However, this ATG is out-of-frame in our cDNA and the
genomic sequence and results in translation of a short
nonhomologous peptide.
The sequence context of the ATG translation start site for

terminal transferase is CCTCTTCCCAflG. On the 3' side
of the ATG codon, the flanking nucleotide is a guanosine,
which is preferred in vertebrate mRNAs (35).

3' End of the Human Terminal Transferase Gene. Exon 11
contains the translation termination codon for terminal
transferase at base 1531. Three regions of dyad symmetry
were found: between positions 1531 and 1559 (AG = -5
kcal/mol), between 1622 and 1669 (AG = -4.7 kcal/mol),
and between 1675 and 1726 (AG = -8.5 kcal/mol). These
regions are clustered at the end of the open reading frame
and may be used as part of termination events.

DISCUSSION
Terminal transferase is one of five major DNA polymerases
found in vertebrate cells. Like DNA polymerases a, f, and
y and the recently described 8 polymerase (36), terminal
transferase catalyzes the polymerization of deoxyribonu-
cleotides. However, terminal transferase does not copy a
template and is restricted to subpopulations of lymphocytes
and leukemic cells. Whether all DNA polymerases evolved
from a common primordial polymerase is not yet known.
Preliminary comparative studies of terminal transferase and
DNA polymerase p protein sequences have revealed inter-
esting features (37). A stretch of 174 amino acids in both
proteins has been shown to contain 124 residues with iden-
tical favored and conservative amino acid substitutions. This
similarity may reflect a common precursor gene or may
reflect a protein structural requirement for the common
nucleotide and DNA binding functions.
The human terminal transferase gene structure presented

in this paper exhibits several unusual features. The total size
of this gene (in relation to the 2.0-kb cDNA) is very large.
Exons constitute approximately 5% of the gene, and their
distribution is highly asymmetric. The first intron comprises
more than half of the total gene size.
The question of whether terminal transferase mRNAs have

variable-length leaders or uniformly short or long leaders is
not resolved. Two primer-extension techniques yielded a
pattern of putative sites. Three-size classes of 5' untranslated
sequences corresponding to 100, 200, and 400 nucleotides
were repeatedly detected with poly(A)+ RNA preparations
isolated from several cell lines and leukemic cell samples. At
each putative leader sequence, we detected a TATA box
coupled with a CAAT sequence analog. One of these is
preceded by an octamer sequence that has been found in the
-100 region of all heavy chain variable region genes (32) and
which has recently been demonstrated to be sufficient for
lymphoid-specific gene expression (38). The octamer element
has been shown in model systems to function in fairly close
proximity to the transcriptional start site and to resemble
CCAAT and G + C-rich sites found as part of other promot-
ers. The uniqueness of the octamer element is that it shows
tissue specificity. An additional promoter element, homolo-
gous to those found in genes whose expression is regulated by
cAMP (31), was detected within 120 nucleotides of translation
initiation.
These putative regulatory elements suggested that the

untranslated region of the terminal transferase mRNA may
be quite long. Peterson et al. (25) have reported the isolation
of a terminal transferase cDNA clone that contains 328 bp
upstream from the first amino acid codon of the protein.
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FIG. 1. SEGMENT OF CONTINUOUS RECORD OF INSTANTANEOUS AND ELEC-
TRICALLY INTEGRATED MEAN SYSTEMIC AND PULMONARY ARTERIAL BLOOD
PRESSURES AND ENDOTRACHEAL AIR PRESSURE

b). Blood pressure measurements. A cardiac catheter
was passed via the external jugular vein and positioned,
under fluoroscopic guidance, so that its tip rested in the
main pulmonary artery. Another catheter was placed in
one femoral artery. Using P23D Statham strain gages,
we obtained simultaneous tracings of the pulmonary and
femoral arterial blood pressures on a cathode ray oscillo-
scope; these were photographically recorded (Figure 1).

c). Blood samples. At appropriate intervals during each
experiment, blood samples totaling 15 ml. [approximately
1 per cent of the estimated blood volume (18)] were ob-
tained simultaneously from the femoral and pulmonary
arteries and analyzed as follows:

1). Oxygen saturation was determined spectrophoto-
metrically using the Beckman D.U. spectrophotometer
and the Nahas cuvette, according to the method of Holling,
MacDonald, O'Halloran and Venner (19).

2). Oxygen and carbon dioxide contents were deter-
mined by the micromanometric method of Natelson as

modified by Holaday and Verosky (20).
3). pH was determined by passing blood directly from

the catheters in the femoral and pulmonary arteries
through a glass electrode pH meter, as described by
Holaday (21).

4). Hematocrit was measured using the microcentrifuge
technique (22).

5). Lactic acid concentration of arterial blood was de-
termined by the method of Barker and Summerson (23).

d). Cakulations. From the simultaneously obtained
blood and gas samples we calculated the following:

1). Carbon dioxide tension of arterial and mixed venous

blood from the Singer-Hastings nomogram (24) using the
values obtained for the blood carbon dioxide content, pH
and hematocrit.

2). Pulmonary blood flow by the direct Fick principle
using the values for the blood and gas oxygen contents.

3). Respiratory (physiological) dead space by the Bohr
formula using the carbon dioxide values and substituting
the arterial for the alveolar carbon dioxide tensions (25).

Thus:

respiratory dead space = (Paco, Pzco,) VT
Pacoo

where Paco, and Pzoo, are the carbon dioxide tensions
(mm. Hg) in the arterial blood and mixed expired gas,

respectively, and VT is the tidal volume. When used in
this manner, the total respiratory (physiological) dead
space is equivalent to that portion of the tidal volume
which does not undergo gas exchange with pulmonary
capillary blood (26).

4). Percentage of venous admixture from the blood
oxygen contents (ml. 02 per 100 ml. blood), using the ratio
of the concentration differences of arterial to end-pulmo-
nary capillary blood: mixed venous to end-pulmonary
capillary blood, as: (Cc'o2- Cao2)/(Cc'o, - CVo.) (27);
"Cao," and "CVo2" refer to the oxygen concentrations in
the arterial and mixed venous bloods, respectively, and
"Cc'o," refers to the "ideal" end-pulmonary capillary
blood which is assumed to be fully saturated.

5). Buffer base of arterial and mixed venous blood from
the Singer-Hastings nomogram, using the values obtained
for carbon dioxide content, oxygen saturation, pH and
hematocrit (24).

e). Estimates of errors in the methods. All analyses were

performed in duplicate. The reproducibility (one stand-
ard deviation) of the analytical methods was as follows:

1). Blood analyses: oxygen saturation, 4-1 per cent;
oxygen content, :1:0.2 volume per cent; carbon dioxide
content, :0.1 mM per L.; pH, -10.007; hematocrit,
-1.0 per cent; lactic acid, 1:10 jig. per ml.; buffer base,
10.5 mEq. per L.
2). Gas analyses: oxygen and carbon dioxide concen-

trations, 40.04 per cent; carbon dioxide partial pressure,
40.5 mm. Hg.
f). Estimates of variance. The above data are contained

in Tables I through VI. Wherever possible the standard

deviation (S.D. = 2 (x x)) and the standard error

a:
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