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ABSTRACT We report here the isolation of a cDNA clone
containing the full coding region of bovine phenylethanolamine
N-methyltransferase (PNMTase, EC 2.1.1.28, S-adenosyl-L-
methionine:phenylethanolamine N-methyltransferase). The
complete nucleotide sequence of the cDNA has been deter-
mined, and the amino acid sequence of PNMTase deduced.
Cultured cells transfected with an expression vector containing
this cDNA produced high levels of PNMTase enzymatic activ-
ity. Antibodies specific for tyrosine hydroxylase [EC 1.14.16.2,
tyrosine 3-monooxygenase; L-tyrosine, tetrahydrobiopterine:
oxygen oxidoreductase (3-hydroxylating)], the first enzyme in
the catecholamine pathway, possess a striking affinity for the
PNMTase protein synthesized in vitro. Comparison of the
deduced amino acid sequence of bovine PNMTase to rat
tyrosine hydroxylase reveals that PNMTase shares significant
homology with tyrosine hydroxylase and supports previous
protein and immunological data suggesting that the catechol-
amine biosynthetic enzymes are structurally related.

The catecholamine biosynthetic pathway is composed of four
enzymes responsible for the enzymatic conversion of the
amino acid tyrosine to the three principal catecholamine
compounds dopamine, norepinephrine, and epinephrine (1).
Phenylethanolamine N-methyltransferase (PNMTase; EC
2.1.1.28; S-adenosyl-L-methionine:phenylethanolamine N-
methyltransferase) is the terminal enzyme in the catechol-
amine pathway, catalyzing the synthesis of epinephrine from
norepinephrine (2). The enzyme is present in high levels in
the chromaffin cells of the adrenal medulla, where epineph-
rine serves as a hormone (3). Sympathetic ganglia contain a
minor population of small intensely fluorescent cells (SIF
cells), which contain PNMTase catalytic activity and syn-
thesize ephinephrine (4-6). This is reminiscent of the adrenal
medulla in that two catecholaminergic cell types exist within
a specific population of cells producing norephinephrine and
epinephrine as their final transmitter products. PNMTase is
also found in neuronal perikarya of the medulla oblongata,
hypothalamus, and retina where epinephrine is presumed to
function as a neurotransmitter (7-13).

We have generated molecular probes to the catecholamine
enzymes as a means to further investigate their expression at
the mRNA level as well as to characterize the genes coding
for these proteins. It has been suggested that the catechol-
amine enzymes are related to one another not only as sequential
enzymes in a biosynthetic pathway but also as proteins sharing
immunological and structural similarities (14-16).

To obtain information about the structure of the PNMTase
molecule and to further define the extent of the evolutionary
relationships among these enzymes, a full-length cDNA
clone to PNMTase mRNA was isolated, and the entire
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nucleotide and amino acid sequences were determined. We
show that this PNMTase cDNA is capable of programming
the in vitro synthesis of PNMTase that is both enzymatically
active and extremely cross reactive with antisera against
tyrosine hydroxylase [TyrHase; EC 1.14.16.2.; tyrosine 3-
monooxygenase; L-tyrosine tetrahydrobiopterine: oxygen
oxidoreductase (3-hydroxylating)]. These antigenic similar-
ities are further revealed by comparison of the deduced
amino acid sequences of TyrHase and PNMTase.

MATERIALS AND METHODS

Isolation of PNMTase ¢cDNA Clone. Polysomal poly(A)*
mRNA was prepared from bovine adrenal medulla by a
modification of the procedure of Holbrook and Brown (17) as
described (18). A Agtll expression library was constructed as
described in detail elsewhere (19). Approximately 120,000
phage plaques were transferred to nitrocellulose and screened
by hybridization with a 32P-labeled PNMTase-22 cDNA (20).
Plaque-purified clones were restriction mapped and sequenced
by the chemical modification method of Maxam and Gilbert
(21). Detailed methods for nick-translation, library construc-
tion, and screening are described in Maniatis et al. (22).

Metallothionein PNMTase Expression Vector and Cell
Transfection. PNMTase-17 cDNA was ligated in both orien-
tations behind the mouse metallothionein (MT)-I promoter
(23-37), see Fig. 2A. The plasmid expression vector, pNUT
(B. Davison, personal communication), also contains a
cDNA encoding the mutant form of dihydrofolate reductase
(28), driven by the simian virus 40 promoter. The MT-
PNMTase construct was transfected into the baby hamster
kidney cell line (BHK) (29), using standard CaPO, precipi-
tation procedures (26, 30). Cell lines, which had stably
incorporated the plasmid, were selected by including meth-
otrexate to a final concentration of 1 mM in the culture media.

Transcription at the heavy metal responsive MT-I promot-
er was induced by adding ZnSOj, to the culture media at a final
concentration of 100 uM (26). Cells were harvested after a
16-hr incubation, and the cell pellets were sonicated in 200 ul
of homogenization buffer (10 mM potassium phosphate, pH
7.0/0.2% Triton X-100) and centrifuged for 10 min in an
Eppendorf centrifuge. Supernatants were immediately fro-
zen at —70°C or assayed directly for PNMTase enzyme
activity (18).

In Vitro Translation and Transcription. Polysomal poly(A)™*
mRNA isolated as described above was translated in the
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reticulocyte translation system of Pelham and Jackson (31).
Translation reactions contained 0.16 mM Mg(OAc),, 60 mM
KOAc, poly(A)* mRNA at 15 ug/ml, lysate, [**SImethio-
nine, and cocktail according to the supplier’s (New England
Nuclear) recommendations. Translation reactions were in-
cubated at 30°C for 70 min. Antibodies to TyrHase (32) and
PNMTase (18) were added to 25-ul aliquots and incubated for
16 hr at 4°C. Immunoprecipitates were isolated with protein
A-Sepharose CL-4B (Pharmacia), according to Dobberstein
et al. (33). Washed immunoprecipitates were boiled in
NaDodSO, sample buffer and analyzed by NaDodSO,/poly-
acrylamide gel electrophoresis (34). Gels were fixed and
impregnated with New England Nuclear Enhance, dried, and
exposed to Kodak XAR x-ray film.

SP6 plasmid DNA containing the 1.06-kilobase PNMTase
cDNA insert was linearized by digestion with Sac I and used
as a template for the synthesis of PNMTase mRNA by SP6
polymerase. The transcription reaction contained 0.5 mM
concentrations of m’G(5")ppp(5')G and all four ribonucleo-
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side triphosphates, 20 units of SP6 polymerase using the
conditions described by Green et al. (35). Transcribed mRNA
was digested with RNase-free DNase (Bethesda Research
Laboratories) at 20 units/ul, in the presence of 2 units of
RNasin (Promega Biotec, Madison, WI) at 37°C for 15 min.
Following extraction with phenol/chloroform, the mRNA
was purified from unincorporated nucleotides by spin column
chromatography on Sephadex G-50 (22). The purified mRNA
was translated at a final concentration of 100 ug/ml, using the
conditions described above. Complete translation reactions
were incubated with specific antisera, fractionated by Na-
DodSO,/PAGE, and analyzed by fluorography.

RESULTS AND DISCUSSION

cDNA Cloning and DNA Sequencing. A cDNA expression
library containing approximately 107 recombinants was con-
structed in Agtll (36) using poly(A)* mRNA isolated from
bovine adrenal medulla. A 1.06-kilobase cDNA clone,
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Fic. 1. Nucleotide sequence and deduced amino acid sequence of cDNA clone encoding bovine adrenal medullary PNMTase. (Upper)
Diagram of the restriction map and strategy used for sequencing the bovine cDNA clone PNMTase-17. (Lower) Complete nucleotide sequence
of PNMTase-17. Initiator methionine is underlined at position 1. An open reading frame extends from nucleotide 40 to 882 where translation
is terminated at the underlined TGA stop codon. The poly(A) addition recognition sequence ‘‘AATAAA™ is underlined and located 15
nucleotides on the 5’ side of the poly(A) start site. The predicted amino acid sequence is depicted below the nucleotide sequence.
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(PNMTase-17), was isolated from this library, by hybridiza-
tion to a 350-base-pair (bp) partial length cDNA for bovine
PNMTase (PNMTase-22) (20). The restriction map and the
sequencing strategy are shown in Fig. 1, Upper. The com-
plete nucleotide and predicted amino acid sequences are
depicted directly below. PNMTase-17 cDNA contains 1062
bp, of which 852 bp represent the coding region. There are 40
bp of 5'-untranslated sequence, and 167 bp of 3’'-untranslated
sequence containing 80 nucleotides of poly(A) tail. The ATG
start codon is preceded by the residues ‘“‘GCAGC” at
positions —6 to —1, respectively. This sequence closely
resembles the “CCACC” nucleotide region characterizing
the initial codon sequences of many eukaryotic mRNAs (37,
38). The sequence ‘“‘AATAAA,” accepted as the consensus
signal sequence for poly(A) addition (39), is located 15 bp to
the 5’ side of the start of the poly(A) tail. The entire coding
sequence of bovine PNMTase is contained in a single open
reading frame of 852 nucleotides encoding a protein of 284
amino acids. The predicted M, of 31,115 agrees well with the
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FiG. 2. MT-PNMTase expression vector. (A) PNMTase-17
cDNA was inserted behind the mouse MT-I promoter including the
sequences from —650 to +7 (29). A 320-bp Sma I-Nsi I fragment
containing the 3’ end of human growth hormone gene (hGH)
[including the poly(A) addition sequence and other sequences im-
portant for maturation of mRNA 3’ ends] was joined to the 3’ end of
PNMTase cDNA. The dihydrofolate reductase, cDNA is driven by
the simian virus 40 promoter and has attached to its 3’ end 1200 bp
of the 3’ end of the hepatitis B virus gene containing the necessary
polyadenylylation maturation signals. The entire pUC-18 plasmid,
including the polylinker (PL), separates the 3’ ends of the promoter
driven cDNAs. (B) PNMTase enzymatic activity expressed in BHK
cells. (Bar 1) BHK cells; 0 pmol per min per mg. (Bar 2) BHK cells
carrying the stable integrant of MT-PNMTase as shown above; 778
pmol per min per mg. (Bar 3) BHK cells induced with 100 um ZnCl,
for 16 hr carrying the MT-PNMTase construct described above; 2250
pmol per min per mg. (Bar 4) BHK cells carrying the MT-PNMTase
construct with PNMTase cDNA in the opposite orientation; 0 pmol
per min per mg. (Bar 5) BHK cells induced with 100 um ZnCl, for
16 hr carrying the MT-PNMTase construct with the PNMTase cDNA
in the opposite orientation; 0 pmol per min per mg.
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M; 31,000 determined by NaDodSO, gel electrophoresis of
the purified enzyme.

MT-PNMTase Expression. As shown in Fig. 2A, the
PNMTase-17 cDNA has been inserted downstream from the
mouse MT-I promoter element in an expression vector
containing the selectable marker gene dihydrofolate reduc-
tase. Following transfection into BHK cells and selection in
methotrexate containing media, transformed cell lines were
isolated containing stable integrants of the MT-PNMTase
construct. Extracts made from these cell lines were assayed
for the ability to N-methylate phenylethanolamine using the
cofactor S-adenosyl-L-[*H]methionine in a PNMTase en-
zyme assay. As shown in Fig. 2B, bar 1, BHK cells by
themselves contain absolutely no PNMTase activity, where-
as BHK cells, which have stably incorporated the MT-
PNMTase construct, express 778 pmol per min per mg of
PNMTase enzyme activity (bar 2). As shown by bar 3,
transcriptional induction of the MT promoter with ZnCl,
increases PNMTase enzyme activity almost 3-fold to 2215
pmol per min per mg, as compared to uninduced levels.
Conversely, when the PNMTase-17 cDNA is inserted into
the expression vector in the opposite orientation, the selected
lines express no PNMTase enzyme activity as shown by bars
4 and 5. These results clearly establish the identity of this
clone and strongly indicate that this cDNA contains the entire
protein coding domain of PNMTase.

In Vitro Transcription and Translation. We (15), and others
(16), have demonstrated that antibodies specific for a single,
purified catecholamine biosynthetic enzyme appear to rec-
ognize more than one catecholamine enzyme from in vitro
translated protein products. The most unusual example of
this cross reactivity was the ability of the antibody to the
trypsin-digested form of TyrHase (tTyrHase) (32) to precip-
itate primarily PNMTase from in vitro translation products.

As shown in Fig. 3A, lane 1, antibody to rat PNMTase
precipitates a M, 31,000 protein, identical in size to that found
in vivo (18). When specific antisera raised against tTyrHase
is incubated with bovine adrenal mRNA translation products,
a similar M, 31,000 protein is precipitated (Fig. 34, lane 3).
Although immunoblot analysis, enzymatic inhibition studies,
and immunocytochemical localizations have confirmed that
this antiserum is absolutely specific for purified TyrHase (32,
40-43), it is apparent that PNMTase synthesized in vitro
shares some antigenic determinants with the tTyrHase which
are not present or exposed on the native PNMTase molecule.
Preadsorption of the translation reaction with excess
PNMTase antibody results in the subsequent inability of
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Fic. 3. 3*S-labeled proteins immunoprecipitated from in vitro
translation products (A) of bovine adrenal medulla and (B) from in
vitro transcription of PNMTase-17 cDNA. (4) Immunoprecipitated
PNMTase protein: lane 1, PNMTase antibody; lane 2, tTyrHase
antibody after preadsorption with PNMTase antibody. Immunopre-
cipitated tTyrHase protein: lane 3, tTyrHase antibody; lane 4,
PNMTase antibody after preadsorption with tTyrHase antibody. (B)
Antisera: lane 1, PNMTase antibody; lane 2, tTyrHase antibody.
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tTyrHase antibody to precipitate the M, 31,000 protein,
indicating that this protein is indeed PNMTase (Fig. 3A, lane
2). Conversely, when excess tTyrHase antibody is used to
preadsorb the translation mixture, the PNMTase antibody no
longer precipitates PNMTase (Fig. 3A, lane 4). These results
show that newly synthesized PNMTase is readily recognized
by an antibody that is very specific for purified TyrHase. This
occurs in spite of the correspondingly high level of translat-
able TyrHase mRNA present but does not occur when
antibody raised against the holoenzyme of TyrHase (M;
60,000 subunit) is used (15).

The availability of the full-length PNMTase-17 cDNA
clone isolated here has allowed us to examine this cross
reactivity in isolation, using an in vitro SP6 system coupling
PNMTase-17 transcription and translation. The full-length
PNMTase-17 cDNA insert was subcloned into an SP6 plas-
mid vector (43). RNA was transcribed from the linearized
SP6-PNMTase-17 DNA template using SP6 polymerase as
described (43), and the resultant transcripts were used to
program an i vitro translation system. As shown in lanes 1
and 2 of Fig. 3B, both PNMTase and tTyrHase antibody

Proc. Natl. Acad. Sci. USA 83 (1986) 5457

recognize the sole protein product transcribed from
PNMTase cDNA and translated in vitro. These results, as
well as previous reports indicating that the catecholamine
enzymes purified from bovine adrenal medulla possess com-
mon sized proteolytic peptides having similar amino acid
compositions (14, 15), further support the contention that
TyrHase and PNMTase, the first and fourth enzymes in the
catecholamine pathway, share similarities in their primary
structure.

Amino Acid Sequence Homology. To analyze more fully the
extent of this similarity, we have compared the cDNA-
derived amino acid sequence of bovine PNMTase to the
deduced amino acid sequence of rat TyrHase (44), as shown
in Fig. 4.

The most significant homologies become apparent when
the entire PNMTase sequence is aligned either with the
amino-terminal 218 amino acids or TyrHase (Fig. 44), or with
the carboxyl-terminal 264-454 amino acids of TyrHase (Fig.
4B). Comparison of the amino acid residues 8-44 of
PNMTase with residues 10-46 in TyrHase results in 15
matches out of 42 positions (35.7%). Alignment of residues
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Fic. 4. Comparisons between bovine PNMTase and rat TyrHase-deduced amino acid sequences. (4) Optimal alignments of PNMTase to
the amino-terminal portion of TyrHase. Identical residues are boxed; amino acid gaps (-) have been inserted to maximize the alignment.
Comparison of PNMTase residues 8—44 with TyrHase residues 10-46. Positions compared, 42; gaps, 10; identities, 15; homology, 35.7%.
Comparison of PNMTase residues 112226 with TyrHase residues 114-218. Positions compared, 124; gaps, 30; identities, 31; homology, 25%.
(B) Optimal alignments of PNMTase to the carboxyl-terminal portion of TyrHase. Comparison of PNMTase residues 11-65 with TyrHase
residues 264-306. Positions compared, 59; gaps, 19; identities, 21; homology, 35.6%. Comparison of PNMTase residues 110-138 with TyrHase
residues 354-385. Positions compared, 34; gaps, 7; identities, 11; homology, 32.3%. Comparison of PNMTase residues 151-196 with TyrHase
residues 410-454. Positions compared, 53; gaps, 15; identities, 18; homology, 34%. Initial alignments were obtained by using sequence comparing
program (Microgenie) developed by Beckman. Final alignments were adjusted by insertion of amino acid gaps to maximize homology, and these
alignments were tested for significance by comparison to 100 jumbled sequences of identical amino acid composition and length using the

umlimu program.
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112-226 in PNMTase with residues 114-218 of TyrHase
results in 31 identities out of 124 positions compared (25%).
Alignment of PNMTase residues 11-65 with TyrHase resi-
dues 264-306, located in the carboxyl half of the molecule,
resulted in 35.6% identities. Comparison of residues 110-138
in PNMTase with residues 354-385 of TyrHase leads to an
identity of 32.3%, and comparison of PNMTase residues
151-196 with TyrHase residues 410-454 produces an overall
homology of 34%. Comparison at the nucleotide level reveals
that the DNA sequences have diverged more rapidly. Only
36% of the homologous amino acids have identical triplet
codon sequences, whereas 64% show predominantly third-
base degeneracy. These observations are consistent with the
more rapid change of DNA sequences (as predicted by the
degeneracy of the genetic code), during the evolution of two
“‘related”’ proteins. This is especially true when comparing
DNA sequences from two different species, as is presented
here.

Sequence homologies have also been reported for sequen-
tial enzymes in ketoadipate biosynthesis, a multienzyme
pathway for the metabolism of catechol and protocatechuate
substrates in bacteria (45). Comparisons of the amino-
terminal sequences of the enzymes that mediate sequential
metabolic steps in this pathway reveals an overall homology
of 30% (46). Enzymes catalyzing reactions separated by one
or two metabolic steps in this pathway show regions of 21 and
38 residues exhibiting identities of 36% and 31%, respectively
(47, 48). Furthermore, antisera raised against an individual
enzyme in the pathway cross react with other enzymes in the
same pathway (47).

In yet another Escherichia coli multienzyme pathway, that
for the biosynthesis of threonine and methionine, the first and
the third enzymes share interspersed sequence homologies
analogous to those reported in our study. Specifically,
regions of approximately 130 and 250 amino acid residues
have been identified in these two enzymes that possess
overall homologies of 20-50% (49).

Because PNMTase is an integral component in epinephrine
biosynthesis, analysis of its structure can be expected to lend
insights into the enzymatic and regulatory mechanisms in-
volved in this process. It is clear, from the coupled in vitro

transcription-translation experiments and the amino acid .

sequence comparisons presented above, that there exists a
significant relationship between the primary structures of
TyrHase and PNMTase. Comparison of the amino acid
sequences of both enzymes in the same species should
establish the true degree of homology between these two
enzymes.

Future studies defining the three-dimensional structures of
both proteins and establishing the relationship of these
regions to their functional aspects may more clearly elucidate
the mechanisms by which these enzymes evolved.

The authors thank Marian Evinger, Joanne Carroll, and Vivian
Albert for advice and comments on the manuscript; Dong Park for
PNMTase antisera; Nancy Marmor and Andrea Swan for prepara-
tion of the manuscript. E.E.B. is the recipient of a Norman and
Rosita Winston Foundation Fellowship in Biomedical Research.
Y.H.S. is the recipient of a Medical Research Fellowship Award
from the Seoul National University Medical College, China Medical
Board Research Foundation. This work was supported by Grants
MH24285 and NS19002 from the National Institutes of Health.

Blaschko, H. (1939) J. Physiol. 96, 50-51.

Axelrod, J. (1962) J. Biol. Chem. 237, 1657-1660.

Bulbring, E. (1949) Br. J. Pharmacol. 4, 234-244.

Eranko, O. (1976) in SIF Cells. Structure and Function of the Small
Intensely Fluorescent Sympathetic Cells. (U.S. Govt. Printing Office,
Washington, D.C.), DHEW Publ. No. (NIH) 76-924.

5. Eranko, O., Pickel, V. M., Harkonen, M., Eranko, L., Joh, T. H. &

Eal ol ol o

11.
12.
13.
14.
15.

16.
17.
18.

19.

21.
22.
23.
24.

25.
26.
27.

29.
30.

3L
32.

33.

35.
36.
37.

38.
39.

41.

42.

43.

45.

47.

49.

$ o =N

Proc. Natl. Acad. Sci. USA 83 (1986)

Reis, D. J. (1982) Histochem. J. 14, 461-478.

Bohn, M. C., Goldstein, M. & Black, I. B. (1982) Dev. Biol. 89,
299-308.

Kalia, M., Fuxe, K. & Goldstein, M. (1985) J. Comp. Neurol. 233,
333-349.

Kalia, M., Woodward, D. J., Smith, W. K. & Fuxe, K. (1985) J. Comp.
Neurol. 233, 350-364.

Ruggiero, D. A, Ross, C. A., Anwar, M., Park, D. H., Joh, T. H. &
Reis, D. J. (1985) J. Comp. Neurol. 339, 127-154.

Hokfelt, T., Fuxe, K., Goldstein, M. & Johansson, O. (1974) Brain Res.
66, 235-251.

Saavedra, J. M., Palkovits, M., Brownstein, M. J. & Axelrod, J. (1974)
Nature (London) 248, 695-696.

Hadjconstantinou, M., Mariani, A. P., Panula, P., Joh, T. H. & Neff,
N. H. (1984) Neuroscience 13, 547-551.

Foster, G. A., Hokfelt, T., Coyle, J. T. & Goldstein, M. (1985) Brain
Res. 330, 183-188.

Ross, M. E. (1982) Dissertation (Cornell University Medical College,
New York).

Joh, T. H., Baetge, E. E., Ross, M. E. & Reis, D. J. (1983) in Cold
Spring Harbor Symposia on Quantitative Biology, ed. Watson, J. (Cold
Spring Harbor Laboratory, Cold Spring Harbor, NY), Vol. 48, pp.
327-336.

Sabban, E. L. & Goldstein, M. J. (1984) J. Neurochem. 43, 1663-1668.
Holbrook, L. & Brown, 1. R. (1976) J. Neurochem. 22, 77-82.

Park, D. H., Baetge, E. E., Kaplan, B. B., Albert, V. R, Reis,D. J. &
Joh, T. H. (1982) J. Neurochem. 38, 410-414.

Albert, V. R. (1985) Dissertation (Cornell University Medical College,
New York).

Baetge, E. E., Moon, H. M., Kaplan, B. B., Park, D. H., Reis, D. J. &
Joh, T. H. (1983) Neurochem. Int. §, 611-617.

Maxam, A. M. & Gilbert, W. (1980) Methods Enzymol. 65, 499-559.
Maniatis, T., Fritsch, E. F. & Sambrook, J. (1982) Molecular Cloning: A
Laboratory Manual (Cold Spring Harbor Laboratory, Cold Spring
Harbor, NY).

Brinster, R. L., Chen, H. Y., Warren, R., Sarthy, A. & Palmiter, R. D.
(1982) Nature (London) 296, 39-42.

Stuart, G. W., Searle, P. F., Chen, H. Y., Brinster, R. L. & Palmiter,
R.D. (1984) Proc. Natl. Acad. Sci. USA 81, 7318-
7322.

Stuart, G. W., Searle, P. F. & Palmiter, R. D. (1985) Nature (London)
317, 828-831.

Searle, P. F., Stuart, G. W. & Palmiter, R. D. (1985) Mol. Cell. Biol. 5,
1480-1489.

Searle, P. F., Davison, B. L., Stuart, G. W., Wilkie, T. M., Norstedt,
G. & Palmiter, R. D. (1984) Mol. Cell. Biol. 4, 1221-1230.

Simonsen, C. C. & Levinson, A. D. (1983) Proc. Natl. Acad. Sci. USA
80, 2495-2499.

Waechter, D. E. & Baserga, R. (1982) Proc. Natl. Acad. Sci. USA 19,
1106-1110.

Chu, G. & Sharp, P. (1981) Gene 13, 197-202.

Pelham, H. R. B. & Jackson, R. J. (1976) Eur. J. Biochem. 67, 247-258.
Joh, T. H. & Ross, M. E. (1983) in Immunocytochemistry, International
Brain Research Organization Handbook Series: Methods in the
Neurosciences, ed. Cuello, A. C. (Wiley, New York), Vol. 3, pp.
121-138.

Dobberstein, B., Garoff, H., Warren, G. & Robinson, P. J. (1979) Cell
17, 759-769.

Laemmli, U. K. (1970) Nature (London) 227, 680-685.

Green, M. R., Maniatis, T. & Melton, D. A. (1983) Cell 32, 681-694.
Young, R. A. & Davis, R. W. (1983) Proc. Natl. Acad. Sci. USA 80,
1194-1198.

Kozak, M. (1984) Nucleic Acids Res. 12, 857-872.

Kozak, M. (1986) Cell 44, 283-292.

Proudfoot, N.J. & Brownlee, G. G. (1976) Nature (London) 263,
211-214.

Teitelman, G., Joh, T. H., Grayson, L., Park, D. H., Reis, D.J. &
Tacovitti, L. (1985) J. Neurosci. §, 29-39.

Goldstein, M., Fuxe, K., Hokfelt, T. & Joh, T. H. (1971) Experientia 27,
951-952.

Pickel, V. M., Joh, T. H. & Reis, D. J. (1976) J. Histochem. Cytochem.
24, 792-806.

Melton, D. A., Krieg, P. A., Rebagliati, M. R., Maniatis, T., Zinn, K. &
Green, M. R. (1984) Nucleic Acids Res. 12, 7035-7056.

Grimma, B., Lamouroux, A., Blant, F., Biquet, N. F. & Mallet, J.
(1985) Proc. Natl. Acad. Sci. USA 82, 617-621.

Yeh, W. K., Shih, C. & Ornston, L. N. (1982) Proc. Natl. Acad. Sci.
USA 79, 3794-3797.

Yeh, W. K., Davis, G., Fletcher, P. & Ornston, L. N. (1978) J. Biol.
Chem. 253, 4920-4923.

Yeh, W. K. & Ornston, N. (1982) J. Bacteriol. 149, 374-377.

Yeh, W. K. & Ornston, N. (1980) Proc. Natl. Acad. Sci. USA 77,
5365-5369.

Ferrara, P., Duchange, N., Zakin, N. M. & Cohen, G. N. (1984) Proc.
Natl. Acad. Sci. USA 81, 3019-3023.



