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Abstract

Glucocorticoid-suppressible hyperaldosteronism is a domi-
nantly inherited form of hypertension believed to be caused
by the presence of a hybrid CYP1IB1/CYPJ1B2 gene which
has arisen from an unequal crossing over between the two
CYPJJB genes in a previous meiosis. We have studied a
French pedigree with seven affected individuals in which
two affected individuals also have adrenal tumors and two
others have micronodular adrenal hyperplasia. One of the
adrenal tumors and the surrounding adrenal tissue has been
removed, giving a rare opportunity to study the regulation
and action of the hybrid gene causing the disease. The hy-
brid CYPIIB gene was demonstrated to be expressed at
higher levels than either CYPlJBI or CYPIJB2 in the cortex
of the adrenal by RT-PCR and Northern blot analysis. In
situ hybridization showed that both CYPIJBI and the hy-
brid gene were expressed in all three zones of the cortex. In
cell culture experiments hybrid gene expression was stimu-
lated by ACTHleading to increased production of aldoste-
rone and the hybrid steroids characteristic of glucocorti-
coid-suppressible hyperaldosteronism. The genetic basis of
the adrenal pathologies in this family is not known but may
be related to the duplication causing the hyperaldosteron-
ism. (J. Clin. Invest. 1995. 96:2236-2246.) Key words: hy-
pertension * adenomas * hybrid genes * CYPJJB gene expres-
sion * glucocorticoid-remediable aldosteronism

Introduction

In the normal human adrenal cortex the terminal steps in cortisol
and aldosterone biosynthesis are mediated by the cytochrome
P450 enzymes CYP1 B1 (1 1/,-hydroxylase) and CYP11B2 (al-
dosterone synthase), respectively ( 1, 2), which are encoded by
two highly similar genes located on chromosome 8q22 (3). In
the zona fasciculata the 17-hydroxylated steroid precursor, 11-
deoxycortisol, is hydroxylated at the 1 1,6 position by CYPl lB 1
to produce cortisol. The expression of both the CYPIJBJ and
CYPJ7 genes, and hence the 1 I/P-hydroxylase and 17a-hydroxy-
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lase activities in this zone, is controlled by secretion of ACTH
from the anterior pituitary (4). In the zona glomerulosa, where
17a-hydroxylase activity is suppressed, CYPI 1B2 mediates 1 1/-
hydroxylation, 18-hydroxylation, and finally 18-oxidation of 11-
deoxycorticosterone to yield aldosterone. Expression of the
CYPJJB2 gene is principally influenced by serum levels of angio-
tensin II (All)' and potassium (5). Limitation of the expression
of CYP17 to the zona fasciculata and CYPJJB2 to the zona
glomerulosa results in the functional zonation of cortisol and
aldosterone synthesis to those respective zones.

Glucocorticoid-suppressible hyperaldosteronism (GSH) is
a disease in which the normal pattern of synthesis of the miner-
alocorticoid hormone, aldosterone, is disturbed. It is character-
ized by hypersecretion of aldosterone, in the face of a low
plasma renin activity (6, 7), and the production of two normally
rare steroids, 18-hydroxycortisol and 18-oxocortisol (8-10),
which require the simultaneous presence of a 17a-hydroxylase
activity and the two C18 activities typical of the CYP1lB2
enzyme. All symptoms of the disease are normalized by the
administration of glucocorticoid analogues and are exacerbated
by administration of ACTH (6, 7). Thus, the disease can be
viewed as one in which the activities characteristic of the
CYPJJB2 gene product are inappropriately expressed in the
zona fasciculata under the control of ACTH. The genetic basis
of this disease remained a mystery until publication of a seminal
paper ( 11) which demonstrated the presence of a hybrid
CYPJJBJ/CYPJJB2 gene segregating with the disease in a
large pedigree. The hybrid gene is assumed to be transcribed
in the zona fasciculata of the adrenal cortex under the control
of ACTH, as a result of containing 5' sequences from CYPI IBI,
and to encode a protein with 18-hydroxylase and 18-oxidase
activities, due to the presence of 3' coding sequence from
CYPJJB2. The expression of these activities in the zona fascicu-
lata under the influence of ACTHwould be sufficient to explain
all of the characteristics of the disease. Subsequent studies have
confirmed that the presumed transcript of the hybrid gene has
the required aldosterone synthetic activities, providing that the
breakpoint of the hybrid gene is in or 5' of intron 4 (12, 13),
as is the case for all genes studied so far (12-14). However,
it has not been possible previously to demonstrate that the hy-
brid gene is in fact expressed in the adrenal cortex and more
specifically in the zona fasciculata under the control of ACTH.
In this paper, we report studies on a French pedigree with seven
individuals affected with GSHof whom two also have adrenal
tumors and two others have bilateral adrenal hyperplasia with
micronodules. One of the adrenal tumors has been surgically

1. Abbreviations used in this paper: AII, angiotensin II; AT1, type
1 AII receptor; GSH, glucocorticoid-suppressible hyperaldosteronism;
UTR, untranslated region.
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removed, providing a unique opportunity to study the hybrid
gene believed to cause the inherited disorder in the tissue which
is directly affected. Adrenal tissue from the tumor and the sur-
rounding nontumorous GSHtissue has been studied by RT-
PCR, in situ hybridization, and by analysis of steroids and RNA
produced by the adrenal cells cultured in the presence of ACTH
and AII. Wealso demonstrate the zonal pattern of expression
of the CYPJJB genes in a normal human adrenal, showing that
it has characteristics of both the rodent and bovine adrenals.

Methods

Genomic DNAanalysis. Genomic DNAwas prepared from peripheral
blood leukocytes and analyzed by Southern blot as described previously
(12). DNAwas amplified by PCRusing oligonucleotides TCTCGA-
AGGCAAGGCACCAGimmediately 5' of exon 1 and TGAGGCTGG-
ATCTTCCCATGTfrom intron 3 of CYPJIBI and GACCTTCGCTCT-
GAGAGTCTand TGGGGCTGGACCTTCCCGCATfrom the corre-
sponding regions of CYPIIB2. The hybrid gene segment was amplified
using the 5' oligonucleotide from CYPJJBI and the 3' oligonucleotide
from CYPIIB2 (oligonucleotides A and B in Fig. 1). All reactions were
subjected to 35 cycles of 94TC for 1 min, 650C for 1 min, and 720C for
2 min increasing by 5 s each cycle. PCR products were sequenced
directly as described previously (15) to determine the crossover point
in the hybrid gene.

Removal and dissection of adrenal glands. The right adrenal was
surgically removed and the 2.5-cm diameter tumor was dissected away
from the surrounding tissue. The tumor and the remaining nontumorous
GSHtissue were sectioned into smaller pieces and allocated to three
different experimental protocols. Some of each type of tissue was used
to make RNAfor analysis of the CYPIIB messages. Other pieces of
tissue were fixed in paraformaldehyde for subsequent in situ hybridiza-
tion studies and the remaining cells were used in cell culture experiments
to determine ACTHand All responsiveness and to measure the steroids
produced.

Preparation and analysis of RNA. RNAwas made from tumor and
healthy adrenal tissue using RNAzolB (Biotecx Laboratories, Houston,
TX). Total RNA(4 /.g) was electrophoresed in 0.74 Mformaldehyde
1% agarose gels at 100 V for 2.5 h, transferred to nylon membranes
(Hybond N; Amersham, Paris, France), fixed by ultraviolet cross-link-
ing, and hybridized with oligonucleotides which were radioactively la-
beled with [a-32P]dATP (Amersham) by terminal deoxynucleotide
transferase (Pharmacia, Uppsala, Sweden or GIBCO-BRL Life Techno-
logies, Paris, France) and cDNA probes which were radioactively la-
beled by random priming. The sequences of the oligonucleotide probes
used were CACTGTCCTGGGGACCCGGGCand CACCGTCCTAGG-
GGCCCGAGCfrom the region 5' of the breakpoint and TGCCAC-
GATGCTGGTGTACTGand TGCCACGATGCCTGTGTAGTG3' of
the breakpoint, for CYPIIBI and CYPIIB2, respectively. Hybridiza-
tions were performed in 6 X SSPE/1% SDS solution containing 50%
formamide, S x Denhardt's solution, and 100 ,g/ml denatured salmon
sperm DNAat 37°C. Final stringent washes were in 0.5 x SSPE/0.3%
SDS at 50°C (5' end probes) or 2 X SSC/0.3% SDS at 42°C (3' end
probes). Specificity of the oligonucleotide hybridizations was confirmed
by simultaneous hybridization to RNAprepared from COScells that had
been transfected with a CYPIJBJ, CYPIIB2, or a CYPIIBI/CYPIIB2
hybrid cDNA construct.

RT-PCR. Total RNAwas reverse transcribed using RNaseH- re-
verse transcriptase (SuperScript; GIBCO-BRL) and random hexamers.
Aliquots were then used to perform PCR amplification of specific
CYPIIB mRNAsequences. Amplification was performed with oligonu-
cleotides GCCCGGGTCCCCAGGACAand TGCCACGATGCTGGT-
GTACTGfrom exon 2 and exon 3 of CYPJIBI and GCTCGGGCC-
CCTAGGACGand TGCCACGATGCCTGTGTAGTGfrom the corre-
sponding regions of CYPIIB2. Hybrid cDNA was amplified using the
5' oligonucleotide corresponding to the CYPJJBJ sequence and the 3'
oligonucleotide corresponding to the CYPJIB2 sequence. All reactions

were subject to 38 cycles of 94TC for 1 min, 65TC for 1 min, and 72TC
for 2 min increasing by 5 s each cycle. Magnesium concentration was
optimized at 0.75 mMto give specific amplification of all products. The
specificity of the PCRamplification was confirmed by the inclusion of
reactions using cloned templates corresponding to CYPJJBI, CYPJJB2,
and the hybrid CYPJJBJ/CYPJJB2 cDNAs.

In situ hybridization. Tissue from both the tumor and the sur-
rounding adrenal tissue was dissected into 5-mm slices and fixed in
4% paraformaldehyde for 24 h. After routine dehydration and paraffin
embedding, 7-pim sections were mounted on silanized slides and used
for in situ hybridization as described previously (16). Identification of
the three different types of CYPJJ mRNAsin situ required the use of
gene-specific probes from the 3' and 5' ends of CYPIJBJ and CYPI IB2
mRNAs, as the three types of transcripts all share common sequences.
CYPJJBI and CYPJJB2 are 93% similar in coding sequence and the
hybrid transcript is identical to CYPJJBI for the first two exons and
identical to CYPJJB2 for the remainder of the transcript. In the 3'
untranslated region (UTR) there are regions where the sequence is quite
different between the two genes, so that the use of short sense and
antisense cRNAprobes for that region was possible. Radiolabeled cRNA
probes were prepared by transcription reactions incorporating a-35S-
UTPusing linearized recombinant plasmids containing the oligonucleo-
tide sequences CCTGGCATTGCTGCTTAGCCTGGCAAACCCTGG-
TCCTAGfrom CYPJJBI and GCCTTGCTATTTGACAAGCCTGGC-
AAGCCCCAGTCCTGGfrom CYPJJB2 as templates. T3 and T7 RNA
polymerases were used as appropriate to generate sense and antisense
RNAstrands. In the 5' region, where the sequences were similar, speci-
ficity of oligonucleotide probe hybridizations was demonstrated by a
novel competitive hybridization technique. A labeled oligonucleotide
was incubated with 20 times the amount of the same unlabeled oligonu-
cleotide (homologous competition) or 20 times the amount of the corre-
sponding unlabeled oligonucleotide from the other gene (heterologous
competition). Empirical melting profiles and Tms for the oligonucleotide
sequences were generated by separate experiments with Northern blots
(data not shown) (17) and hybridization conditions were then chosen
so that the hybridization step was competitive for the heterologous
oligonucleotides. The hybridization mixture contained 6 x SSC, 50%
formamide, 1% sarcosyl, 1 jLg/ml denatured salmon sperm DNA, 4.5%
dextran sulfate, and I x Denhardt's solution, and sections were incubated
overnight with 30 ILI of hybridization buffer containing 5 x 105 cpm
of the radiolabeled probe in a humid chamber at 50°C for cRNAprobes
or 40°C for oligonucleotide probes. Subsequent most stringent washes
were in 0.2 x SSC, 50% formamide at 50°C for the cRNAprobes, and
in 2 x SSC at 40°C for oligonucleotide probes. Under these conditions
the homologous competition lead to a quenching of the hybridization
signal, whereas the heterologous competition gave the same result as
no competition, demonstrating the specificity of the hybridization. Oli-
gonucleotide probes were radioactively labeled with [a-33P]dATP as
described above. Positive and negative serial sections were mounted on
the same slide and developed at the same time. The sections were
counterstained with toluidine blue for microscopic examination.

Culture of adrenal cells. After removal of surrounding adipose tis-
sue, the capsule, and the medulla, the remaining adrenal cells were
dispersed and cultured in the presence of various concentrations of
ACTHand A l as described previously ( 18, 19). The cells were stimu-
lated for a period of 48 h with replacement of medium at 24 and 48 h.
At the end of 48 h the cells were washed twice in 0.9% NaCl, followed
by 4 min in 50 mMglycine and two more washes in 0.9% NaCI, and
restimulated with a ACTH(10-8 M) for 2 h. At the conclusion of the
experiments, total RNAwas prepared from the cells (20) and the me-
dium was stored at -20°C until determination of steroid concentrations.

Measurements of steroids. Aldosterone, cortisol, 18-hydroxycorti-
sol, and 18-oxocortisol were measured by ELISA as described pre-
viously (21, 22).

Results
PCRamplification of the hybrid gene and its message. Genomic
DNA from all family members was amplified by PCRusing
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CYPJJB] or CYP]IB2 oligonucleotides to amplify the corre-
sponding CYPIIBI or CYPIIB2 genes and a 5' CYPIIBI oli-
gonucleotide with a 3' CYP]IB2 oligonucleotide to amplify the
hybrid CYPI]BI/CYP]IB2 gene. The amplification of a hybrid
product occurred only in samples from individuals diagnosed
to have GSHby clinical characteristics and by Southern blot
analysis (Fig. 1). The use of PCRto amplify hybrid sequences
is thus a useful screening test to detect affected members within
a pedigree, in whomthe presence of the hybrid gene can then
be confirmed by Southern blot analysis. A full clinical descrip-
tion of these patients will be published elsewhere (23). PCR
products from the hybrid gene were then sequenced to reveal
the crossover point of the hybrid gene, which lay in the same
position (near the 3' end of intron 2) for all affected members.

The hybrid mRNAwas detected by a similar amplification
of cDNA derived from both the adrenal tumor and the nontu-
morous adrenal tissue removed from our patient. No corre-
sponding product was amplified from control normal adrenal
cDNA, whereas CYP]]B] and CYPIIB2 messages were ampli-
fied from all samples studied (Fig. 2). The hybrid mRNAwas
found to be composed of the first two exons from CYP]]B]
and the remaining sequence from CYPI]B2, as predicted from
the genomic analysis.

Northern analysis of RNAfrom tumor and normal adrenal
tissue. Northern blots of RNAfrom the tumor, the surrounding
nontumorous tissue, and tissue from a normal adrenal were
hybridized with oligonucleotide probes from the 5' and 3' ends
of both CYP]]BI and CYPllB2 (Fig. 3). Three mRNAs, 4.2,
3.6, and 2.2 kb in length, were detected with an oligonucleotide
probe corresponding to sequence at the 3' end of CYPIIBI
(which will not detect the hybrid mRNA). The different mRNA
lengths are assumed to result from alternate usage of different
polyadenylation signals and are similar to the sizes observed in
a previous analysis of mRNAfrom cultured adrenal cells (24)
and an aldosterone-secreting tumor (1). The 2.2-kb mRNAwas
difficult to detect with an oligonucleotide probe and evidently
represents a minor transcript in these tissues. No transcripts
were detected by a 5' CYPIIB2 probe, apart from those in the
control RNAfrom COScells transfected with CYPIIB2 cDNA

Figure 1. PCRamplification of the hybrid
gene segment from members of a pedigree
with GSH. Genomic DNAsamples from all
family members were used as templates in
PCRreactions using oligonucleotides A and
B, as indicated. Successful amplification, as

ND shown by ethidium bromide staining of am-
plified DNA, was only seen in reactions using
DNAprepared from individuals who had
GSHby clinical criteria and Southern blot
analysis. Individual 2 had the adrenal tumor
which was removed for this study and indi-
vidual 6 had an adrenal tumor which was
removed before this study. Individuals 1 and
12 were diagnosed as having micronodular
adrenal hyperplasia.

constructs, a result which is consistent with previous studies
showing low expression of this gene (2, 3). Furthermore, the
failure to detect CYP]]B2 transcripts with oligonucleotide
probes is to be expected in a patient with GSH, where the renin-
angiotensin system is normally suppressed.

When either a 5' CYP]]BI or a 3' CYPIIB2 probe was
used, two mRNAsof 4.2 and 3.2 kb were detected and these
evidently correspond to the mRNAtranscripts from the hybrid
gene. The sizes of these hybrid transcripts correspond to sizes
observed for CYP]]B2 mRNAin a previously reported North-

O Z c
0

a E E E
mm a] z - Z Z

Bi Oligos

B2 Oligos

B1I/B2 OOigos-
Figure 2. RT-PCR amplification of GSHand normal adrenal RNA.
RNAisolated from adrenal tissue from a GSHpatient with an adrenal
tumor, from the adrenal tumor itself, and from a normal adrenal was
amplified by RT-PCR using oligonucleotides specific for CYPlIBJ,
CYPI IB2, or a 5' oligonucleotide from CYPI IBI and a 3' oligonucleo-
tide from CYPIIB2, as indicated. Amplification of CYPJJBI and
CYPIIB2 mRNAsis seen in all tissue samples, but amplification of the
hybrid mRNAis only seen in samples from the GSHadrenal. PCR
reactions using cloned cDNA templates demonstrate the specificity of
the amplifications.
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Figure 3. Northern blots of RNAprepared
from the adrenal of a patient with GSHand
an adrenal tumor and from a normal adrenal
hybridized with gene-specific oligonucleo-
tide probes. Lanes 1, 2, and 3 in each photo-
graph contain RNAfrom the tumor, the sur-

rounding nontumorous tissue, and the normal
adrenal, respectively. Ethidium bromide-
stained RNAand autoradiographs of hybrid-
izations with gene-specific oligonucleotide
probes from regions 5' and 3' of the hybrid
gene breakpoint for both CYPJIBI and
CYPI IB2 are shown. An interpretation of the
principal CYPJ IB transcripts detected, which
are assumed to arise from the use of alterna-
tive polyadenylation addition signals, is dia-
grammed below the photographs.

ern analysis of RNAfrom an aldosterone-producing tumor (1)
and presumably also arise from the use of two different polyade-
nylation recognition sites.

It is evident that mRNAs containing the 3' UTR from
CYPJJBI are less abundant than the hybrid mRNAand that
these transcripts are mildly degraded in the RNAblots com-

pared with those from the hybrid gene. The apparent mRNA
degradation was seen using several different CYPJJB1 oligonu-
cleotide probes but was never observed with CYPJ]B2 probes.
The sizes of the CYPJJB mRNAtranscripts were similar in
RNA prepared from the tumor and RNAprepared from the
surrounding GSH adrenal tissue. No CYPJJB mRNAswere

detected by the oligonucleotide probes in RNAfrom the control
normal adrenal sample used in this analysis, despite the apparent
integrity of the RNAas judged from ethidium bromide-stained
RNAgels. This result could be due to downregulation of these
mRNAsas a result of perfusion of the organ with anticoagulants
and isotonic fluids before transplantation of the accompanying
kidney or prior undetermined medical treatment. Prolonged ex-

posure of the same blot hybridized with a random-primed
CYPJJBJ cDNAprobe showed that CYP11BmRNAwas pres-

ent in the normal adrenal, with sizes consistent with those ob-
served in the GSH samples and in RNA from the cultured
adrenal cells (discussed below).

In situ hybridization. The results of in situ hybridization
experiments performed on fixed tissue from the tumor and sur-

rounding GSHadrenal tissue are shown in Fig. 4. At low magni-
fication the GSHadrenal had a normal appearance, but the zona

fasciculata lacked its usual columnar organization. Nuclei in
this zone were organized in clumps and there were intervening
areas devoid of nuclei, suggesting that the cells are arranged in
distinct islets or alveoli. In this respect the adrenal resembled
previously studied adrenals from GSHpatients (25-27, and
our unpublished observations). The zona reticularis was also
irregular and intercalated into the zona fasciculata, in some

areas almost invading it. The tumor itself was black when cut
and was well circumscribed but not encapsulated. Microscopi-
cally it was composed of large polygonal cells with regular
central nuclei and finely granulated cytoplasm. The cellular
morphology was similar to that of the zona reticularis and could
be argued to have arisen from cells within it. Serial sections
from the GSHtissues, as well as control normal adrenals, were

hybridized with sense and antisense cRNAprobes from the 3'
UTRs of CYP]1BI and CYP]IB2 and oligonucleotide probes

corresponding to sequence from CYPI]BI or CYP]IB2 5' of
the breakpoint of the hybrid gene to detect the CYPllB tran-
scripts, as discussed below.

Expression of CYP11B genes in normal adrenal tissue. In
tissue sections of normal adrenals, expression of CYPIJB] was

detected most strongly in the zona fasciculata and zona reticu-
laris but could also be easily detected in the zona glomerulosa.
The CYP1IB2 mRNAwas found to be strongly expressed in
the zona glomerulosa (although not in all samples studied), but
was barely distinguishable above background signals in the zona

fasciculata and zona reticularis, suggesting at most a low level
of expression in these zones. This pattern of expression differs
from the strict zonation of expression seen in rodent adrenal
cortex (28, 29) and the ubiquitous expression seen in bovine
adrenal cortex (30, 31 ).

Expression of CYPIJB genes in a GSHadrenal. In the GSH
adrenal both CYPJIB] and hybrid CYPIIBI/CYPIIB2, but not
CYPJ]B2, transcripts were found to be strongly expressed in
the tumor tissue. Expression of the former transcripts in the
tumor would be expected to result in production of both cortisol
and aldosterone and subsequent downregulation of CYP11B
mRNAsin the nontumorous tissue. Nevertheless, it was possible
to detect expression of CYP11BI and hybrid gene transcripts
in various zones of the surrounding adrenal cortex. CYPJ]B]
transcripts were detected in the zona glomerulosa and at signifi-
cantly lower levels in the zona fasciculata and zona reticularis,
suggesting that the mechanism for downregulation of this gene

may be limited to the latter two zones. Consistent with this
idea, expression of the hybrid gene was also observed in the
zona glomerulosa and at lower levels in the other two zones,

irrespective of whether a 5' CYPJ ]BI (detecting both CYPI IBI
and the hybrid mRNAs) or a 3' CYPJIB2 probe (detecting
only the hybrid gene) was used. In spite of the apparent down-
regulation of these genes in the nontumorous tissue, detection
of the expression of the hybrid gene in the zona fasciculata and
zona reticularis supports the notion that it is this gene which is
responsible for the production of aldosterone, 18-hydroxycorti-
sol, and 18-oxocortisol in these zones in GSHpatients. Hybrid-
izations performed with a CYP] 7 probe (data not shown) con-

firmed that expression of CYP17 mRNAwas limited to the
tumor, the zona fasciculata, and the zona reticularis.

Cell culture experiments. A principal feature of the explana-
tory model for GSHis that the hybrid gene should be responsive
to stimulation by ACTH and that this increased expression
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Figure 4. Histological structure and in situ hybridization analysis of tissue sections of the adrenal tumor removed from the patient with GSH, of
the surrounding nontumorous GSHtissue, and of a normal adrenal. Low power photomicrographs of the normal adrenal (A), nontumor GSHtissue
(B), and tumor tissue (C) are shown for comparison. In situ hybridization of 3' cRNA probes to normal adrenal tissue shows expression of
CYPJJB] in the zona fasciculata (D) and CYPJJBJ and CYPJJB2 in the zona glomerulosa (E and F). In the tumor tissue, as well as in the
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)0 * F duced by GSHadrenal tumor cells cultured
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18-oxocortisol taining both 10-8 MACTHand 10-7 MAll.
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renal cells, nontumorous GSHcells, and
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ent conditions: with no addition of ACTHor
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the amounts of steroids produced by the three
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0 (ACTH) or 10-7M All (All) are shown as
I the fold induction over the basal levels ob-

0 ° 0 served in the corresponding unstimulated
cells.

should result in the production of aldosterone, 18-hydroxycorti-
sol, and 18-oxocortisol by the hybrid gene product. Conse-
quently, we cultured adrenal cells from the tumor, from the
surrounding nontumorous tissue from the GSHpatient, and from
normal adrenal tissue, in the presence of various concentrations
of ACTHand All, and measured the steroids produced (Fig.
5). Northern blots of RNAprepared from the cultured cells at
the conclusion of the experiments were analyzed to determine
relative levels of expression of the CYP1JB transcripts as well
as those for the steroidogenic genes CYPJJAJ (encoding

P450scc), 3PHSD, and CYPJ 7 and the ACTHand type 1 angio-
tensin H receptors (ATI) (Fig. 6).

Production of steroids by cultured cells. The effects on the
cells of incubation with ACTHand All at 0-24 h (data not
shown) and 24-48 h (Fig. 5) were similar but more pronounced
after the longer time period. Unstimulated tumor cells produced
between five and nine times the amount of steroids produced
by similarly cultured control normal adrenal cells (nine, seven,

eight, and five times for aldosterone, cortisol, 18-hydroxycorti-
sol, and 18-oxocortisol, respectively). In the cells from the

surrounding GSHadrenal tissue, no signal was detected with a 5' CYPJJB2 probe (not shown). However, strong signals are seen in the tumor
with a 3' CYPJJB2 probe (H), which thus detects the hybrid CYPJJB transcripts, and a 3' CYPJJBJ probe (G). In the nontumorous GSHtissue
CYPJJBJ mRNAis detected by the 3' cRNAprobe in the zona glomerulosa (I) and at a lower level in the zona fasciculata (J). The hybrid gene

mRNA, detected by the 3' CYPJJB2 probe, is also seen in both zones (K and L, respectively). Hybridization with a 5' CYP1JBJ oligonucleotide
probe in the presence of an unlabeled heterologous (CYPJJB2) competitor allows the simultaneous detection of the expression of the CYP11BJ
and hybrid mRNAsin the zona glomerulosa and zona fasciculata (M and N, respectively). A section hybridized with the same 5' CYPJJBI probe,
but in the presence of its unlabeled homologous (CYPJIBI) competitor, was negative (0). Indicated in the photographs are the capsule (Ca),
zona glomerulosa (ZG), zona fasciculata (ZF), and zona reticularis (ZR). The yellow bar is 500 Am in the upper panel and 50 Jim in the other
panels.
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Pvsm=Figure 6. Northern blots of total RNAfrom
cultured adrenal cortical cells hybridized
with the radioactively labeled probes indi-

11_r:0*- cated at the left of the figure (see text for
details). (A) Normal adrenal cells incubated

7 |11|awithno addition of ACTHor All (lane 1),
10 8 MACTH(lane 2), or I0 MAll (lane
3); (B) adrenal tumor cells from a patient

-A with GSHincubated with no addition of
ACTHor All (lane 4), 10"- M, 10-10 M,
i0-9 M, 10-8 MACTH(lanes 5-8), 10-'
M, 1iO9 M, 10-8 M, 10-7 l lns9
12), or both l0-8 MACTHand 10-7 MAll
(lane 13); (C) nontumorous adrenal cells

1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 from a patient with GSHincubated with no

B
addition of ACTHor All (lane 14), 10-8 M

C ACTH(lane 15), or IO-7 MAll (lane 16).

adrenal tumor, we observed a dose-dependent response to in-
creasing levels of ACTHfor aldosterone, cortisol, 18-hydroxy-
cortisol, and 18-oxocortisol production. The maximal responses
compared with basal levels were, respectively, five-, two-,
six-, and fivefold increases for these four steroids. These maxi-
mal responses are considerably lower than those observed in
experiments with cells from the surrounding nontumorous GSH
tissue or normal adrenal cells (as can be seen from the standard-
ized responses shown in Fig. 5), suggesting a defect in the
signaling or regulatory pathways or defective steroid synthesis
in the tumor.

Tumor cells cultured in the presence of increasing levels of
All did not produce more steroids than unstimulated cells except
at the supraphysiological concentration of l0' MAII, where
there was a significantly increased production of all C18-modi-
fied steroids, which was lower than that induced by ACTH.
Coincubation with both 10-8 MACTH and l0-7 MAll led
to a synergistic increase in production of all steroids as ex-

pected (18).
Less tissue was available for cell culture experiments from

the surrounding nontumorous cells from the GSHpatient than
from the tumor itself. Consequently, the nontumorous cells were

incubated with a single level of ACTH(10-8 M) or All (l0-7
M) that had been shown previously to give a maximal response
of steroidogenic mRNAand steroid production in human adre-
nal cell culture experiments (19). The basal production of C18-
modified steroids in the unstimulated nontumorous GSHcells

was three to five times higher than that of unstimulated normal
adrenal cells, whereas cortisol production was similar. Incuba-
tion with ACTHstrongly stimulated aldosterone (36-fold), cor-

tisol (26-fold), 18-hydroxycortisol (12-fold), and 18-oxocorti-
sol (27-fold) production in the nontumorous GSHcells. Simi-
larly cultured normal adrenal cells showed a comparable
increase in cortisol production (50-fold) with ACTHstimula-
tion, but the increase in aldosterone production (8-fold) induced
by ACTHwas diminished compared with that observed in GSH
cells. The much stronger aldosterone response to ACTHin the
nontumorous GSHcells, despite an already fourfold higher pro-

duction in the unstimulated cells compared with the normal
control cells, starkly demonstrates the effect of the presence of
the hybrid gene in the GSHadrenal cells. Similar differences
were observed for 18-oxocortisol production. The nontumorous
GSHcells and the normal adrenal cells also respond to incuba-
tion with l0-7 MAll, though not as strongly as to ACTH. The
responses for the nontumorous cells were 14-, 6-, 4-, and 9-
fold induction for aldosterone, cortisol, 18-hydroxycortisol, and
18-oxocortisol, respectively, while for normal cells the induc-
tion was 4-, 10-, 6-, and 8-fold, respectively.

Northern blot analysis of mRNAfrom cell culture experi-
ments. Induction of the expression of the hybrid CYPJJB
mRNAsby increasing levels of ACTHis clearly evident in the
Northern blot which was hybridized with an oligonucleotide
probe containing sequence specific to the 3' end of the
CYPI IB2 gene (Fig. 6). No CYPJ JB2 mRNAsare detected on
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this blot when a 5' end CYPIIB2-specific probe was used (even
in All-stimulated GSHtumor cells or similarly stimulated cells
from a normal adrenal), consistent with all our experimental
data to date which indicates that the level of expression of
CYPJ]B2 mRNAis below the level of detection possible when
gene-specific oligonucleotides are used as probes in Northern
blot analyses. An induction of these mRNAsin the nontumorous
cells from the GSHadrenal, which is greater than that observed
in the tumor cells, is also observed on incubation with 10-8 M
ACTH, consistent with the steroid results. Incubation with All
clearly has no effect on the level of expression of the hybrid
gene.

It was not possible to obtain a clear hybridization signal
when the blot shown in Fig. 6 was probed with the 3' CYPI IB]-
specific oligonucleotide, so the effect of ACTHon CYP]IB]
expression in these cultured cells could not be determined di-
rectly. Hybridization of the blot with an oligonucleotide specific
to the 5' end of CYPI IBI also produced a diffuse hybridization
signal, but the simultaneous detection of the hybrid mRNA
species aids in its interpretation. Induction of expression of the
hybrid gene by ACTHis again most apparent in the cells cul-
tured from the nontumorous portion of the GSHadrenal. The
4.2-, 3.6-, and 2.2-kb CYP]IB] transcripts are seen in the con-
trol normal adrenal RNAand are induced in the presence 10-8
MACTHand more weakly by 10-7 MAll. CYPJJB] mRNAs
are also weakly induced by 1o-8 MACTHin both the tumor
and nontumorous GSHcells, but the effect of All is not appar-
ent. There is the suggestion in this and the previous hybridiza-
tion that induction of the expression of the hybrid mRNAand
the CYPJJB] gene is more marked by incubation with both
ACTHand All.

The level of CYPJJA] mRNAexpression was similar in
unstimulated cultures of normal adrenal cells, nontumorous
GSHcells, and GSH tumor cells. Expression of this mRNA
was increased by both ACTHand All in the normal adrenal cells
and the nontumorous GSHcells, however there was virtually no
increase in expression in GSHtumor cells incubated with either
ACTHor All at any concentration, suggesting a dysregulation
of the expression of this mRNAin the tumor cells. The expres-
sion of CYP17 mRNAwas similar in all three cell types and
was induced by both ACTH and All in the normal adrenal
cells, consistent with previous experiments (19), and in the
nontumorous GSHcells. In the GSHtumor cells, the CYP17
mRNAwas induced in a dose-dependent fashion by increasing
concentrations of ACTH, but its expression was not stimulated
by incubation with All. Transcripts of the 33HSD gene were
detected at similar levels in the unstimulated control normal
adrenal cells and the nontumorous GSHcells, and in both cases
their expression was strongly increased by ACTH(50-fold) and
All (10-fold). Basal expression of 3f3HSD was much higher in
the unstimulated tumor cells, and mRNAlevels were further
increased by both ACTH(up to 15-fold) and All (up to 4-
fold) stimulation in a dose-dependent fashion.

Consistent with previous studies, the expression of the
ACTHreceptor mRNAlevels in the normal and nontumorous
GSHcells was strongly induced by both ACTHand All (18).
In the tumor cells, the basal expression of the mRNAwas much
higher and was only induced by the highest concentrations of
108 MACTHand 10-7 MAll. Incubation with both hormones
resulted in a synergistic increase in mRNAproduction. In view
of the strong expression of the ACTH receptor in the tumor
cells, the lack of induction of CYP]]AI mRNAand the weak

increase in steroid production on stimulation by ACTHwere
surprising. ATI mRNAwas readily detected in unstimulated
control normal adrenal cells and was mildly induced by both
ACTHand All treatment. In the nontumorous GSHcells, ex-
pression of ATI mRNAwas less easily detectable in the unstim-
ulated cells and there was minimal response to ACTHor All.
The tumor cells showed no response to incubation with increas-
ing levels of ACTHand a complex response to incubation with
All; incubation with concentrations of All up to 10-8 M in-
creased ATI mRNAbut I0O- MAll was a less effective stimu-
lant.

Discussion

Expression of CYP]]B genes in the normal adrenal cortex. In
rodent adrenal cortex, expression of the CYP]]B] and CYP]]B2
genes is strictly delimited to the zona fasciculata and the zona
glomerulosa, respectively (28, 29). Thus, synthesis of aldoste-
rone is carried out by the product of the CYPIIB2 gene in the
zona glomerulosa, whereas glucocorticoid hormone (corticoste-
rone in rodents) is synthesized in the zona fasciculata by the
product of the CYP]]B] gene. In bovine species all CYP]]B
genes, which are almost identical in sequence, have C18 activi-
ties when expressed in COScells (32), but the C18 activity is
suppressed in the zona fasciculata by a poorly understood factor
associated with the mitochondrial membrane (30, 33, 34). In
principle the human adrenal cortex could follow the rodent, the
bovine, or a completely different mechanism of zonation. Stud-
ies showing that CYPi 1B2 but not CYPi lB 1 has the enzymatic
activities required for aldosterone synthesis (1, 2) seemed to
suggest that humans more closely resembled the rodent than
the bovine model, but it remained possible that C18 activity
in the zona fasciculata was still suppressed by a bovine-like
mechanism, as no definitive in situ hybridization study has been
previously reported. Our in situ hybridization results demon-
strate that CYPI]BI is expressed in both the zona fasciculata
(as expected) and the zona glomerulosa, a result which is con-
sistent with previously reported RT-PCR experiments showing
expression of CYP]]B] in cultured human zona glomerulosa
cells (2).

In contrast, CYPI I B2 expression seems to be largely limited
to the zona glomerulosa, although it is not possible to rule out
a low level of expression in the zona fasciculata. That expres-
sion of CYPI]B2 is essentially limited to the zona glomerulosa
is supported by the observation that the 17-hydroxylated ste-
roids 18-hydroxycortisol and 18-oxocortisol are normally pro-
duced in relatively small quantities (urinary excretion of 10-
150 Mg/24 h and < 20 pg/24 h, respectively). A significant
expression of CYPI]B2 in the zona fasciculata, but with a sup-
pression of 18-hydroxylase activity, is contradicted by the phe-
notypes of patients with 11,1-hydroxylase deficiency. Patients
with mutations in the CYPI IBI gene which completely abrogate
1 I 3-hydroxylase activity fail to make cortisol efficiently (35).
In the 1 1/3-hydroxylase-deficient patient, ACTHlevels are ele-
vated, the adrenal is hyperplastic, and a low level of cortisol
is produced at the expense of high levels of 1 1-deoxysteroid
precursors. This would not be the case if CYP1]B2 were ex-
pressed in the zona fasciculata, as it encodes an enzyme with
an 1 1,6-hydroxylase activity equivalent to that of CYPi lBl ( 1,
2). However, the fact that cortisol is made at all suggests that
some expression of CYPIIB2 in the inner adrenal cortex may
be possible.
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In vitro studies show that CYP IIBI has 10% of the 18-
hydroxylase activity of CYPI B2 (36). This result, combined
with the fact that cortisol is normally produced at up to 1,000
times the level of aldosterone, leads to the expectation that the
amount of 18-hydroxycortisol produced should be 100 times
the amount of 18-hydroxycorticosterone. In fact, the ratio is
usually < 10 times, suggesting that 18-hydroxylase activity is
suppressed in the zona fasciculata, as it is in the bovine adrenal.
However, suppression of 18-hydroxylase activity must be either
incomplete or specific to the CYPIlB 1 enzyme or the hybrid
steroids typical of GSHcould not be made. The human adrenal
would then seem to be intermediate in character between the
rodent and bovine adrenals. It expresses two CYPJJB enzymes
with specialized activities and expression of CYPI IB2 is largely
limited to the zona glomerulosa, as in rodents, but CYPJJB] is
expressed in all zones of the adrenal cortex and a separate
mechanism by which its 18-hydroxylase activity is inhibited
persists in the zona fasciculata, as in cattle.

Action of the hybrid gene in GSHcells. The occurrence of
adrenal tumors in the pedigree studied here has enabled us to
study the hybrid CYPJJBJ/CYPJJB2 gene which causes GSH
in the tissue in which it is expressed. The hybrid genes in this
pedigree have been detected by both Southern blot analysis
(23) and PCRof the hybrid gene, and the crossover point was
determined by sequencing of the amplified DNA. Expression
of the hybrid gene has been detected by RT-PCR of RNAfrom
adrenal tissue and by Northern blot analysis of that RNA. By
in situ hybridization, the expression of the hybrid gene has been
demonstrated to occur in the zona fasciculata of the adrenal
cortex, a key feature of the explanatory model for this disease.
The hybrid gene is also expressed in the zona glomerulosa,
where it appears not to be downregulated to the same extent as
CYPJJB2 by the reduced plasma renin activity. The expression
of the hybrid gene has further been shown to respond to stimula-
tion by ACTH in cell culture experiments and in fact to be
present at higher levels than the normal CYPIJBI mRNAs, a
result which could not have been predicted in advance. The
higher expression of the hybrid gene was observed in both the
cultured cells and the RNAprepared directly from the adrenal
tissue. Expression of the hybrid mRNAis expected to result in
increased production of aldosterone and the hybrid steroids 18-
hydroxycortisol and 18-oxocortisol, all of which are hyperse-
creted in GSH. In summary, we have been able to confirm all
of the principal features of the expression and regulation of the
hybrid gene that are postulated to occur in GSH.

The strong expression of the hybrid gene relative to the
CYP1JB1 gene was an unexpected result in this study. Since
the hybrid gene contains 5' sequences from CYPIIBI, it has
been assumed that these would result in a similar level of ex-
pression of hybrid gene and CYPI JIBl mRNAs. Given that there
are two copies of the CYPJJBI gene and only one copy of the
hybrid gene, the hybrid gene mRNAwould therefore be ex-
pected to comprise about one-third of the CYPJIB mRNAin
the zona fasciculata. In fact, the hybrid mRNAis slightly more
abundant than CYPJIBl mRNA. The 5' sequences from
CYPI JBI in the hybrid gene are sufficient to ensure expression
of the hybrid mRNAin the zona fasciculata, but its greater
abundance must be explained by sequences in the 3' end of the
gene. For example the hybrid gene may lack CYPI I Bl genomic
sequences, which lead to downregulation in response to cortisol
production or lower ACTHlevels, or sequences which lead to
a more unstable mRNAunder these conditions. These sequences

would have to lie downstream of the breakpoint, perhaps in
intron 5 or the 3' untranslated region which differ in size be-
tween the two genes. Destabilizing sequences are frequently
found in the 3' UTRs of inducible mRNAs. Similarly, although
CYPIIB2 mRNAwas downregulated in the GSHadrenal, both
CYPIJBI and hybrid gene transcripts were readily detected in
the zona glomerulosa. This is consistent with there being a
regulatory element in the 5' region of CYPIIB2 which is re-
sponsible for controlling its expression but which is absent in
the hybrid and CYPI JBI genes. The sequences involved in the
regulation of CYPIIB genes have not been studied extensively
but will presumably be of great significance in disorders where
the genes are rearranged (37).

Comparison of tissue from the nontumorous GSHadrenal
and normal adrenals. The levels of expression of the ACTH
receptor, CYPJJAJ, 3,3HSD, and CYPJ7 mRNAsin the cells
cultured from the nontumorous part of the GSHadrenal were
similar to those detected in cells cultured from a normal adrenal
(Fig. 6). Furthermore, the regulation of expression of these
mRNAsby ACTH and All was equivalent. Thus, the ACTH
receptor mRNAswere strongly induced by both All (10-' M)
and ACTH(10-8 M), while the mRNAsencoding CYPIIAI,
3/3HSD, and CYPI 7 were more strongly induced by ACTHthan
by All. The cells cultured from the nontumorous portion of the
GSHadrenal differed from those of a normal adrenal in that
the level of expression of the AT1 receptor was lower, a result
which is not unexpected in an adrenal in which the renin-angio-
tensin system has been downregulated throughout life (38).
The CYPIJBI-specific transcripts were difficult to detect, but
the unique 2.2- and 3.6-kb bands seen in normal adrenals are
also evident in cells of the GSHadrenal. While in normal adre-
nals these are induced by both ACTHand All (with the effect
of ACTHbeing much stronger), induction by All is not evident
in the GSHadrenal. Finally, the most important difference be-
tween these two cell types is that hybrid gene transcripts are
expressed only in the GSHadrenal. As with the CYPJIBl tran-
scripts, these are clearly induced by 10-8 MACTHbut appear
to be unresponsive to i0-7 MAll.

The principal difference in steroid production between the
nontumorous GSHcells and the normal adrenal cells was the
greater production of the C18-modified steroids aldosterone,
18-hydroxycortisol, and 18-oxocortisol and the greater response
of all three steroids to stimulation by ACTHin the GSHcells.
These differences in steroid production can be explained by the
expression of the hybrid gene in the nontumorous GSHcells.
Expression of the hybrid gene results in production of aldoste-
rone, 18-hydroxycortisol, and 18-oxocortisol in the zona fasci-
culata cells of the GSHadrenal, and the higher production of
these steroids on incubation with ACTH is consistent with the
increased expression of the hybrid gene. ACTH stimulation
results in both an enhanced transport of cholesterol substrate to
the mitochondria, which is a rate-limiting step in all steroid
synthesis, and increased transcription of steroidogenic and
ACTHreceptor mRNAs(39). However, the chronic response
to ACTHand our experimental results can be best explained in
terms of differences in mRNAproduction between the two cell
types. With respect to cortisol production, the nontumorous
GSH cells and the normal adrenal cells showed similar re-
sponses to incubation with ACTHand All as expected.

Steroid and mRNAproduction in the tumor cells. The cells
cultured from the GSHtumor differed from the nontumorous
tissue in several respects. Most striking were the high basal
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levels of expression of the ACTHreceptor and 3JHSDmRNAs
in the tumor. While induction of the ACTHreceptor by ACTH
was no longer possible, its level of expression was still aug-
mented by All (indicating that the ATI receptors were func-
tional). ACTH inducibility of CYP17 was maintained and in-
duction of 3/3HSD was still possible (indicating that the ACTH
receptors were also functional), but the ability of ACTH to
induce CYPJJAI gene expression was lost. While ACTHrecep-
tor and 3PHSDmRNAwere induced by All, mRNAresponses
to All were generally poor in the tumor cells, consistent with
the low level of expression of AT1 mRNA.

Basal production of cortisol and the C18-modified steroids
was greater in the tumor cells than in the other two cell types
but did not respond as strongly to incubation with ACTH. This
relative failure of the tumor cells to augment steroid production
could be explained by the failure of induction of CYPJJAI
mRNAwhich encodes the enzyme mediating the first step in
steroid synthesis. The product of the CYPJJAI gene is func-
tional as is evidenced by the production of the steroid hormones,
but levels of this mRNAin the stimulated tumor cells were
lower than in the corresponding nontumor GSHor normal adre-
nal cells. As expected from the mRNAresults, steroid produc-
tion in the tumor cells was relatively unresponsive to incubation
with All.

The underlying reason for the adrenal hyperplasia and tu-
mors in this pedigree is not known. The fact that both of the
micronodular hyperplasias as well as the two tumors occurred
in individuals affected with GSHsuggests that the chromosomal
region containing the hybrid gene may be involved but is not
conclusive. Involvement of that region could be mediated di-
rectly by a defect in CYP11B gene expression, by other genes
in the duplicated intergenic region or by another gene linked
to the CYPJJB genes. Alternatively, the genetic disposition to
adrenal pathologies could be due to an unlinked gene which
segregates by chance with the hybrid gene in this pedigree. The
adrenals removed from the patients with tumors also displayed
the presence of micronodules, suggesting that these nodules
may predispose to tumor formation. If this is the case, other
family members are at risk to develop adrenal micronodular
hyperplasia and tumors which may not become evident until an
advanced age. While it is possible to speculate on scenarios in
which the defect in CYPJJA] regulation could have lead to a
local hyperplastic response or conversion of a nodule to a tumor,
it should be recognized that adrenal tumors are often defective in
steroid synthesis and have aberrant regulation of steroidogenic
mRNAs. In fact, the tumor studied was unusual in that it
produced all of the normal steroid hormones in a regulatable
fashion.

Acknowledgments

Weare grateful for expert technical assistance from A. Charru, M.-T.
Morin, and F. Mongiat and photographic work by G. Masquelier. We
thank MmeM. Tallier (Centre de transplantations, Groupe Pitie-Salpe-
triere, Paris) for assistance in obtaining a normal adrenal tissue sample.

L. Pascoe was supported by an award from the Fondation IPSEN
pour la Recherche Therapeutique and a Poste Orange from the Institut
National de la Sante et de la Recherche Medicale.

References

1. Kawamoto, T., Y. Mitsuuchi, T. Ohnishi, Y. Ichikawa, Y. Yokoyama, H.
Sumimoto, K. Toda, K. Miyahara, I. Kuribayashi, K. Nakao, et al. 1990. Cloning

and expression of a cDNAfor human cytochrome P450aldo as related to primary
aldosteronism. Biochem. Biophys. Res. Commun. 169:245-252.

2. Curnow, K. M., M. T. Tusie-Luna, L. Pascoe, R. Natarajan, J. L. Gu, J. L.
Nadler, and P. C. White. 1991. The product of the CYPJJB2 gene is required for
aldosterone biosynthesis in the human adrenal cortex. Mol. Endocrinol. 5:1513-
1522.

3. Mornet, E., J. Dupont, A. Vitek, and P. C. White. 1989. Characterization
of two genes encoding human steroid 1 1,3-hydroxylase (P4501 I#). J. Biol. Chem.
264:20961-20967.

4. Simpson, E. R., and M. R. Waterman. 1988. Regulation of the synthesis
of steroidogenic enzymes in adrenal cortical cells by ACTH. Ann. Rev. Physiol.
50:427-440.

5. Quinn, S. J., and G. H. Williams. 1992. Regulation of aldosterone secretion.
In The Adrenal Gland. V. H. T. James, editor. Raven Press, New York. 159-
189.

6. Sutherland, D. J. A., J. L. Ruse, and J. C. Laidlaw. 1966. Hypertension,
increased aldosterone secretion and low plasma renin activity relieved by dexa-
methasone. Can. Med. Assoc. J. 95:1109-1119.

7. New, M. I., and R. E. Peterson. 1967. A new form of congenital adrenal
hyperplasia J. Clin. Endocrinol. & Metab. 27:300-305.

8. Ulick, S., M. D. Chu, and M. Land. 1983. Biosynthesis of 18-oxocortisol
by aldosterone producing adrenal tissue. J. Biol. Chem. 258:5498-5502.

9. Gomez-Sanchez, C. E., M. Montgomery, A. Ganguly, 0. B. Holland, E. P.
Gomez-Sanchez, C. E. Grim, and M. H. Weinberger. 1984. Elevated urinary
excretion of 18-oxocortisol in glucocorticoid-suppressible aldosteronism. J. Clin.
Endocrinol. & Metab. 59:1022-1024.

10. Ulick, S., C. K. Chan, J. R. Gill, M. Gutkin, L. Letcher, F. Mantero,
and M. I. New. 1990. Defective fasciculata zone function as the mechanism of
glucocorticoid-remediable aldosteronism. J. Clin. Endocrinol. & Metab. 71:1151 -
1157.

11. Lifton, R. P., R. G. Dluhy, M. Powers, G. M. Rich, S. Cook, S. Ulick,
and J. M. Lalouel. 1992. A chimaeric 1 1,/-hydroxylase/aldosterone synthase gene
causes glucocorticoid-remediable aldosteronism and human hypertension. Nature
(Lond.). 355:262-265.

12. Pascoe, L., K. M. Cumow, L. Slutsker, J. M. C. Connell, P. W. Speiser,
M. I. New, and P. C. White. 1992. Glucocorticoid-suppressible hyperaldosteron-
ism results from hybrid genes created by unequal crossovers between CYPIIBI
and CYPJJB2. Proc. Natl. Acad. Sci. USA. 89:8327-8331.

13. Miyahara, K., T. Kawamoto, Y. Mitsuuchi, K. Toda, H. Imura, R. D.
Gordon, and Y. Shizuta. 1992. The chimeric gene linked to glucocorticoid-sup-
pressible hyperaldosteronism encodes a fused P-450 protein possessing aldoste-
rone synthase activity. Biochem. Biophys. Res. Commun. 189:885-891.

14. Lifton, R. P., R. G. Dluhy, M. Powers, G. M. Rich, M. Gutkin, F. Fallo,
J. R. Gill, L. Feld, A. Ganguly, J. C. Laidlaw, et al. 1992. Hereditary hypertension
caused by chimaeric gene duplications and ectopic expression of aldosterone
synthase. Nat. Genet. 2:66-74.

15. Pascoe, L., K. M. Curnow, L. Slutsker, A. Rosler, and P. C. White.
1992. Mutations in the human CYPJJB2 (aldosterone synthase) gene causing
corticosterone methyloxidase II deficiency. Proc. Natl. Acad. Sci. USA. 89:4996-
5000.

16. Sibony, M., J. M. Gasc, F. Soubrier, F. Alhenc-Gelas, and P. Corvol.
1993. Gene expression and tissue localization of the two isoforms of angiotensin
I converting enzyme. Hypertension (Dallas). 21:827-835.

17. Sambrook, J., F. Fritsch, and T. Maniatis. 1989. Molecular Cloning: A
Laboratory Manual. Cold Spring Harbor Laboratory, Cold Spring Harbor, NY. 4
vols.

18. Lebrethon, M. C., D. Naville, M. Begeot, and J. M. Saez. 1994. Regulation
of corticotropin receptor number and messenger RNAin cultured human adreno-
cortical cells by corticotropin and angiotensin II. J. Clin. Invest. 93:1828-1833.

19. Lebrethon, M. C., C. Jaillard, G. Defayes, M. Begeot, and J. M. Saez. 1994.
Human cultured adrenal fasciculata-reticularis cells are targets for angiotensin II:
effects on cytochrome P450 cholesterol side chain cleavage, cytochrome P450
17a-hydroxylase, and 3,6-hydroxysteroid-dehydrogenase messenger ribonucleic
acid and proteins and on steroidogenic responsiveness to corticotropin and angio-
tensin II. J. Clin. Endocrinol. & Metab. 78:1212-1219.

20. Chomczynski, P., and N. Sacchi. 1987. Single step method of RNAisola-
tion by acid guanidinium thiocyanate-phenol-chloroform extraction. Anal. Bio-
chem. 162:156-159.

21. Gomez-Sanchez, C. E., L. M. Leon, and E. P. Gomez-Sanchez. 1992.
Biotin-hydrazide derivatives for the development of steroid enzyme-linked immu-
noassays. J. Steroid Biochem. Mol. Biol. 43:523-528.

22. Gomez-Sanchez, C. E., M. F. Foecking, M. W. Ferris, M. R. Chavarri, L.
Uribe, and E. P. Gomez-Sanchez. 1987. The production of monoclonal antibodies
against aldosterone. Steroids. 49:581-587.

23. Jeunemaitre, X., A. Charru, L. Pascoe, T. T. Guyenne, B. Aupetit-Faisant,
C. H. L. Shackleton, M. Schambelan, P. F. Plouin, and P. Corvol. 1995. Hyperal-
dosteronisme sensible a la dexamethasone avec adenome surrenalien: etude clin-
ique, biologique et ghnhtique. La Presse Kiedicale. In press.

24. Ilvesmaki, V., and R. Voutilainen. 1991. Interaction of phorbol ester and

Glucocorticoid-suppressible Hyperaldosteronism and Adrenal Tumors 2245



adrenocorticotropin in the regulation of steroidogenic P450 genes in human fetal
and adult adrenal cell cultures. Endocrinology. 128:1450-1458.

25. Matsuo, K., K. Kawai, H. Tsuchiyama, and Y. Ueki. 1985. Glucocorticoid-
suppressible hyperaldosteronism: ultrastructural observation of a case. Acta Pa-
thol. Jpn. 35:1511-1519.

26. Kato, S., M. Haji, T. Yanase, H. Nawata, K. Kato, and H. lbayashi.
1988. A case of glucocorticoid-suppressible hyperaldosteronism with aldosterone
producing adenoma. Endocrinol. Jpn. 35:311-320.

27. Miura, K., K. Yoshinaga, K. Goto, I. Katsushima, M. Maebashi, H. De-
mura, M. lino, R. Demura, and T. Toraki. 1968. A case of glucocorticoid-respon-
sive hyperaldosteronism. J. Clin. Endocrinol. & Metab. 28:1807-1815.

28. Ogishima, T., H. Suzuki, J. I. Hata, F. Mitani, and Y. Ishimura. 1992.
Zone specific expression of aldosterone synthase cytochrome P450 and cyto-
chrome P450-i 1I3 in rat adrenal cortex: histochemical basis for the functional
zonation. Endocrinology. 130:2971-2977.

29. Domalik, I. J., D. D. Chaplin, M. S. Kirkman, R. C. Wu, W. Liu, T. A.
Howard, M. F. Seldin, and K. L. Parker. 1991. Different isozymes of mouse 113
hydroxylase produce mineralocorticoids and glucocorticoids. Mol. Endocrinol.
5:1853-1861.

30. Ohnishi, T., A. Wada, M. Lauber, T. Yamano, and M. Okamoto. 1988.
Aldosterone biosynthesis in mitochondria of isolated zones of the adrenal cortex.
J. Steroid Biochem. 31:73-81.

31. Sasano, H., M. Okamoto, and N. Sasano. 1988. Immunohistochemical
study of cytochrome P450 11/i-hydroxylase in human adrenal cortex with miner-
alo- and glucocorticoid excess. Virchows Archiv. A Pathol. Anat. 413:313-318.

32. Nonaka, Y., M. Okamoto, K. Morahashi, S. Kirita, T. Hashimoto, and
T. Omura. 1992. Functional expression of cDNAs for bovine 1 1/3-hydroxylase-

aldosterone synthases, P450(11,B)-2 and -3 and their chimeras. J. Steroid Bio-
chem. 41:779-780.

33. Yanigabashi, K., M. Haniu, J. E. Shively, W. H. Shen, and P. Hall. 1986.
The synthesis of aldosterone by the adrenal cortex. Two zones (fasciculata and
glomerulosa) possess one enzyme for 11/,-, 18-,hydroxylation and aldehyde syn-
thesis. J. BioL Chem. 261:3556-3562.

34. Ogishima, T., F. Mitani, and Y. Ishimura. 1989. Isolation of two distinct
cytochromes P4501 13 with aldosterone synthase activity from Bovine adrenocor-
tical mitochondria. J. Biochem. 105:497-499.

35. Curnow, K. M., L. Slutsker, J. Vitek, T Cole, P. W. Speiser, M. I. New,
P. C. White, and L. Pascoe. 1993. Mutations in the CYPIIBI gene causing
congenital adrenal hyperplasia and hypertension cluster in exons 6, 7, and 8. Proc.
Nati. Acad. Sci. USA. 90:4552-4556.

36. Kawamoto, T., Y. Mitsuuchi, K. Toda, Y. Yokoyama, K. Miyahara, S.
Miura, T. Ohnishi, Y. Ichikawa, K. Nakao, H. Imura, S. Ulick, and Y. Shizuta.
1992. Role of steroid 1 1,/-hydroxylase and steroid 18-hydroxylase in the biosyn-
thesis of glucocorticoids and mineralocorticoids in humans. Proc. Nati. Acad. Sci.
USA. 89:1458-1462.

37. Pascoe, L., and K. M. Curnow. 1995. Genetic recombination as a cause
of inherited disorders of aldosterone and cortisol biosynthesis and a contributor
to genetic variation in blood pressure. Steroids. 60:22-27.

38. Oberfield, S. E., L. S. Levine, E. Stoner, D. Chow, W. Rauh, F. Greig,
S. M. Lee, E. Lightner, M. Witte, and M. I. New. 1981. Adrenal glomerulosa
function in patients with dexamethasone-suppressible hyperaldosteronism. J. Clin.
Endocrinol. & Metab. 53:158-164.

39. Jefcoate, C. R., B. C. McNamara, I. Artemenko, and T. Yamazaki. 1992.
Regulation of cholesterol movement to mitochondrial cytochrome P450scc in
steroid hormone synthesis. J. Steroid Biochem. 43:751-767.

2246 Pascoe et al.


