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ABSTRACT Acetyl-coenzyme A carboxylase (Ac-CoA car-
boxylase; EC 6.4.1.2) catalyzes the rate-limiting reaction in
long-chain fatty acid biosynthesis. To investigate the mecha-
nism of genetic control of expression of Ac-CoA carboxylase
and the relationship between its structure and function, cDNA
clones for Ac-CoA carboxylase were isolated. The complete
coding sequence contains 7035 bases; it encodes a polypeptide
chain of 2345 amino acids having a M, of 265,220. The
sequences of several CNBr peptides of Ac-CoA carboxylase
were localized within the predicted protein sequence as were
those peptides that contain the sites for phosphorylation. The
deduced protein contains one putative site for biotinylation in
the NH,-terminal half. The ‘‘conserved’’ biotinylation site
peptide, Met-Lys-Met, is preceded by valine, whereas alanine
is found in a similar position in all other known biotin-
containing proteins. The primary sequences of Ac-CoA car-
boxylase and carbamoyl phosphate synthetase exhibit substan-
tial identity.

Extensive studies have been performed in order to under-
stand the mechanisms that regulate acetyl-coenzyme A
carboxylase (Ac-CoA carboxylase; EC 6.4.1.2), the rate-
limiting enzyme in the biogenesis of long-chain fatty acids.
Although many aspects of the short-term allosteric and
covalent modification regulatory mechanisms have been
elucidated (1-3), the relationship between structure and
function at the molecular level remained obscure because the
primary structure of the enzyme was unknown. Ac-CoA
carboxylase is an unusually large enzyme; the protomer
consists of two identical subunits whose M, is about 260,000
(4, 5). The correspondingly large size of the mRNA, about 10
kilobases (kb), and the small amount of mRNA in the cells (6)
have presented some formidable experimental difficulties in
bringing the molecular biology approach to bear on the
problem of Ac-CoA carboxylase.

Recently, we have been able to isolate several cDNA
clones from a Agt11 expression library directing the synthesis
of a recombinant protein that reacts with anti-Ac-CoA
carboxylase serum (7). We have now isolated and sequenced
cDNA clones corresponding to the entire Ac-CoA carbox-
ylase coding region.

In this communication, we present the nucleotide se-
quencet and discuss some characteristics of the deduced
primary amino acid sequence of Ac-CoA carboxylase.

MATERIALS AND METHODS

Materials. The Klenow fragment of Escherichia coli DNA
polymerase I was from Boehringer Mannheim. T4 DNA
polymerase, terminal transferase, and T4 DNA ligase were
from International Biotechnologies (New Haven, CT). The
nick-translation kit was from Amersham. Restriction endo-
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nucleases were from Bethesda Research Laboratories. **P-
labeled nucleotides were from ICN. All other chemicals were
analytical reagent grade. Oligonucleotides were synthesized
in an Applied Biosystems (Foster City, CA) 380A DNA
synthesizer.

Isolation of Clones and Labeling Probes. All cDNA clones
have been isolated from the Agtll library whose construction
has been described (7). Initially, the 5’ and 3’ ends of
AKHRI18 and ADH3 were used to obtain overlapping clones.
Probe DNA fragments were labeled with 2P by nick-
translation using a commercial kit (8). Immobilization of
phage DNA on nitrocellulose paper and hybridization con-
ditions were the same as described by Berent et al. (9).

DNA Sequencing. DNA inserts were routinely subcloned
into pUC19 and then subcloned into M13mpl9 by using
standard techniques (10). DNA was sequenced in both
directions by the dideoxy chain-termination method (11)
using the original M13 subclones and their deletion deriva-
tives generated according to Dale et al. (12). In some cases
it was necessary to employ specific oligonucleotides as
primers in the Sanger’s reaction (13) or to use the Maxam-—
Gilbert chemical cleavage method of DNA sequencing (14).

Ac-CoA Carboxylase Gene Copy Number Determination.
Gene copy number was determined by the method of Back et
al. (15). High molecular weight genomic DNA was isolated
from rat mammary glands as described by Nathans and
Hogness (16), digested with high concentrations of restriction
endonucleases, and subjected to Southern blot analysis (10)
using 32P-labeled riboprobes. Digestion of the genomic DNA
with EcoRI gave rise to a 3.0-kilobase-pair (kbp) DNA
fragment that is recognized by the first 194 bases of clone
ADHN-132. This unique hybridization signal was used to
determine the gene copy number per haploid chromosome
set. The amount of DNA that was used in the Southern blot
analysis was quantitated by using 33258-Hoechst fluoro-
chrome as described by Cesarone et al. (17). The DNA that
was used for the construction of the standard curve for gene
copy titration was an extensively purified pPGEM3 plasmid
subclone (pCX321) that releases a 3.3-kbp cDNA fragment
upon EcoRlI digestion. This cDNA contains one copy of the
194 bp of the 5’ end of ADHN-132. Two picograms of pCX321
and 1.35 mg of rat genomic DNA should produce equivalent
signals upon hybridization if the number of Ac-CoA carbox-
ylase gene copies per haploid chromosome set is one (18).
After hybridization and exposure, films were analyzed by
using an LKB automated densitometer.

RESULTS AND DISCUSSION

Coding and Deduced Amino Acid Sequences of Ac-CoA
Carboxylase. The initial screening of the Agtll library with
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Fi6.1. Summary diagram of cDNA clones. Representative clones whose sequences were determined are shown with BamHI (B) and EcoRl1

(E) restriction sites.

anti-Ac-CoA carboxylase serum identified several clones
that contain sequences for Ac-CoA carboxylase. Two of
these positive clones, ADHR3 and AKHRI18, have been
extensively characterized (7). To isolate additional overlap-
ping clones, cDNA fragments obtained from ADHR3 and
AKHR18 were initially utilized as probes for screening the
Agtll library and then subsequently identified clones were
similarly used.

Fig. 1 shows how the various clones cover the entire coding
sequence of Ac-CoA carboxylase mRNA. The restriction map
of these clones is shown in Fig. 1. Whenever there were any
EcoRlI sites in the cDNA insert, such as ADHR3, the nucle-
otide sequence around them was confirmed by sequencing the
M13 subclones that were obtained by using restriction en-
zymes other than EcoRI. This procedure prevented the omis-
sion of small fragments that might have occurred between two
internal EcoRlI sites. Analysis of sequence data from all of the
clones established only one open reading frame potentially
large enough to code for Ac-CoA carboxylase; it is flanked by
several in-frame stop codons. Translation from the first avail-
able methionine in this open reading frame defines the coding
region of Ac-CoA carboxylase mRNA, which consists of 7038
bases including the termination signal, TAG (Fig. 2). This
region encodes a protein of 2345 amino acids with a M, of
265,220. The amino acid composition (Table 1) of the deduced
protein is in good agreement with that obtained from the
purified enzyme from rat liver (22). Previously, the M, of
Ac-CoA carboxylase from rat liver (4) and mammary gland (5)
was reported to be about 260,000.

Due to the size of the open reading frame for Ac-CoA
carboxylase, it was desirable to confirm our sequence data by
independent additional experimental techniques. Four peptides
from CNBr digests of rat liver Ac-CoA carboxylase were
isolated by high-performance liquid chromatography. NH,-
terminal amino acid sequences were determined for each
peptide and were compared to the amino acid sequence de-
duced from our overlapping cDNA clones. As shown in Fig. 2,
the amino acid sequence of peptide Y-20 was found to be
identical to the deduced sequence located between residues 628
and 651; similarly, peptide Y-15 corresponds to residues 921-
938, peptide Y-12 corresponds to residues 1306-1318, and
peptide Y-4 corresponds to residues 15701581, as indicated. In
addition, four peptide sequences that contain seven phospho-
rylation sites of Ac-CoA carboxylase (19-21) are also found in
this deduced amino acid sequence (Fig. 2). Between the 5’
untranslated sequence, which contains several in-frame stop
codons and the phosphopeptide T4, there is one in-frame codon
for methionine. Therefore, this ATG must be the translation
initiation codon; it is shown as such in Fig. 2.

An important feature of every biotin-containing enzyme is
the presence of a canonical biotin binding site sequence,
Met-Bct-Met, in which Bct represents the biotin prosthetic
group covalently attached to the e-NH, group of a lysine
residue in the polypeptide chain (23). Only one such sequence
occurring at residues 784-786 was found in our predicted
Ac-CoA carboxylase sequence (Fig. 2). Comparison of the
amino acid sequence around this putative biotin binding site
with those reported for other biotin-containing enzymes (23)
indicates that this may be the biotin binding site for rat
Ac-CoA carboxylase. Unequivocal proof that the lysine in
the Val-Met-Lys-Met sequence represents the biotin binding
site requires additional investigation.

One of the interesting findings in the deduced Ac-CoA
carboxylase amino acid sequence is a strong homology with
yeast (24) and rat carbamoyl phosphate synthetase (25).
Analysis using the FASTP program (26) indicates that Ac-
CoA carboxylase (residues 273-469) and yeast carbamoyl
phosphate synthetase (residues 152-349) show statistically

Table 1. Ac-CoA carboxylase amino acid composition

% of amino
acid per mol
of enzyme

Amino acid 1* 2f
Ala 6.5 6.5
Arg 6.1 6.0
Asn 4.5 —_
Asp 5.5 9.2
Cys 1.2 1.5
Gin 4.4 —
Glu 6.9 11.9
Gly 6.1 6.2
His 2.6 2.9
Ile 6.1 5.5
Leu 9.2 9.1
Lys 4.8 5.0
Met 3.2 3.1
Phe 4.1 4.1
Pro 4.6 4.9
Ser 6.6 6.1
Thr 4.6 4.9
Trp 1.2 1.5
Tyr 34 34
Val 8.2 8.1

*Predicted composition from cDNA sequence of Ac-CoA carboxyl-
ase from rat mammary gland.
TRat liver Ac-CoA carboxylase (22).
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ATGGATGAACCATCTCCGTTGGCCAAAACCCTGGAGCTGAACCAGCACTCCCGATTCATAATTGGGTCCGTGTCTGAAGACAACTCAGAAGATGAGATCAGTAACCTGGTAAAGCTGGAC
MetAspGluProSerProLeuAlalysThrleuGluLeuAsnGlnHi sSotArgPhoI lelleGlySerValSerGluAspAsnSerGluAspGlulleSerAsnLeuVallysleuAsp

C‘IAGAGGAGMGGAGGGCTOCC‘!‘GTCACCAGCCTCTGTCAGCTCAGATACACTTTCTGATTTGGGMTCICTGCCT‘IACAGGA‘IGGTTTGGCCTTTCACATGAGGTCCAGCAIGTCCGGC
LeuGluGluLysGluGlySerLeuSerProAlaSerValSerSerAspThrLeuScrAspLeuGlyIleSerAlaleuGlnAspGlyLeuAlaPheHi sMat.Ai_anQrSo:MobSerGl.z

TTGCACCTAGTAAAACAAGGTCGAGACAGAAAGAAAATAGACTCTCAACGAGATTTCACTGTGGC TTCGCCAGCAGAATTTGT TACTCGT T TTGGGGGAAATAAAGTGATTGAGAAGGTT
LeuHisLeuVa 1lysGlnGlyArgAspArgLlysLysI leAspSerGlnArgAspPheThrValAlaSerProAlaGluPheValThrArgPheGlyGlyAsnLysVallleGluLysVal
o :

CTTATCGCCAACAATGGTATTGCAGCAGTGAAATGCATGCGATCTATCCGGCGGTGGTCTTATGAAATGT TCCGCAATGAACGTGCCATCCGGT TTGTTGTCATGGTTACACCCGAAGAC
LeulleAlaAsnAsnGlyIlleAlaAlaVallysCysMetArgSerIleArgArgTrpSerTyrGluMetPheArgAsnGluArgAlalleArgPheValValMetValThrProGluAsp

CTTAAAGCCAATGCAGAATACATTAAGATGGCGGATCACTATGT TCCAGTGCCTGGAGGAGCAAACAACAACAATTATGCAAATGTGGAATTGATTCTTGATATTGCGAAAAGGATACCT
LeuLysAlaAsnAlaGluTyrIleLysMetAlaAspHisTyrValProValProGlyGlyAlaAsnAsnAsnAsnTyrAlaAsnValGluLeulleLeuAspIleAlalysArgIlePro

GTACAGGCAGTGTGGGC TGGCTGGGGTCATGCCTCCGAGAACCCCAAGCTCCCGGAGC TACTCTTAAAAAATGGCAT TGCTTTCATGGGCCCTCCGAGTCAGGCCATGTGGGCGTTGGGG
ValGlnAlaValTrpAlaGlyTrpGlyHisAlaSerGluAsnProlyslLeuProGluLeuLeulLeulysAsnGlylleAlaPheMetGlyProProSerGlnAlaMetTrpAlaLeuGly

GATAAGATTGCATCGTCTATTGTGGC TCAAACTGCAGGTATCCCCACTCTTCCCTGGAGTGGCAGTGGTCTTCGAGTGGATTGGCAAGAAAATGATTTTTCGAAACGCATCTTAAATGTT
AsplLysIleAlaSerSerIleValAlaGlnThrAlaGlyIlleProThrLeuProTrpSerGlySerGlyLeuArgValAspTrpGlnGluAsnAspPheSerLysArgIleLeuAsnVal

CCACAGGATCTGTATGAGAAAGGCTATGTGAAGGATGTGGATGATGGAC TGAAGGCAGCCGAGGAGGTTGGCTATCCAGTGATGATCAAGGCCTCAGAGGGAGGAGGAGGGAAGGGAATC
ProGlnAspLeuTyrGluLysGlyTyrVallysAspValAspAspGlyLeulysAlaAlaGluGluValGlyTyrProValMetIleLysAlaSerGluGlyGlyGlyGlyLysGlylIle

AGAAAAGTTAACAATGCAGATGACTTCCCTAACCTCT TCAGACAGGT TCAAGCTGAAGTCCCTGGATCACCTATATTTGTAATGAGATTAGCAAAACAGTCTCGTCATCTGGAGGTCCAG
ArglysValAsnAsnAlaAspAspPheProAsnlLeuPheArgGlnValGlnAlaGluValProGlySerProllePheValMetArgleuAlalysGlnSerArgHisLeuGluValGln

ATTCTGGCGGATCAGTATGGCAATGCAATTTCTTTGT TTGGTCGTGACTGCTCTGTACAACGCAGGCATCAGAAGATCATTGAAGAAGCTCCTGCTGCTATTGCTACCCCAGCAGTATTT
IleLeuAlaAspGlnTyrGlyAsnAlalleSerLeuPheGlyArgAspCysSerValGlnArgArgHisGlnlysIleIleGluGluAlaProAlaAlalleAlaThrProAlaValPhe

GAACACATGGAACAGTGTGCTGTAAAACTTGCCAAAATGGTTGGTTATGTGAGCGCTGGGACTGTGGAATACTTGTACAGCCAGGACGGAAGCTTCTACTTCTTGGAACTGAACCCTCGG
GluHisMetGluGlnCysAlaVallysLeuAlalysMetValGlyTyrValSerAlaGlyThtValGluTyrLeuTyrSerGlnAspGlySerPheTyrPheLeuGluLeuAsnProArg

CTACAGGTTGAACATCCTTGTACAGAGATGGTGGCTGATGTCAATCTTCCTGCAGCACAGCTCCAGAT TGCCATGGGGATCCCTCTAT TTAGGATCAAGGATATTCGTATGATGTATGGG
LeuGlnValGluHisProCysThrGluMetValAlaAspValAsnleuProAlaAlaGlnleuGlnlleAlaMetGlyIleProLeuPheArglleLysAsplleArgMetMetTyrGly

GTATCTCCTTGGGGTGATGCTCCCATTGATTTTGAAAATTCTGCTCATGT TCCTTGCCCAAGGGGCCATGTGATTGCTGCTCGGATCACCAGTGAAAACCCAGATGAGGGGTTTAAGCCC
ValSerProTrpGlyAspAlaProlleAspPheGluAsnSerAlaHisValProCysProArgGlyHisVallleAlaAlaArglleThrSerGluAsnProAspGluGlyPhelysPro

AGCTCTGGAACAGT TCAGGAACTTAAT TTTCGCAGCAATAAGAATGTTTGGGGTTATTTCAGTGT TGCTGCTGCTGGGGGACTTCATGAATTTGCTGATTCTCAGTTCGGTCACTGCTTT
SerSerGlyThrValGlnGluLeuAsnPheArgSerAsnLysAsnValTrpGlyTyrPheSerValAlaAlaAlaGlyGlyLeuHisGluPheAlaAspSerGlnPheGlyHisCysPhe

TCCTGGGGAGAAAACAGAGAAGAAGCAATTTCAAATATGGTGGTGGCATTGAAGGAGCTGTCTATTCGGGGTGACTTTCGAACTACAGTAGAATACCTCATCAAGCTGCTGGAGACAGAA
SerTrpGlyGluAsnArgGluGluAlalleSerAsnMetValValAlaleulysGluLeuSerIleArgGlyAspPheArgThrThrValGluTyrLeullelysLeuLeuGluThrGlu

AGCTTTCAGTTGAACAGAATCGACACTGGCTGGCTGGACAGACTGATTGCAGAGAAAGTGCAGGCAGAGCGTCCTGACACCATGT TGGGAGTTGTGTGTGGGGC TCTTCATGTGGCAGAT
SerPheG.LnLcu.AsnAxgIchsp'I'hx‘GlyTrchuAspAtsLouI chllGluLysanGlnAlocluAuProA:pThrMet.LeuGlyValVa 1CysGlyAlaleuHisValAlaAsp

GTGMCCTGAGMATAGCATCTCTMCT‘I‘CC‘I‘TCACTCCT‘IAGAGAGGGGTCMG‘!‘CCTTCCTGC'l'CACACACTTCTGMCACAGTAGATG‘I’TGMCTTATCTATGAAGGMTCAMTAT
ValAsnleuArgAsnSerIleSerAsnPheleuli sScrLouquAr;GlyGLnanLeuP;oAlaﬂi sThrleuLeuAsnThrValAspValGluLeuIlleTyrGluGlyIleLysTyr

GTACTTAAGGTGACTCGGCAGTCTCCCAACTCCTACGTGGTGATAATGAACGGCTCGTGTGTGGAAGTGGACGTGCACCGGCTGAGTGATGGTGGACTGC TCTTGTCCTACGATGGCAGC
ValleulysValThrArgGlnSerProAsnSerTyrValVallleMetAsnGlySerCysValGluValAspValHisArgleuSerAspGlyGlyLeuleuleuSerTyrAspGlySer

AGTTACACCACATACATGAAGGAGGAGGTAGACAGATACCGAATCACAATTGGCAATAAAACCTGTGTGTTTGAGAAGGAAAATGACCCGTCTGTAATGCGCTCCCCGTCTGCTGGGAAG
SerTyrThrThrTyrMetLysGluGluValAspArgTyrArgIleThrIleGlyAsnLysThrCysValPheGluLysGluAsnAspProSerValMetArgSerProSerAlaGlylys

TTAATCCAGTATATTGTGGAAGATGGAGGCCATGTGT TTGCTGGCCAGTGCTATGCAGAGATTGAGGTAATGAAGATGGTAATGACTT TGACAGCTGTAGAATCTGGCTGCATCCATTAT
LeulleGlnTyrIleValGluAspGlyGlyHisValPheAlaGlyGlnCysTyrAlaGlul loGlanl.Met.Lstot.Val.Met.‘l‘hrLeuThrAl aValGluSerGlyCysIleHisTyr

GTCMGCGACCTGGAGCAGCACTTGACCCAGGCTGTGTGATAGCCAMATGCAGCTGGACMTCCCAGTAMGTTCMCAGGCTGAGCTTCACACGGGCAGTCTGCCCCAGATCCAGAGC
VallysArgProGlyAlaAlalLeuAspProGlyCysVallleAlalysMetGlnLeuAspAsnProSerLysValGlnGlnAlaGluLeuHisThrGlySerLeuProGlnlleGlnSer

ACAGCTCTCCGAGGCGAAAAGCTCCATCGAGTTTTCCACTATGTCCTGGATAACCTGGTCAATGTGATGAATGGATACTGCCTTCCAGACCCT TTCTTCAGCAGCAAGGTAAAGGACTGG
ThrAlaleuArgGlyGluLysLeuHisArgValPheHisTyrValleuAspAsnLeuValAsnValMetAsnGlyTyrCysLeuProAspProPhePheSerSerLysVallysAspTrp

GTAGAACGGTTAATGAAGACTCTGAGAGACCCCTCCCTGCCTCTTCTAGAATTGCAGGATATCATGACCAGTGTCTCTGGCCGGATCCCCCTCAACGTGGAGAAGTCTATTAAGAAGGAA
ValGluArgleuMetLysThrLeuArgAspProSerLeuProLeuleuGluLeuGlnAspIleMetThrSerValSerGlyArgIleProLeuAsnValGluLysSerIleLysLysGlu

ATGGCTCAGTATGCTAGCMCATCACATCGGTCCTGTGICAGT‘l'TCCCAGCCAGCAGATTGCCMCATCCTAGATAGTCATGCAGCTACACTGMCCGGMATCGGAGCGGGMGTCTTC
Met.AlaGlnTyrAlaSc:AsnI lcTtherVachuCysGlnPthroSerGLnGlnI leAlaAsnlleleuAspSerHisAlaAlaThrlLeuAsnArglysSerGluArgGluValPhe

Y-15
TTCATGAACACCCAGAGCATTGTCCAGCTGGTGCAGAGGTACCGAAGTGGCATCCGTGGCCACATGAAGGCTGTGGTGATGGATC TGCTCCGGCAGTACCTGCGGGTGGAGACACAGTTT
PheMetAsnThrGlnSerIleValGlnLeuValGlnArgTyrArgSerGlyIleArgGlyBisMetLysAlaValValMetAspLeuleuArgGlnTyrLeuArgValGluThrGinPhe

CAGAATGGCCACTACGACAAATGTGTATTCGCCCTTCGGGAAGAGAACAAAAGTGACATGAACACCGTACTGAACTACATCTTCTCCCACGCCCAGGTCACCAAGAAGAATCTCCTGGTG
GlnAsnGlyHisTyrAsplysCysValPheAlaleuArgGluGluAsnlysSerAspMetAsnThrValleuAsnTyrllePheSerHisAlaGlnValThrLysLysAsnLeuleuVal

ACAATGCTTATTGATCAGTTGTGTGGCCGGGACCCTACACT TACTGATGAGC TGCTAAACATCC TCACAGAGCTAACTCAGCTCAGCAAAACCACCAACGCCAAAGTGGCACTGCGGGCT
ThrMetLeulleAspGlnLeuCysGlyArgAspProThrLeuThrAspGluleuleuAsnIleLeuThrGluLeuThrGlnLeuSerLysThrThrAsnAlalysValAlaleuArgAla

CGCCAGGTTCTTATTGCCTCCCATTTGCCATCGTACGACGT TCGCCATAACCAAGTAGAGTCCATCTTCTTATCAGCCATCGACATGTATGGACACCAGTTTTGCATTGAGAACCTGCAG
ArgGlnValleulleAlaSerHisLeuProSerTyrAspValArgHisAsnGlnValGluSerIlePheLeuSerAlalleAspMetTyrGlyHisGlnPheCysI leGluAsnLeuGln

AAACTCATCCTATCAGAAACATCTATTTTCGATGTCCTCCCAAACTTTTTTTACCACAGCAACCAGGTGGTGAGGATGGCGGCTCTGGAGGTATATGT TCGAAGAGCTTATATCGCCTAT
LysLeulleLeuSerGluThrSerIlePheAspVallLeuProAsnPhePheTyrHisSerAsnGlnValValArgMetAlaAlaleuGluValTyrValArgArgAlaTyrIleAlaTyr

GAGCTCAACAGTGTACAGCATCGCCAGCTTAAGGACAACACCTGTGTGGTAGAATTTCAGTTCATGCTGCCCACATCTCATCCAAACAGAGGGAACATCCCCACGCTAAACAGAATGTCC
GluLeuAsnSerValGlnHisArgGlnLeulLysAspAsnThrCysValValGluPheGlnPheMetLeuProThrSerHisProAsnArgGlyAsnI leProl’thou?épAzﬁmtSot

TTTGCCTCCAACCTCAACCACTACGGCATGACTCATGTAGCTAGTGTCAGCGATGT TCTGTTGGACAACGCCTTCACACCACCTTGTCAACGCATGGGCGGGATGGTCTCTTTCCGGACC

FPheAlaSerAsnLeuAsnHisTyrGlyMetThrHisValAlaSerValSerAspValleuleuAspAsnAlaPheThrProProCysGlnArgMetGlyGlyMetValSerPheArgThr

TTTGAAGATTTCGTCAGGATCTTTGATGAAGTAATGGGCTGCTTCTGCGACTCCCCACCCCAAAGCCCCACATTCCCAGAGTCCGGTCACAC TTCACTCTATGATGAGGACAAGGTCCCC
PheGluAspPheValArgIlePheAspGluValMetGlyCysPheCysAspSerProProGlnSerProThrPheProGluSerGlyHisThrSerLeuTyrAspGluAsplysValPro

AGGGACGAACCAATACATATTCTGAATGTGGCTATCAAGACTGATGGCGATATTGAGGATGACAGGCTTGCAGCTATGT TCAGAGAGTTCACCCAACAGAATAAAGCTACTCTGGTTGAG
ArgAspGluProlleHisIleLeuAsnValAlallelysThrAspGlyAspl leGluAspAsprgLeuAl?AllgnetPhoArsGluPheThrGlnGlnAsnLysAlnTtheuVaLGlu

CATGGGATCCGGCGACTTACGTTCCTAGTTGCACAAAAGGAT TTCAGAAAACAAGTCAACTGTGAGGTGGATCAGAGATTTCATAGAGAATTCCCCAAATTTTTCACAT TCCGAGCAAGG
HisGlyl l.oA:.A:';Lou‘l'heroLouVll.AhGlnLy'sAinhoA:;LylGLnVnM:nW:GluV!lA;th\AtsPhoﬂi sArgGluPheProLysPhePheThrPheArgAlaArg
GATAAGTTTGAGGAGGACCGCATTTATCGACATCTGGAGCCTGCTCTGGCTT TCCAGTTAGAGC TGAACCGGATGAGAAATTTTGACCTTACTGCCATTCCATGCGCTAATCACAAGATG
AspLysPheGluGluAspArgIleTyrArgHisLeuGluProAlal cuAlnPhoGLnLnuGluLoqunAx.MotArusnﬂuAspL euThrAlalleProCysAlaAsnHisLysMet

CACCTGTACCTTGGGGCTGCTAAGGTGGAAGTAGGCACAGAAGT! TGACTGACTACAGGTTCTTTGT TCGTGCGATCATCAGGCACTCTGATCTGGTCACGAAGGAAGCTTCTTTTGAATAT
HisLeuTyrLeuGlyAlaAlalysValGluValGlyThrGluValThrAspTyrArgPhePheValArgAlallelleArgHisSerAspleuValThrLysGluAlaSerPheGluTyr

CTACAAAATGAAGGAGAGCGACTGCTCCTGGAAGCCATGGATGAAT TGGAAGT TGCTTTCAATAACACAAATGT TCGCACAGACTGTAACCATATATTCCTCAACT TTGTGCCCACAGTC
LouGl.nAanluGlyGlquchuLouLcuGluAlmo t.AlpGluLouGluVu].Al aPheAsnAsnThrAsnValArgThrAspCysAsnHisIlePheLeuAsnPheValProThrVal

ATCATGGACCCATCAAAGATTGAAGAATCTGTGCGGAGCATGGTAATGCGCTATGGAAGCCGGC TGTGGAAATTGCGGGTCCTCCAGGCAGAACTGAAAATCAACATTCGCCTGAGAACA
IleMetAspProSerLysl 1oGluGlus.:VnM:gSorsz.m-m;‘l‘thl.ys.:Ar.l.ouTrpLysLouAr;Vnll.euBl.nAllGluLouLys IleAsnIleArgLeuThrThr

AC‘IGGAMAGOGATTOCCATOOGOCTCTTOCTGACAAAOGAGTCTGGC‘I ACTACTTGGACATCAGCCTGTATAAGGAAGTGACTGACTCCAGGACAGCACAGATCATGTTTCAGGCGTAT
ThrGlyLysAlaIleProl leArgLeuPheLeuThrAsnGluSerGlyTyrTyrLeuAspIleSerLeuTyrLysGluValThrAspSerArgThrAlaGlnIleMet PheGlnAlaTyr

GGAGACAAGCAGGGACCACTGCATGGAATGT TAATCAATACTCCGTATGTGACCAAAGACCTTCTTCAATCAAAGAGGTTTCAGGCACAGTCCTTGGGAACAACGTATATATATGATATC
GlyAspLy-GlnGlyProLouBuGl.zMotLouI leAsnThrProTyrValThrlysAspleuleuGlnSerLysArgPheGlnAlaGlnSerLeuGlyThrThrTyrIleTyrAsplle

CCAGAGATGTTTCGGCAGTCGCTCATCAAGCTCTGGGAGTCCATGTCCACTCAAGCAT T TCT TCCT TCACCCCCTTTGCCTTCCGACATACTGACGTATACTGAACTGGTGTTGGATGAT
ProGluMetPheArgGlnSerLeulleLysLeuTrpGluSerMetSerThrGlnAlaPheLeuProSerProProleuProSerAspIleLeuThrTyrThrGluleuValLleuAspAsp

F1G. 2. (Figure continues on the opposite page.)
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CAAGGCCAGCTTGTCCATATGAACAGACTTCCAGGAGGAAACGAGATTGGCATGGTAGCCTGGAAAATGAGCCTTAAAAGCCCTGAATATCCAGATGGCCGAGATGTCATTGTCATCGGC
G1lnGlyGlnLeuValHisMetAsnArgleuProGlyGlyAsnGlulleGlyMetValAlaTrplysMetSerLeulysSerProGluTyrProAspGlyArgAspVallleVallleGly

AATGACATTACATATCGGATTGGCTCCTTTGGGCCTCAGGAAGATTTGCTGTTTCTCAGAGCT TCTGAACTTGCCAGAGCAGAAGGCATCCCACGCATCTACGTAGCAGCCAACAGTGGA
AsnAspIleThrTyrArgIleGlySerPheGlyProGlnGluAspLeuleuPheLeuArgAlaSerGluleuAlaArgAlaGluGlyIleProArgIleTyrValAlaAlaAsnSerGly

GCTAGAATTGGACTGGCAGAAGAAATCCGTCATATGT TCCACGTGGCCTGGGTAGACTCTGAGGATCCTTACAAGGGATACAAGTATTTATATCTGACACCCCAGGATTATAAAAGAGTG
AlaArgIleGlyLeuAlaGluGluIleArgHisMetPheHisValAlaTrpValAspSerGluAspProTyrLysGlyTyrLysTyrLeuTyrLeuThrProGlnAspTyrLysArgVal

AGTGCTCTCAATTCTGTCCACTGTGAACATGTGGAAGATGAAGGA(
SerAlaleuAsnSerValHisCysGluHisValGluAspGluGlyGluSerArgTyrLysIleThrAsplleIlleGlyLysGluGluGlyLeuGlyAlaGluAsnLeuArgGlySerGly

ATGATTGCTGGGGAATCCTCATTGGCTTATGATGAGATCATCACCATCAGCCTGGT TACATGCCGGGCCATTGGTATTGGGGC TTACCTTGTCCGGC TGGGACAAAGAACCATCCAGGTT
MetIleAlaGlyGluSerSerLeuAlaTyrAspGlulleIleThrIleSerLeuValThrCysArgAlalleGlylleGlyAlaTyrLeuValArgleuGlyGlnArgThrIleGlnVal

GAGAACTCTCACTTAATTCTAACAGGAGCCGGTGCCCTCAACAAAGTCCTTGGTCGGGAAGTATACACCTCCAACAATCAGCTTGGGGGCATCCAGATAATGCACAACAACGGAGTTACC
GluAsnSerHisLeulleLeuThrGlyAlaGlyAlaleuAsnLysValleuGlyArgGluValTyrThrSerAsnAsnGlnLeuGlyGlyIleGlnIleMetHisAsnAsnGlyValThr

CATTGCACTGTTTGTGATGACTTTGAGGGAGTGT TCACAGTCTTACACTGGCTGTCATACATGCCTAAGAACGTGCACAGT TCAGTTCCTCTCCTGAATTCCAAGGATCCTATAGATAGA
HisCysThrValCysAspAspPheGluGlyValPheThrValleuHisTrpLeuSerTyrMetProLysAsnVallHisSerSerValProLeuleuAsnSerLysAspProlleAspArg

ATCATCGAGTTTGTTCCCACAAAGGCCCCGTATGATCCTCGGTGGATGCTGGCAGGCCGTCCTCACCCAACCCAGAAAGGCCAATGGTTGAGTGGATTTTTTGATTATGGCTCTTTCTCA
IleIleGluPheValProThrLysAlaProTyrAspProArgTrpMetLeuAlaGlyArgProHisProThrGlnLysGlyGlnTrpleuSerGlyPhePheAspTyrGlySerPheSer

GAAATCATGCAGCCCTGGGCGCAGACCGTGGTAGT TGGCAGAGCCAGGT TGGGGGGAATACCTGTGGGAGTAGTTGC TGTAGAAACCCGAACCGTGGAGCTCAGTGTACCAGCTGATCCT
GlulleMetGlnProTrpAlaGlnThrValValValGlyArgAlaArgleuGlyGlyIleProValGlyValValAlaValGluThrArgThrValGluLeuSerValProAlaAspPro

GCAAACCTGGATTCTGAAGCCAAGATAATCCAGCAGGCCGGCCAAGTTTGGTTTCCAGACTCTGCAT TTAAGACCTATCAAGCTATCAAGGACTTTAACCGTGAAGGGCTACCTCTAATG
AlaAsnLeuAspSerGluAlalysIlelleGlnGlnAlaGlyGlnValTrpPheProAspSerAlaPhelysThrTyrGlnAlalleLysAspPheAsnArgGluGlyLeuProLeuMet

GTCTTTGCCAACTGGAGAGGCTTCTCTGGTGGGATGAAAGATATGTATGACCAGGTGCTCAAGT TTGGTGCTTATATTGTGGATGGC TTGCGGGAATGTTCCCAGCCTGTGATGGTCTAC
ValPheAlaAsnTrpArgGlyPheSerGlyGlyMetLysAspMetTyrAspGlnValLeulysPheGlyAlaTyrIleValAspGlyLeuArgGluCysSerGlnProValMetValTyr
ATTCCCCCACAGGCTGAGCTTCGGGGTGGT TCT TGGGT TGTGATCGACCCAACCATCAATCCTCGGCACATGGAGATGTATGCTGACCGGGAAAGCAGGGGATCCGT TCTGGAACCAGAA
IleProProGlnAlaGluLeuArgGlyGlySerTrpValVallleAspProThrlleAsnProArgHisMetGluMetTyrAlaAspArgGluSerArgGlySerValleuGluProGlu

GGGACAGTAGAAATCAAATTCCGCAAAAAGGATCTGGTGAAAACCATGCGTCGCGTAGACCCAGTCTACATCCGCTTGGCTGAGCGACTGGGCACCCCAGAGCTAAGCCCCACTGAGCGG
GlyThrValGlulleLysPheArgLysLysAsplLeuVallysThrMetArgArgValAspProValTyrlleArgleuAlaGluArgleuGlyThrProGluLeuSerProThrGluArg

AAGGAGCTGGAGAGCAAGT TGAAGGAGCGGGAGGAGTTCCTAATTCCCATTTACCATCAGGTAGCTGTGCAGTTTGCTGACT TGCACGACACCCCAGGCCGGATGCAGGAGAAGGGTGTC
LysGlulLeuGluSerLysLeulysGluArgGluGluPheLeulleProIleTyrBisGlnValAlaValGlnPheAlaAsplLeulisAspThrProGlyArgMetGlnGluLysGlyVal

ATTAATGATATCTTAGATTGGAAAACATCCCGCACCTTCTTCTACTGGCGACTGAGGCGTCTCC TGC TGGAAGACCTGGTCAAGAAGAAAATCCACAGTGCCAACCCTGAGCTGACCGAT
IleAsnAspIleLeuAspTrplysThrSerArgThrPhePheTyrTrpArgleuArgArgleuleuleuGluAspleuVallysLysLlysIleHisSerAlaAsnProGluLeuThrAsp

CAGATCCAGGCCATGTTGAGACGCTGGT T TGTGGAAGTGGAAGGCACAGTGAAGGCT TACGTCTGGGACAATAATAAGGATC TGGTGGAATGGC TGGAGAAGCAGC TGACAGAGGAA
GlyGlnIleGlnAlaMetLeuArgArgTrpPheValGluValGluGlyThrVallysAlaTyrValTrpAspAsnAsnlysAspleuValGluTrpleuGlulysGlnLeuThrGluGlu
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Fic. 2. Complete coding sequence for Ac-CoA carboxylase. All clones were sequenced on both strands. Positions of the amino acid
sequences of the peptides isolated from the purified Ac-CoA carboxylase as well as the putative biotin binding site are underlined. T4, Tb, TC1,
and TC2 represent phosphopeptides whose sequences were determined (19-21); Bio, biotin binding site; Y-12, Y-15, and Y-20, purified peptides

from CNBr digest of Ac-CoA carboxylase.

significant homology (Z; = 9.39 and Z,,, = 24.66). Carba-
moyl phosphate synthetase catalyzes the reaction

1
NH; + HCO; + ATP = H,N—C—O0—PO0?™ + ADP,

whereas Ac-CoA carboxylase, in the absence of Ac-CoA,
catalyzes the half-reaction

E-biotin + HCO; + ATP 2

I
E-biotin—C—O~ + ADP + P,

(where E = enzyme). Thus, it is reasonable to postulate that
the homologous regions of these enzymes are involved in
binding HCO; and ATP. Previously, chicken Ac-CoA car-
boxylase and the biotin carboxylase component of E. coli
Ac-CoA carboxylase (2) were shown to catalyze the follow-
ing reaction in the presence of biotin:

Rat ACC (1958-1987) s ] I QPW
PC-8 rat (330-359) F I PNY
PC-8 human (40-70) F I PNY

PCS (309-338)

YCS (309-338)

RDYIWNTLNSGRIVY

[ElxYLWDTLN[QA]GR|V_V]

I I
H,N—C—0—PO? + ADP = H,N—C—O0~ + ATP.

This reaction was used as a model for studying the mecha-
nism of reaction of biotin in Ac-CoA carboxylase (27).

The a-subunit of propionyl-CoA carboxylase is the subunit to
which biotin binds (28). At least in the bacterial enzyme, it has
been shown that the a-subunit alone can carry out the carboxy-
lation reaction but not the overall reaction unless the g-subunit
is added, indicating that the B-subunit may contain the acyl-
CoA binding site (29). A comparison between the primary
amino acid sequence of Ac-CoA carboxylase and the B-subunit
of human propionyl-CoA carboxylase (28) through the FASTP
program identified some homology between Ac-CoA carbox-
ylase (residues 1959-1990) and the B-subunit (residues 40-70).
When this region of the amino acid sequence was compared to
the known “‘adenosine recognition loop™’ of citrate synthetase
(30-31), a possible CoA binding site could be identified, as
shown in Fig. 3. However, at this time we have no experimental
proof that this region is the adenosine recognition loop.

QT'WMER LG
K NI vl tie FIIMN
Knéxrilg]cr M N
e
plg

I PIVGVVAV

RITIVGIVIGN

RIT[VGIVGN

YGHAVLIRKTDPRYT

YGHAVLIRKTDPRYT

FiG. 3. Alignment of homologous sequences among CoA binding proteins. Numbers in parentheses indicate the amino acid starting position
in each protein. PCS, porcine citrate synthetase (31); YCS, yeast citrate synthetase (31); PC-g rat, propionyl-CoA carboxylase B-subunit (32);
PC-B human, the B-subunit of human propionyl-CoA carboxylase (28); ACC, Ac-CoA carboxylase.
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Fi1G. 4. Titration of gene copy number. Plasmid pCX321 and
genomic DNA from rat liver were digested with EcoRI. After
digestion, different amounts of DNA were separated by 1% agarose
gel electrophoresis and subjected to Southern blot analysis (10). The
Inset shows 0.7 pg (a, lane 1), 1.4 pg (a, lane 2), 2.8 pg (a, lane 3),
5.6 pg (a, lane 4), and 11.2 pg (a, lane 5) of pCX321 and 1.35 ug of
digested genomic DNA from two animals (b, lanes 1 and 2). The open
circles labeled A and B correspond to b, lanes 1 and 2, respectively.
The value for the open circle labeled C was obtained in a separate
experiment. The intensity of the hybridization signal was measured
against the background of a lane without any DNA.

Ac-CoA Carboxylase Gene Copy Number. Sequencing a
c¢DNA as large as that for Ac-CoA carboxylase requires
identification of many clones whose sequences overlap so
that the overall sequence can be constructed. The analysis of
newly detected clones would be greatly simplified if the
protein under study had only one gene copy per haploid
chromosome set. To determine the gene copy number, we
established a unique restriction pattern for the Ac-CoA
carboxylase-encoding region of rat genomic DNA. The
EcoRI digest of high molecular weight genomic DNA was
analyzed by using the first 194 bases to the 5’ end of
ADHN-132 in Southern blots of the genomic DNA. Only one
restriction fragment, 3 kb, was hybridized (Fig. 4 Inset b).
Similar results were obtained with Alu I and HindIII (results
not shown). The uniqueness of fragment recognition with
such a small probe for three different restriction enzymes
strongly suggests the existence of only one copy of the
probed gene per haploid chromosome set.

To provide further verification that there is only one
Ac-CoA carboxylase gene copy per haploid chromosome set,
we titrated the 3.0-kbp EcoRI genomic fragment by using the
first 194 bases of ADHN-132 as a probe. We have compared
the intensity of the hybridization signals for Ac-CoA carbox-
ylase in genomic DN A digested with EcoRI to that of a known
standard. The averaging of three independent determinations
(A-C in Fig. 4) gave a value of 1.17 copies per haploid
chromosome set. These studies indicate that there is one
Ac-CoA carboxylase gene per haploid chromosome set in the
rat liver genome.

In summary, we have determined the primary amino acid
sequence of rat Ac-CoA carboxylase as deduced from the
nucleotide sequence of cDNA clones encompassing the
entire coding region of Ac-CoA carboxylase mRNA. Such an
amino acid sequence correctly predicts the known molecular
weight of the enzyme protomer. There is exact agreement
between the deduced amino acid sequence and several
isolated CNBr peptides of Ac-CoA carboxylase. In addition,

Proc. Natl. Acad. Sci. USA 85 (1988)

there is good agreement between the determined and deduced
amino acid compositions. The primary amino acid sequence
appears to contain one putative biotin binding site.
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