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ABSTRACT  The major pathway of arachidonic acid me-
tabolism in human platelets proceeds via a 12-lipoxygenase
enzyme; however, the biological role of the product of this
reaction, 12-hydro(pero)xyeicosatetraenoic acid [12-
H(P)ETE], is unknown. Using a combination of the polymerase
chain reaction and conventional screening procedures, we have
isolated cDNA clones encoding the human platelet/human
erythroleukemia (HEL) cell 12-lipoxygenase. From the de-
duced primary structure, human platelet/HEL 12-lipoxyge-
nase would encode a M, 75,000 protein consisting of 663 amino
acids. The cDNA encoding the full-length protein (pCDNA-
12Ix) under the control of the cytomegalovirus promoter was
expressed in simian COS-M6 cells. Intact cells and lysed-cell
supernatants were able to synthesize 12-H(P)ETE from ara-
chidonic acid, whereas no 12-H(P)ETE synthesis was detected
in mock-transfected cells. A single 2.4-kilobase mRNA was
detected in erythroleukemia cells but not in several other tissues
and cell lines evaluated by Northern blot analysis. Comparison
of the human platelet/HEL 12-lipoxygenase sequence with that
of porcine leukocyte 12-lipoxygenase and human reticulocyte
15-lipoxygenase revealed 65% amino acid identity to both
enzymes. By contrast, the leukocyte 12-lipoxygenase is 86%
identical to human reticulocyte 15-lipoxygenase. Sequence data
and previously demonstrated immunochemical and biochemi-
cal evidence support the existence of distinct 12-lipoxygenase
isoforms. The availability of cDNA probes for human
platelet/HEL cell 12-lipoxygenase should facilitate elucidation
of the biological role of this pathway.

In 1974, Hamberg and Samuelsson (1) described the charac-
terization of a platelet 12-lipoxygenase enzyme (EC 1.13.-
11.31) that was able to insert molecular oxygen stereospe-
cifically into position C-12 of arachidonic acid to yield
(125)-12-hydroperoxy-5,8,10,14-eicosatetraenoic acid (12-
HPETE) (1). Platelets also transform arachidonic acid to the
potent vasoconstrictor and aggregatory eicosanoid throm-
boxane A,. Although the biological significance of this latter
pathway has been clearly established (2, 3), the role of the
platelet 12-lipoxygenase continues to be a perplexing issue.
The use of nonspecific lipoxygenase inhibitors and experi-
ments employing the 12-HPETE metabolite 12-hydroxy-
5,8,10,14-eicosatetraenoic acid (12-HETE) have failed to
yield definitive answers as to the physiological role of the
12-lipoxygenase (4).

After its original discovery in platelets, 12-lipoxygenase
activity was found in several other tissues, including porcine
leukocytes, human and mouse epidermal cells, and bovine
tracheal epithelial cells (5-7). The enzyme subsequently was
purified to near homogeneity from the cytosolic fractions of
porcine leukocytes (8) and from bovine tracheal epitheal cells
(7), yielding proteins of M; 72,000. Monoclonal antibodies to
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both human platelet and porcine leukocyte 12-lipoxygenase
have been prepared (9). Differences in immunochemical
(antibody crossreactivity) and biochemical (substrate speci-
ficity, reaction Kinetics, and heat stability) parameters have
indicated that the bovine platelet and leukocyte 12-lipoxy-
genases are likely to be distinct isoforms (9).

The amino acid sequences for several other lipoxygenases
have been deduced recently from the cloning of their respec-
tive cDNAs (10-12). Although platelets contain minute
amounts of vestigial RNA, the polymerase chain reaction
(PCR) has been employed successfully to amplify platelet-
specific mRNAs (13). Using a combination of this approach
and traditional screening of cDNA libraries derived from a
human erythroleukemia (HEL) cell line that displays platelet-
like characteristics (14), we have successfully isolated cDNA
clones encoding a 12-lipoxygenase, deduced its primary
structure, and confirmed its identity by expression in eu-
karyotic cells.*

MATERIALS AND METHODS

Agtll cDNA libraries from phorbol 12-myristate 13-acetate
(PMA)-treated HEL cells (15) were generous gifts from E.
Lapetina (Wellcome; library 1) and G. J. Roth (Division of
Hematology, Veterans Administration Hospital, University
of Washington, Seattle; library 2). Restriction endonu-
cleases, other nucleic acid-modifying enzymes, M13 vectors,
and sequencing reagents were obtained from Promega, Boeh-
ringer Mannheim, and Pharmacia. Multiprime DNA-labeling
and GeneAmp kits were from Amersham and Perkin-Elmer/
Cetus, respectively. Radioactive nucleotides were obtained
from New England Nuclear. Oligodeoxynucleotides were
synthesized by Midland Certified Reagent (Midland, TX) and
were either purified by OPC reverse-phase cartridges (Ap-
plied Biosystems) or used directly.

PCR. Total RNA was prepared (16) from washed human
platelets obtained from =10 ml of blood. An aliquot (1/10th)
was taken for first-strand cDNA synthesis (final volume, 25
ul) using avian myeloblastosis virus reverse transcriptase
with the downstream oligonucleotide (25-50 pmol) as primer.
The mixture was diluted to 100 ul and adjusted to PCR
conditions [10 mM Tris-HCI (pH 8.3), 50 mM KCl, 2 mM
MgCl,, 0.2 mM each dNTP, 25-50 pmol of each primer set,
and 2.5 units of Thermus aquaticus DNA polymerase (Taq
polymerase)], and amplification of target DNA was per-
formed as follows: denaturation at 94°C for 1 min; annealing
at 37°C for 1 min 45 sec; extension at 72°C for 3 min for the
first three cycles, followed either by 30 cycles with a 50°C
annealing temperature, for clone PL12lx or by 30 cycles of

Abbreviations: HEL, human erythroleukemia; HPETE, hydroper-

oxyeicosatetraenoic acid; HETE, hydroxyeicosatetraenoic acid;
PCR, polymerase chain reaction; PMA, phorbol 12-myristate 13-
acetate.

*The sequence reported in this paper has been deposited in the
GenBank data base (accession no. M35418).
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94°C, 45 sec; 45°C, 45 sec; 72°C, 1 min for clone PL12IxA.
The amplified products were electrophoresed in 1.2% agar-
ose gels and the expected target DNA was excised and
purified by glass-powder elution (Gene Clean kit, BIO 101).
The DNA (1/100th) was subjected to a second round of
amplification as described above.

Hybridization Screening. The 0.26-kilobase (kb) PCR-
amplified DNA, PL12Ix, was 32P-labeled by the random
primer method (17) and used to screen Agtll HEL cell cDNA
libraries by methods previously described (18).

Subcloning and Sequencing. The EcoRlI inserts of positive
phage clones were purified and sized by electrophoresis in
1.2% agarose gels. Inserts and restriction fragments were
subcloned into M13mpl8 and M13mpl9 vectors and se-
quenced by the dideoxy chain-termination method (19) using
the M13 universal primer or primers derived from sequenced
regions.

Northern Blot Analysis. RNA was size-fractionated by
electrophoresis in 1% agarose gels containing 0.22 M form-
aldehyde, transferred to nitrocellulose, and hybridized with
the 32P-labeled 0.26-kb PL121x DNA by methods previously
described (18).

Expression of Cloned Human 12-Lipoxygenase DNA. A
DNA expression vector encoding 12-lipoxygenase was con-
structed as follows. (i) The EcoRI insert of phage clone
HELI12IxG was modified at its 3’ end to delete the 3’
noncoding region and incorporate a Sal 1 site by PCR to
create a 1.15-kb EcoRI-Sal 1 fragment. This DNA was
subsequently cloned into the EcoRI and Xho I sites of the
expression vector pPCDNA1 (Invitrogen, San Diego) to yield
pCDNA-3'121x. (ii)) The 0.9-kb EcoRI insert of clone
HEL12IxH was cloned into EcoRlI-cleaved, calf alkaline
phosphatase-treated pCDNA-3'12lx to give pCDNA-12Ix.
The orientation of the EcoRI fragment was checked by Sac
I digestion. pCDNA-12Ix (10-20 ug) was introduced into
COS-M6 cells (seeded at 10° cells per 100-mm plate) by a
standard calcium phosphate transfection procedure (20).
Cells were harvested 60 hr after transfection and aliquots
were assayed for 12-lipoxygenase activity. Briefly, intact
cells or the 10,000 X g supernatants from sonicated cells in
50 mM Tris-HCI (pH 7.4) or phosphate-buffered saline con-
taining 1 mM EDTA were incubated with 100 uM arachidonic
acid (10 nmol) and a lipoxygenase activator, 13-hydroper-
oxyoctadecadienoic acid (0.5 nmol) for 10 min at 37°C in a
final volume of 100 ul. The reactions were stopped and HPLC
analysis was performed as described (21).

Sequence Analysis. DN A sequence analysis was performed
with programs developed by the University of Wisconsin
Genetics Computer Group (22).
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RESULTS

Isolation of a 12-Lipoxygenase Clone by PCR Cloning. When
we began this study, no sequence information about the
12-lipoxygenase(s) was available. However, it was known
that 5-lipoxygenase and 15-lipoxygenase share certain highly
homologous regions (11). Based on the hypothesis that 12-
lipoxygenase contains similar homologous segments, a PCR
cloning approach was instituted to isolate a clone encoding
platelet 12-lipoxygenase. Oligonucleotide primers corre-
sponding to these homologous segments were synthesized
(see legend to Fig. 2) and used in a PCR with platelet cDNA
as a template. A 0.26-kb amplified DNA (PL12Ix; Fig. 1) was
purified and sequenced and was found to contain a single
open reading frame. The translated sequence revealed a
sequence with 76% and 60% amino acid identity with human
15-lipoxygenase and human 5-lipoxygenase, respectively.

Isolation and Characterization of Additional 12-Lipoxyge-
nase Clones. Isolation of platelet cDNA clones corresponding
toregions 5’ and 3’ to PL12Ix by means of a single-sided PCR
approach was unsuccessful. Since platelet cDNA libraries
are extremely difficult to prepare, we screened cDNA librar-
ies derived from a cell line displaying platelet-like character-
istics, namely, PMA-treated human erythroleukemia cells
(14). These cells were demonstrated to contain 12-lipoxy-
genase activity (data not shown). One clone (HEL121x3) was
obtained after screening =3 x 10° clones of library 1, and 2
clones (HEL12IxG and -H) were isolated after screening =3
x 10° phage clones of library 2. The 1.5-kb cDNA insert of
HEL12Ix3 contained the complete 3’ end of the 12-
lipoxygenase cDNA, including the coding region for the
carboxyl-terminal 380 amino acids and 314 base pairs (bp) of
3’ noncoding DNA (Figs. 1 and 2). A polyadenylylation signal
(AATAAA) was located 15 bp upstream of a 35-bp poly(A)
tail.

The EcoRlI insert of phage clone HEL12I1xG was nearly
identical with the insert of HEL12Ix3, extending 23 bp
upstream and ending 2 bp after the consensus polyadenyly-
lation signal (Figs. 1 and 2). Phage clone HEL12IxH con-
tained two EcoRI inserts of 0.9 kb and 0.3 kb. When
sequenced and translated, both inserts were found to contain
sequences homologous to other lipoxygenases and could be
readily aligned to give an open reading frame of 854 bp,
encoding the amino-terminal 284 amino acids and having 41
bp of 5’ noncoding region. The combined sequence informa-
tion of the EcoRI phage clone inserts indicates that the
12-lipoxygenase cDNA would encode a protein of 663 amino
acids with M; 75,000.
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FiG. 1.

Partial restriction map and sequencing strategy for cloned cDNAs encoding human platelet/HEL cell 12-lipoxygenase. Direction and

extent of sequencing determinations are indicated by arrows. The open box indicates the protein-coding region.
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GGAGGACCCGGCTCCCCTCGCCTAAGC TGCTGGGGGGCGCC

ATGGGCCGCTACCGCATCCGCGTGGCCACCGGGGCCTGGCTCTTCTCCGGGTCGTACAACCGCGTGCAGC TTTGGCTGG TCGGGACGCGH G TGGAGCTGCAGCTGCGG
MetGlyAquyrArqIleAqualAla'l‘hrGlyAlaTrpLeuPheSerGlySe:‘ryrhsnAqualG1nLeuTrpLeuValGlyThrAqulyGluAliGluLeuGluLenclnLouA:q

CCGGCGCGGGGCGAGGAGGA

TTTGATCATGACGTTGCAGAGGACTTGGGGC TCCTGCAGTTCGTGAGGC TGCGCAAGCACCACTGGCTGG TGGACH GACGCGTGGTTCTGCGACCGC
2roAlaArgGlyGluGluGluGluPheAspHisAspValAlaGluAspLeuGlyLeuLeuGlnPheva lAqucuA:qLysﬂisuisTrpLeuValAspAspAla‘rerheCysMpAtq

ATCACGGTGCAGGGCCCTGGAGCCTGCGCGGAGGTGGCC'XTCCCGTGCTACCGCTGGGTGCAGGGCGAGGACATCCTGAGCCTGCCCGAGGGCACCGCCCGCCTGCCAGGAGACMTGCT
ZleThrValGlnGlyProGlyAlaCysAlaGluValAlaPheProCysTyrArgTrpValGlnG lyGluAspIleLeuSerLeuProGluGlyThrAlaArgLeup roGlyAspAsnAla

TTGGACATGTTCCAGAAGCATCGAGAGAAGGAACTGAAAGACAGACAGCAGATC TACTGC TGGGCCACCTGGAAGGAAGGGTTACCC CTGACCATCGCTGCAGACCGTAAGGATGATCTA
LeuAanef.PheGlnLysHiquGluLy:GluLeuLysAopA:qunGlnIle‘rerys‘l‘rpAlaThrTrpLyaGluGlyLeuProLeu’rth leAlaAlaAspArgLysAspAspLeu

. 4 i
CCTCCAAATATGAGATTCCATGAGGAGAAGAGGCTGGACTTTGAATGGACACTGAAGGC. TCTGGAGATGGCCC R.AMCGTGTT‘!‘RCACC CTCCTGAGETCCTGGAACTGCCTA
?roProAanet.ArthelusGluGluLysquuuAspPheGluTrpThrLenLyJAlaGlyAkaLeuGluHetAuLeuLysAqua].TerhrLeuLeuSerSe:'I‘rp).sncysuu

GMGAC’H'TGATCAGATCHCTGGGGCCAGMGAGTGCCCTGGCTGAGAAGGT‘I‘CGCCAGTGCTGGCAGGATGATGAGT‘ETTCAGCTACCAGTTCC TCAATGGTGCCAACCCCATGCTG
Gl.uAspPheAspGlnne?he’rrpclyGlnLyaserA.laLeuMaGluLyavuAthlnCya'rtpclnAszpGluL'euPheSQr‘l‘thlnPheLeuAsnGlyAlaAsnPromzLau

TTGAGACGCTCGACCTCTCTGCCCTCCAGGCTAGTGCTGCCCTCGGGGATGGAAGAGC TTCAGGCTCAACTGGAGAAAGAAC TTCAGAATGGTTCC! CTGTTTGAAGCTGACTTCATCCTT
LeuArgArgSerThrSerLeuProSerArgLeuvValleuProSerGlyMetGluGluLeuG lnAlaGlnLeuGluLysGluLeuGlnAsnGlySerLeuPheGluAlaAspPheIleLeu

CTGGATGGAATTCCAGCCAACGTGATCCGAGGAGAGAAGCAATACC CCCCCCTCGTTATGC TGAAGATGGAGCCCAATGGGAAGCTGCAGCCCATGGTCATCCAGATTCAGCCT
LeuAspGlyIleProAlaAsnVallleArgGlyGluLysGlnTyrLeuAl laProLeuvalMet LeuLysMetGluProAsnGlyLysLeuGlnProMetValIleGlnIleGlnPro

CCCAGCCCCAGCTCTCCAACCCCAACACTGTTC CTGCCCTCAGACCCCCCACTX’GCC;G(_SSI_‘CCgGE:AMC_CT_GG&TgCSAMTTCAGAmCCMC TGCACGAGATCCAGTATCAC
?roSerProSerSerProThrP:oTtheuPhel..e_qProSe rAspProProLeuAlaTrpLeuleuAlalysSerTrpValArgAsnSerAspPheGlnLeutisGlul leGlnTyrHis

TTGCTGAACACTCACCTGGTGGCTGAGGTCATCGCTGTCGCCACCATGCGGTGCCTCCCAGGACTGCACC! CCATCTTCAAGTTCCCGATCCCCCATATCCGCTACACCATGGAAATCAAC
leuLeuAsnThriisLeuvalAlaGluVallleAlaValAlaThrMetArgCysLeuProGlyLeulisProllePheLysPheProlleProHis] leArgTyrThrMetGlulleAsn

ACCCGGGC CCGGACCCMCTCATCTCAGATGGAGGMTTmGATMGGCAGTGAGCA_CAG_GTGgGASgG&GgAE‘!E&TTGC TCCGTC! GGGCGGCAGCTCAGCTGACCTACTGCTCC
ThrArgAlaArqThrGlnLeulleSe rAspGlyGlyllePheA:pLysAuValSet‘l‘hrﬁyclyc 1yGlyH1=ValG1nLeuLeuArqAqulaAlaAlaGlnLeuThr‘rthys Ser

A
CTCTGTCCTCCTGACGACCTGGC TGACCGGGGCCTGCTGGGACTCCCAGGTGCTCTCTATGCCCATGATGCTTTAC GGCTCTGGGAGATCATTGCCAGGTATGTGGAGGGGATCGTCCAC
LeuCysProProAspAspLeuAlaAspArgGlyLeuLeuGlyLeuP roGlyAlaLeu‘l‘yrAlaHisAspAlaLeuAqueuTrpGluIleIleAlaAtheralGluGlyI leValHis

CTCTTCTACCAAAGGGATGACATAGTGAAGGGGGACCCTGAGCTGCAGGCCTGG TGTCGGGAGATCACGGAGGTGGGGCTGTGCCAGGCCCAGGAC C TTTCCCTGTCTCCTTCCAG
LeuPheTyrGlnArgAspAsplleValLlysGlyAspProGluLeuGlnAlaTrpCysArgGlul leThrGluvalGlyLeuCysGlnAlaGlnAspArgGlyPheProvValSerPheGln

TCCCAGAGTCAACTCTGCCATTTCCTCACCATGTGCGTCTTCACGTGCACTGCCCAGCATGCCGCCATCAACCAGGGCCAGC TGGACTGGTATGCC TGGGTCCCTAATGCTCCATGCACA
SerGlnSerGlnLeuCysHisPheLeuThrMetCysValPheThrCysThrAlaGlnHisAlaAlal leAsnGlnGlyGlnLeuAspTrpTyrAlaTrpvalP roAsnAlaProCysThr

ATGCGGATGCCCCCACCCACCACCMGGMGATGTGACGATGGCCACAGTGATGGGGTCACTACCTGATGTCCGGCAGGCCTGTCTTCMATGGCCATCTCATGGCATCTGAGTCGCCGC
MetArgMetProProProThrThrlysGluAspValThrMetAlaThrValMetGlySerLeuProAspVa 1ArgGlnAlaCysLeuGlnMetAlalleSerTrpHisLeuSerArgArg

CAGCCAGACATGGTGCCTCTGGGGCACCACAAAGAAAAATATTTCTCAGGCCCCAAGCCCAAAGCTGTGC TAAACCAATTCCGAACAGATTTGGARAAGC TAGAAAAGGAGATTACAGCC
GlnPtoAspmtValPxoLeuGlyHiaﬂisLyaGlnLys’ryzPhesa:GlyProLysProLysAlaValLeuA:nGlnPheAquh:MpLeuGJ.ul.ys LeuGluLysGluIleThrAla

CGGAATGAGCAACTTGAC TGGCCCTATGAATA’I‘CTGMGCC CAGCTGCATAGAGAACAGTGTCACCATC TGAGCCCTAGAGTGACTCTACCTGCAAGATTTCACATCAGCTTTAGGACTG
ArgAsnGluGlnLeuAspTrpProTyrGluTyrLeuLysProSerCysIleGluAsnServValThrIleEnd

ACATTTCTATCTTGAATTTCATGCTTTCCTAAAGTCTCTGCTGCTAAGGCTCTATTTCCTCCCCCAGTTAAACCCCCTACATTAGTATCCCAC TAGCCCAGGGGAGCAGTAAACTTTCTC
TGCARAGACTAGATCCTTTTTTACGCTTTGCAGACCGCATAGTCACTGTCTCAACTACTCAGC TCTCCTGCTGCAGCATGAAGGCAGCCACAGACAACATGGAAATGAGTGTGACTATGT

TCCAATAAAACTTTATGGACACTGAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAA
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FiG. 2. Nucleotide sequence of 12-lipoxygenase cDNAs and the predicted amino acid sequence. Nucleotides and amino acids are numbered
beginning with the ATG initiator codon. Nucleotides to the 5’ side are designated by negative numbers. The consensus polyadenylylation signal
is underlined. The dashed underlined regions represent the two regions chosen for oligonucleotide primers used in the PCR cloning of the platelet
PL12Ix cDNA clone. The upstream primer was 5'-TAGTCGACTGGCTTC/TTGGCCAAAIICTGGGTGCG-3' and the downstream primer was
5'-CCAAGCTTCTGCACGTGNCCNCCICCIGT-3', where I is deoxyinosine and the underlined regions represent restriction sites added to
facilitate subcloning. The base at position 889 of clones HEL121x3 and HEL12IxG was guanine, but was adenine in clone HEL121xH. This may
represent an allelic variant resulting in the change Ala-297 — Thr-297 (boxed). Alternatively, it may represent a cloning artifact.

After the complete cDNA sequence of the phage clone
inserts obtained from the Agtll HEL c¢DNA libraries was
determined, two oligonucleotides were synthesized and used
in a PCR to amplify a region of platelet 12-lipoxygenase
cDNA corresponding to the carboxyl-terminal 267 amino
acids (clone PL12IxA; Figs. 1 and 2). Combined sequence
information from platelet clones PL12IxA and PL12Ix indi-
cates that these clones are identical to the HEL cell-derived
clones, and they are presumed to encode an identical 12-
lipoxygenase.

Expression of 12-Lipoxygenase. The plasmid vector
pCDNA-12Ix, carrying the 12-lipoxygenase cDNA under the
control of the cytomegalovirus promoter, was used to ex-
press the cDNA in COS-M6 cells. Broken cell preparations
obtained 60 hr after transfection were found to synthesize
large amounts of products that comigrated with authentic
standard 12-HETE and 12-HPETE on reversed-phase HPLC
(Fig. 3) and normal-phase HPLC (data not shown). The
products also displayed UV spectra identical to those of the
standard compounds (data not shown). No lipoxygenase
products were detected in preparations of normal COS-M6

cells or mock-transfected cells. The product with the same
retention time as 12-HPETE, when treated with triphe-
nylphosphine, was converted to a compound with the same
chromatographic properties as 12-HETE, indicating reduc-
tion of the hydroperoxide moiety. These results are consis-
tent with the activity of a 12-lipoxygenase enzyme. When
arachidonic acid was added to intact cells, 12-HETE was
formed but not 12-HPETE. Presumably, the 12-HPETE was
completely reduced by cellular peroxidases.

Northern Blot Analysis. Poly(A)* RNA from normal and
PMA-stimulated HEL cells, human placenta, and human liver
and total RNA from human lung tissue were subjected to blot
analysis using the 32P-labeled PL12Ix clone (Fig. 4). Hybrid-
ization to a discrete 2.4-kb mRNA was observed primarily in
the lane containing PMA-stimulated HEL cell RNA. After
prolonged autoradiographic exposure (4 days) a band could
also be visualized in the lane containing normal HEL cell
RNA. However, no hybridization was observed with the other
samples. In addition, when RNA from several other tissues
and cell lines, including human adrenal giand, UCLA-P3
human lung epithelial cells, rat and hamster pancreatic cells,
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FiG. 3. Reversed-phase HPLC of
lipoxygenase products from pCDNA-
12Ix-transfected (A) or mock-trans-
fected (B) COS-MG6 cells. Aliquots of
10,000 x g supernatants from soni-
cated cells were assayed for lipoxy-
genase activity. pCDNA-12ix-trans-

fected cells (3.2 x 105 synthesized
=2.5 nmol of 12 H(P)ETE, whereas
p| the mock-treated cells (3.2 X 109) did
not produce lipoxygenase products.
The retention times of various lipoxy-
genase products were as follows: 12-
HETE, 24.2 min; 12-HPETE, 27.6
min; 15-HETE, 20.2 min; and 5-
HETE, 28.9 min. The small peak at
18.8 min is 13-hydroxyoctadecadi-
l enoic acid, a metabolite of the lipoxy-
L I activator, 13-hydroperoxyoc-
tadecadienoic acid (retention time, 21

TIME (min) min).

ABSORBANCE (235 nm)

and human aorta, was examined for the presence of 12-
lipoxygenase mRNA, no hybridization was detected (data not
shown).

DISCUSSION
Human platelets synthesize large amounts of arachidonic
acid-derived 12-H(P)ETE. However, its biological function is
poorly understood. 12-HETE was reported to enhance the
proliferation of rat aortic smooth muscle cells (23) and the
mitogenic potential of epidermal growth factor in. NIH 3T3
mouse fibroblasts (24). 12-HETE is capable of inducing

78

285~

188=

FiG. 4. Autoradiograms of RNA blot analysis. Human poly(A)*
RNA (total RNA for the lung sample) from various tissues and cells
was electrophoresed in 1% agarose gels containing 0.22 M formal-
dehyde, blotted onto nitrocellulose, and hybridized with the 32P-
labeled PL12Ix clone (lanes 1-6) or with a 32P-labeled rat B-actin
probe (lanes 7 and 8). Lanes: 1, placenta (2 ug); 2, lung (10 ug); 3,
liver (2 pg); 4, PMA-stumulated HEL cell (2 ug); 5 and 7, unstim-
ulated HEL cell (0.5 ug); 6 and 8, PMA-stimulated HEL cell (0.5 ug).
The samples in lanes 5 and 6 were electrophoresed in a different gel
than those of lanes 1-4. The blot corresponding to samples 7 and 8
represents a reprobing of the same membrane as samples in lanes §
and 6. Positions of 28S and 18S ribosomal RN As are indicated at left.
RNA standards (BRL) were electrophoresed in adjacent lanes and
are indicated in kilobases.
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endothelial cell retraction (25) and enhances the surface
expression of a protein immunologically related to the plate-
let glycoprotein gpIlb/Illa complex on tumor cells (26). We
are interested in exploring the role of the platelet 12-
lipoxygenase in modulating platelet/vessel wall interactions.
Therefore, in the present study, we have taken steps to obtain
the molecular tools necessary for this purpose.

The ¢cDNA for human platelet/HEL cell 12-lipoxygenase
has been isolated and its identity verified by expression of an
active 12-lipoxygenase in COS-Mé6 cells. Platelet/HEL 12-
lipoxygenase displays a distinct relationship with other mam-
malian lipoxygenases (Fig. 5). It is 65% identical to both
porcine leukocyte 12-lipoxygenase (78% similarity, including
conservative substitutions) and human reticulocyte 15-lip-
oxygenase (80% similarity) and 40% identical to human
S-lipoxygenase (62% similarity). A lesser relationship (23—
25% identity, 45% similarity) to the soybean and pea seed
lipoxygenases is observed. In contrast, porcine leukocyte
12-lipoxygenase is 86% identical (92.5% similar) to human
reticulocyte 15-lipoxygenase, indicating that these two en-
zymes are much more closely related. Platelet/HEL 12-
lipoxygenase, therefore, is likely to represent a distinct
isoform from the porcine leukocyte enzyme (12), the coun-
terpart of which does not appear to exist in human leuko-
cytes. Thus, it has recently been postulated (27) that human
leukocyte 12-HETE production may arise from an intrinsic
ability of eosinophil 15-lipoxygenase to generate this com-
pound. Platelet/HEL 12-lipoxygenase exhibits an overall
hydrophobicity profile that is similar to those of other mem-
bers of the lipoxygenase family, and it shares many con-
served basic and acidic residues (Fig. 5). These residues are
likely to be fundamental to the structure—function properties
of these enzymes, including the putative iron-binding domain
(21). There are no strong predictions for membrane-spanning
domains; this is consistent with the cytosolic localization of
the enzyme (9).

12-Lipoxygenase protein has been identified in many dif-
ferent porcine tissues by using an enzyme-linked immunoas-
say with monoclonal antibodies raised against the porcine
leukocyte enzyme (28). These antibodies did not recognize the
bovine platelet 12-lipoxygenase but did immunoprecipitate the
bovine leukocyte enzyme (9). In contrast, the bovine platelet
12-lipoxygenase crossreacted only with antibody against the
human platelet enzyme. We were able to detect 12-
lipoxygenase mRNA only in HEL cells and not in any other
tissues or cell lines that we examined by Northern blot
analysis. However, two clones (PL12Ix and PL12IxA) were
obtained by PCR analysis, providing evidence for the exis-
tence of the 12-lipoxygenase transcript in human platelets.
Control experiments indicated that these clones were platelet
RNA-derived and were not due to genomic DNA contamina-
tion (data not shown). Perhaps the platelet/HEL 12-
lipoxygenase is a unique isoform, expressed only in these
cells, and the 12-lipoxygenase activity and protein reported to
be present in other tissues are due to expression of an
alternative isoform related to the porcine or bovine leukocyte
12-lipoxygenase. The DNA probe used in the Northern anal-
ysis (PL12Ix) was 74% identical to the porcine leukocyte
12-lipoxygenase cDNA and might not be expected to hybridize
to a similar human isoform, due to the high-stringency washing
conditions employed. Alternatively, the 12-lipoxygenase
mRNA, which is in relatively low abundance in HEL cells
(estimate of 0.01-0.1% of total mRNA), may not have been
detected by the RN A blot analysis in other tissues due to a lack
of sensitivity. It remains possible that it might be detected by
a more sensitive S1 nuclease assay or by PCR determination.

The availability of cDNA probes for the platelet/HEL
12-lipoxygenase will permit delineation of the structure-
function relationships of the enzyme and a more precise
exploration of the role of 12-lipoxygenase in human biology.
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Fic. 5. Comparison of the amino acid sequences of lipoxygenases. Residues identical to human platelet/HEL 12-lipoxygenase are
represented by white-on-black type. Numbering begins with the initiator methionine for each sequence. Dashes have been inserted to optimize
sequence alignment. h12lx, human platelet/HEL 12-lipoxygenase; pl2lx, porcine leukocyte 12-lipoxygenase; h15lx, human reticulocyte
15-lipoxygenase; hSIx, human S-lipoxygenase.
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