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Human type 5 17B-hydroxysteroid dehydrogenase
(17B-HSD5;AKR1C3) plays a major role in the me-
tabolism of androgens in peripheral tissues. In
prostate basal cells, this enzyme is involved in the
transformation of dehydroepiandrosterone into di-
hydrotestosterone, the most potent androgen. It is
thus a potential target for prostate cancer therapy
because it is understood that the testosterone for-
mation by this enzyme is an important factor, par-
ticularly in patients who have undergone surgical
or medical castration. Here we report the first
structure of a human type 5 173-HSD in two ternary
complexes, in which we found that the andro-
stenedione molecule has a different binding posi-
tion from that of testosterone. The two testoster-

one-binding orientations in the substrate-binding
site demonstrate the structural basis of the alter-
native binding and multispecificity of the enzyme.
Phe306 and Trp227 are the key residues involved in
ligand recognition as well as product release. A
safety belt in the cofactor-binding site enhances
nicotinamide adenine dinucleotide phosphate
binding and accounts for its high affinity as dem-
onstrated by kinetic studies. These structures have
provided a dynamic view of the enzyme reaction
converting androstenedione to testosterone as well
as valuable information for the development of po-
tent enzyme inhibitors. (Molecular Endocrinology 18:
1798-1807, 2004)

UMAN 17B-HYDROXYSTEROID dehydrogenase
H(1 7B-HSD) interconvert 17-ketosteroids and 17-
hydroxysteroids using nicotinamide adenine dinucle-
otide phosphate (NADP) as a cofactor in vitro. They are
responsible for the last step in the synthesis and the
first step in the inactivation of all sex steroid hor-
mones. Because the intracellular hormones play es-
sential roles in many biological activities throughout
human life, it is of major importance to study the
detailed structure-function relationship of enzymes in
this family. To date, 12 types of 173-HSDs have been
cloned and identified from different sources and spe-
cies (1-15). The members of this family share a low
sequence identity of around 17% (16) and each of
them plays a specific role in the biosynthesis or inac-
tivation of different steroid hormones in a tissue-spe-
cific manner. Among these enzymes, only one three-
dimensional structure, that of the estrogenic human
type 1 17B8-HSD has been reported (17-19), and a
potent inhibitor with nanomolar level affinity has been
designed based on the structural information (20).

Abbreviations: DHEA, dehydroepiandrosterone; DHT, 5a-
dihydrotestosterone; 38-HSD1, 33-hydroxysteroid dehydro-
genase; 17B-HSD, 17B-hydroxysteroid dehydrogenase;
NADP, nicotinamide adenine dinucleotide phosphate;
PDB, protein data bank; T-A, first testosterone; T-B, sec-
ond testosterone.
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In males, testosterone is normally produced by Ley-
dig cells of the testes and secreted into the plasma.
Testosterone is also carried to Sertoli cells of the tes-
tes, where it is converted into 5a-dihydrotestosterone
(DHT). Both testosterone and DHT are transported in
the plasma and delivered to target tissues. DHT is the
most potent androgen and is the key factor in many
male hormone-related diseases, such as prostate can-
cer (21). Testosterone can also be converted to DHT in
a number of peripheral target tissues. A crucial obser-
vation from prostate cancer studies was that, about
50% of DHT remained in the prostate of patients
whose testicles had been surgically removed or were
functionally blocked from secreting testosterone (22).
This observation showed that the remaining DHT in the
prostate after castration is synthesized from sources
other than testosterone of testicular origin. To block
testicular and adrenal sources of androgens, combi-
nation therapy using a LH-releasing hormone agonist
and a pure antiandrogen was developed and has been
widely used in advanced prostate cancer patients.
This led to the first demonstration of life prolongation
in prostate cancer patients (23, 24) and the proposal of
the mechanism of intracrine sex hormone synthesis in
peripheral tissues (25-28).

It is now well established that the prostatic tissue
efficiently transforms the inactive steroid precursor
dehydroepiandrosterone (DHEA) into the active andro-
gen DHT. Further research using in situ hybridization
and immunocytochemistry indicated that the DHT re-
maining in the prostate after castration can be synthe-
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sized locally from DHEA by the concerted action of
three enzymes, namely, type 1 33-hydroxysteroid de-
hydrogenase (33-HSD1), 173-HSD5, and type 2 5a-
reductase (29). As shown in Fig. 1A, A4-androstene-
3,17-dione (4-dione) is synthesized from DHEA by 33-
HSD1 in the basal cells; 173-HSD5 then carries out the
local conversion of 4-dione into testosterone; and fi-
nally, DHT is synthesized from testosterone by type 2
S5a-reductase in either the basal cells or the luminal
cells of the prostate. DHT then binds to androgen
receptors in the nuclei of luminal cells where prostate
cancer originates. The major role of 173-HSD5 in tes-
tosterone biosynthesis has also been demonstrated in
the human ovary (30), abdominal visceral adipose tis-
sue (31), and skin (32). The strategy of inhibitor design
for this enzyme has also been studied (33). The block-
age of 17B-HSD5 activity can interrupt this androgen
formation chain and thereby substantially eliminate the
intracrine synthesis of androgens in human peripheral
tissues (29). The inhibitors may thus contribute to the
treatment of prostate cancer or benign prostate hy-
perplasia, frequently found in aged men.

In vitro, homogeneous recombinant 173-HSD5 ex-
pressed in Escherechia coli functions as a 3-keto,
17-keto, and 20-ketosteroid reductase and as a 3a-,
17B-, and 20«a-hydroxysteroid oxidase. All the avail-
able results in the literature demonstrate the charac-
teristic multispecificity of the enzyme. From kinetic
studies in vitro, Penning et al. (34) reported that this
enzyme prefers androgen inactivation as a reductase.
In the same study, they also pointed out that the ability
of the enzyme to make testosterone may be more
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important in individuals who have undergone castra-
tion for the treatment of prostate cancer, which is in
agreement with the report of EI-Alfy et al. (29). Under
such circumstances where testicular sources of an-
drogens are absent, the physiological role of this en-
zyme in prostatic tissues favors the androgen biosyn-
thesis pathway as shown in Fig. 1A.

The multispecificity of 173-HSD5 raises questions
concerning how the enzyme can selectively recognize
different substrates and whether these substrates bind
to the same site. The answers to these questions have
awaited the determination of the first 3D-structure of
17B-HSD5, which will provide a better understanding
of the substrate recognition and multispecificity of this
important enzyme.

RESULTS AND DISCUSSION
Overall Structure

The structure of 173-HSD5 was determined in two
ternary complexes: 17B-HSD5/4-dione/NADP (P64
space group, 1 monomer/asymmetric unit, 42% sol-
vent content) and 17B-HSD5/testosterone/NADP (P2,
space group, 1 monomer/asymmetric unit, 45% sol-
vent content). The overall structure is similar to the
other structures in the aldo-keto reductase family (35).
The 17B-HSD5 structure has an eight-stranded «/B
barrel in its center, a typical folding motif in a large
family of enzymes, with each inner B-strand con-
nected to an outer a-helix. In addition, two B-strands

Fig. 1. The Role of 17B-HSD5 in the Androgen Formation and its Overall Structure

A, Schematic representation of DHT local formation in the peripheral tissues. 173-HSD5 is involved in the conversion from
4-dione to testosterone: 1) 4-dione is synthesized from DHEA by 33-HSD1 in the basal cells; 2) 17B-HSD5 then carries out the
local conversion of 4-dione into testosterone; 3) DHT is synthesized from testosterone by type 2 5a-reductase in either the basal
cells or the luminal cells of the prostate. B, The cartoon representation of 173-HSD5/testosterone/NADP structure. The
testosterone molecule is displayed in yellow stick and NADP molecule in red stick. Two B-strands (B1 and B2, colored in deep
blue) form a B-hairpin turn at the N terminus of the p-barrel; Two additional a-helix (H1 and H2) are colored in yellow and brown.
Four large loops, namely loop-A (L-A, blue), loop-B (L-B, green), loop-C (L-C, light green), and loop-D (L-D, red), form the
substrate and cofactor-binding sites at the C-terminal end of the «/B barrel. All figures are generated with program PyMOL

(DelLano, W. L., 2002; http://www.pymol.org).
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(B1 and B2) form a B-hairpin turn preceding g1 of the
barrel, blocking the N terminus of the p-barrel; one
a-helix (H1) interrupts between «7 and 88 and another
one (H2) follows «8 at the C terminus. Four large loops,
namely loop-A (residue 24-33), loop-B (residue 117—-
143), loop-C (residue 217-238), and loop-D (residue
301-323), help to form the substrate and cofactor-
binding site at the C-terminal end of the &/ barrel (Fig.
1B). In addition, the refined models from the two ter-
nary complexes have a root mean squared deviation of
0.61 A for 311 Ca atoms from the enzyme protein and
a maximum deviation of 3.1 A at Ca of Gly315. The
differences between the two forms are mainly associ-
ated with those residues located in the above-men-
tioned four loops and some residues at the N-terminal.
The cofactors in the two structures are located in the
same position with identical conformations. However,
the substrates adopt two significantly different confor-
mations as shown in Fig. 2.

Different Binding Modes for Testosterone
and 4-Dione

17B-HSD5 has a very hydrophobic substrate-binding
pocket. The nicotinamide ring of NADP and 17 resi-
dues, most of which are aromatic residues (Tyr24,
Leu54, Tyr55, Trp86, His117, Ser118, Pro119,
Met120, Ser129, Asn167, Phe306, Ser308, Ser310,
Phe311, Tyr317, Pro318, and Tyr319), form an ellipti-
cal cavity at the C-terminal end of the barrel. Many of
these aromatic residues have their side chains ori-
ented toward the binding pocket. As shown in Fig. 2,
the substrate and cofactor-binding sites of 173-HSD5
are located deep inside the enzyme. In the 173-HSD5/
4-dione/NADP structure (Fig. 2A), the substrate-bind-
ing site is compact and narrow. The entry for sub-
strate-binding is relatively small and has a scalene
triangular form. The volume of this cavity is about 450
A%, In the 17B-HSD5/testosterone/NADP structure
(Fig. 2B), the substrate-binding pocket is open to the
surface with the substrate (testosterone) lying toward
the cofactor-binding site. The volume of the cavity for
testosterone binding is much bigger than that for 4-di-
one (~790 A3). The hydrophobicity and flexibility of
this pocket are designed for the binding of different
steroids. The substrate binding pocket we observed in
17B-HSD5 is much closer to the protein surface and
less compact than that for estrogen in type 1 173-HSD
[protein data bank (PDB) code: 1I0L]. Similar compar-
ison is found between 17B-HSD5 and androgen re-
ceptor (PDB code: 1E3G), the latter has a narrow
ligand binding pocket deeply engulfed in the enzyme
protein.

In the 4-dione complex, a close look at the substrate
binding site reveals that the substrate is oriented with
the 17-keto position toward the center of the enzyme.
The steroid plane is almost perpendicular to the plane
of the nicotinamide ring of NADP with its B-face to-
ward the cofactor. On the other side, the a-face of the
steroid plane leans nicely on a flat surface in the bind-
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ing site, with the side chain of Phe311 stacking against
it. The 4-dione molecule binds deeply in the interior of
the barrel with the whole D-ring on the A-face of the
nicotinamide ring. The distance between the 17-keto
group of 4-dione and the C4 of the nicotinamide ring of
NADP is 7.2 A. This indicates that the 4-dione position
obtained from the crystal structure is not in the cata-
lytic position.

In the 17B-HSD5/testosterone/NADP complex, two
testosterone molecules could be identified at the same
binding site with different orientations (Fig. 3). The
density of the o-A weighted 2Fo-Fc map in the sub-
strate-binding site is a composite of two testosterone
molecules oppositely oriented with occupancy of the
first testosterone (T-A) of 65% and the second (T-B) of
35%. This result was double-checked by the omit map
in which both ligand molecules and the amino acids
within a 5-A distance were omitted. Under experimen-
tal conditions, it turns out to be more stable for tes-
tosterone to bind to the enzyme in a reversed binding
mode, with O3 close to the catalytic site, as shown by
the principle testosterone orientation (T-A) in Fig. 3A.
In this case, with a 3-keto group that orients toward
the cofactor, testosterone is supposed to mimic the
substrate of 3a-HSD. The two testosterone-binding
orientations in the substrate-binding site demonstrate
the structural basis of the alternative binding and mul-
tispecificity of the enzyme.

Due to the pseudo self-symmetry property in the
steroid core, one can rotate the steroid plane about
180° around an axis near C9 of the steroid core and
superimpose the A-ring to the D-ring and the B-ring to
the C-ring (36) (Fig. 3B). In the substrate-binding site,
a large portion of the electron densities can be shared
by two testosterone molecules. O17 of T-A and O3 of
T-B are almost superimposed, oriented toward the
surface of the protein. Each of the two oxygen atoms
forms two hydrogen bonds with two water molecules.
The major deviations in the superimposed ligands are
located in the O3 of T-A and O17 of T-B, as shown in
Fig. 3B. Both oxygen atoms have a good electron
density and each forms a strong hydrogen bond with
Oy of Ser118, O17 of T-B also forms a water-mediated
hydrogen bond. These hydrogen bonds are believed
to stabilize the conformation of testosterone in the
crystal structure. In addition to these hydrogen-bond-
ing interactions, testosterone has also strong hydro-
phobic interactions with the substrate-binding pocket.
The conformations of all those amino acids that form
the binding pocket remain the same for the two alter-
native binding modes.

As illustrated in Fig. 2C, in the complex of 17p3-
HSD5/testosterone/NADP, the steroid plane of T-A
moves to its B-face, which is closer to the NADP-
binding site, and forms an angle of about 35° with the
steroid plane of 4-dione in the 17B3-HSD5/4-dione/
NADP complex. The conformations of the side chains
of Phe306 and Trp227 in the two crystal forms are
dramatically different. Instead of being located on the
B-face of 4-dione, the side chains of Phe306 and
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Fig. 2. Testosterone and 4-Dione Have Different Docking Positions at the 173-HSD5 Substrate-Binding Site

A, The stereo view of the molecular surface at the substrate and cofactor binding site of 173-HSD5/4-dione/NADP complex:
4-dione molecule is presented in green sticks and NADP in cyan sticks. The substrate-binding site is compact and narrow. The
entry for substrate-binding is relatively small and has a scalene triangular shape. B, The stereo view of the molecular surface at
the substrate and cofactor binding site of 173-HSD5/testosterone/NADP complex: testosterone molecule is presented in green
sticks and NADP in cyan sticks. Testosterone molecule is lying toward the cofactor-binding site. C, Superimposition of two ternary
complexes structures at their substrate-binding sites. Arg226, Trp227 and Phe306 are located on the a-face of testosterone and
on the B-face of 4-dione (yellow, 17 3-HSD5/testosterone/NADP; cyan, 17 3-HSD5/4-dione/NADP). Note: to simplify the illustra-
tion, only one testosterone (T-A) from the 17B-HSD5/testosterone/NADP structure is shown in this figure as well as in Fig. 3A.

Trp227 are now located on the a-face of the steroid
core of testosterone, which forces the steroid to lie
toward the cofactor binding site. In the 17B-HSD5/
testosterone/NADP complex, the O17 of T-A and the
O3 of T-B were found to be located in the region where

several hydrophilic amino acids (Ser221, Glu222, and
Asp224) are grouped. At the other end of the steroid,
03 of T-A and O17 of T-B are close to the base of the
substrate-binding pocket, and both form a strong hy-
drogen bond with Oy of Ser118. In the 17B8-HSD5/
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Fig. 3. The Two Testosterone-Binding Orientations in the Substrate-Binding Site Demonstrate the Structural Basis of the

Alternative Binding and Multispecificity of the Enzyme

A, The stereo view of the substrate-binding site of 173-HSD5/testosterone/NADP complex. Residue Trp227 and Phe306 are
located on the a-face of the steroid core of T-A, which forces the steroid to lie toward the cofactor binding site. O3 of T-A forms
a strong hydrogen bond with Oy of Ser118. The density is the o-A weighted 2Fo-Fc map contoured at 1.00. B, The composite
electron density for two testosterone molecules oriented oppositely in the substrate-binding site (T-A in cyan stick and T-B is
brown stick). The density is the o-A weighted 2Fo-Fc map contoured at 0.9¢.

testosterone/NADP complex, we also found that the
N72 of Arg226 forms a strong hydrogen bond (2.7 A)
with the O of Ala70 from a symmetrically related
molecule, whereas in the 17B-HSD5/4-dione/NADP
complex, Arg226 forms two salt bridges with Asp224
(3.1 A) and GIu28 (2.8 A) in the same molecule.

Substrate Recognition

With the pseudo self-symmetry property of steroids
(36), one can expect that 4-dione can enter into its
binding with either the 17- or 3-positions toward the
catalytic position. In the 17B-HSD5/4-dione/NADP
structure we observed that due to steric hindrance
4-dione can only enter the binding site with the 17-
keto position toward the catalytic position. The key
amino acids, Phe306 and Trp227 play an important
role in substrate recognition as demonstrated by this
complex structure. As illustrated by Fig. 2A, the en-
trance to the substrate-binding site has a scalene tri-
angular form that adapts to the shape of the C19-
steroid. The side chains of Phe306 and Trp227 swing
toward the wall of the substrate-binding site, which
allows easy access of the substrate to the area with its
017 close to the nicotinamide ring of NADP, where the
reaction occurs. The distances between C18 of 4-di-

one and the benzene ring of Phe306, C19 of 4-dione
and the benzene ring of Phe306, C19 of 4-dione and
Trp227 are all around 4-5 A. If the substrate had
entered the binding site with 3-keto pointing toward
the enzyme, we would expect to encounter steric hin-
drance between C18 and C19 of the substrate and the
side chains of Phe306 and Trp227. In the model with
a reversed 4-dione, C18 would be 3.2 A from the side
chain of Phe306 and C19 would be 3.7 A from the side
chain of Trp227. This means that in the case of the
reversed 4-dione binding mode, the side chains of
Phe306 and Trp227 need to shift further toward the
wall of the substrate-binding site to lead the 3-keto of
4-dione to the catalytic region. In fact, it was shown in
our Kinetic studies that testosterone is the only prod-
uct formed when initial velocities were measured with
4-dione as the substrate, thereby demonstrating that
4-dione can access the binding site correctly to be
catalyzed.

NADP-Binding Site

In both ternary complex structures, the NADP mole-
cule was well defined at approximately the same bind-
ing position with an unusual extended conformation
across the (a/B)s barrel. The nicotinamide ring of
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NADP is located at the bottom of the active site, which
makes the hydrogen of C4N accessible from the sub-
strate. A strong network of hydrogen bonds and
charged-coupling interactions were found between
NADP and residues Tyr24, Asp50, Ser166, Asn167,
GIn190, Ser217, Ser221, Lys270, Ser271, Arg276,
GIn279, and Asn280 of the enzyme. Interestingly, a
safety belt was found at the NADP-binding site. Res-
idue Glu222 from the flexible loop-C bends over the
pyrophosphate of NADP and forms two salt links
with N¢ of Lys270 from B-strand 266-271 (3.1 A) and
the carboxylic oxygen of Tyr24 from B-strand 19-24
(2.9 A (Fig. 4). This safety belt seems to shift the
loop-C much closer to the cofactor, significantly
enhancing the cofactor affinity. This is strongly sup-
ported by the steady-state kinetic assay, which has
shown a K,, of 7.1 nv for NADP in the oxidation
reaction.

The safety belt is absent in structures of rat 3a-HSD
(88), human 3a-HSD3 (39), and human 20a-HSD (40).
Comparing the amino acid sequences surrounding the
cofactor-binding site in the rat 3a-HSD, human 3a-
HSDS3, human 20a-HSD, and human 17B-HSD5 en-
zymes, we find that the key substitution for the cofactor-
binding site among these structures is at position 222. In
the rat 3a-HSD enzyme, the side chain of Ser222 is too
short to form a hydrogen bond with Arg270 or Tyr24.
Similarly, His 222 in human 3a-HSD3 and 20a-HSD is
also unable to form a bond with Lys270 because the
nitrogen atoms in the side chains of His222 and Lys270
are hydrogen bond donors but not acceptors. As a re-
sult, the side chain of His222 is shifted toward the sub-
strate-binding pocket thus affecting substrate binding.

A Dynamic Model for the Enzyme Reaction

From the above described crystal structures of 173-
HSD?5 in the two complexes, we propose a model that

Fig. 4. Safety Belt in NADP-Binding Site

Residue Glu222 from the flexible loop-C bends over the
pyrophosphate of NADP and forms two salt links with N¢ of
Lys270 from p-strand 266-271 (3.1 A) and the carboxylic
oxygen of Tyr24 from B-strand 19-24 (2.9 A).
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may interpret the conversion of 4-dione into testoster-
one by 17B-HSD5. First, from the crystal structures,
we found two tunnels that were well designed for
substrate entry (4-dione in 17B-HSD5/4-dione/NADP
complex) and product release (testosterone in 173-
HSD5/testosterone/NADP). The entrance tunnel is
formed by loop-B, loop-C, and loop-D. This is the
most accessible area from the surface to the sub-
strate-binding site, as shown in Fig. 1B and 2A. The
releasing tunnel is located between loop-A and
loop-C, at the bottom where the NADP cofactor lies,
as shown in Figs. 1B and 2B.

Recognized by Phe306 and Trp227, 4-dione can
enter the substrate-binding site through the entrance
tunnel with the 17-keto position toward the center of
the enzyme. Under normal catalytic conditions, the
conversion of 4-dione to testosterone occurs at the
catalytic site near the nicotinamide ring of NADPH.
The reaction induces conformational changes in both
the nicotinamide ring of NADPH and the D-ring of the
steroid and these conformation changes force the ste-
roid to move away from the catalytic site. The product
of this reaction, testosterone, has then to reposition
itself in the substrate-binding site after reaction. The
new position of testosterone can be demonstrated in
the 173-HSD5/testosterone/NADP complex structure.
The 17-hydroxy group of the steroid forms a hydrogen
bond with Oy of Ser118, immobilizing the position at
the D-ring end and allowing movement only at the end
of the A-ring. As shown in Fig. 2C, the steroid plane of
testosterone rotates toward its p-face for about 35°
from the original substrate-binding position. In this
structure, the O3-keto of T-B is also stabilized by two
solvent-induced hydrogen bonds. At the same time,
the side chains of Trp227 and Phe306 are forced to
swing to the a-face of testosterone to accommodate
the repositioning of the steroid. Loop-C also moves
closer to the substrate entrance tunnel than in the
17B-HSD5/4-dione/NADP structure. Most side chain
conformations at this stage are believed to be close to
those that we observed in the 17B-HSD5/testoster-
one/NADP structure.

The conformational changes of Trp227 and Phe306
can trigger the product release. As we mentioned be-
fore, Trp227 and Phe306 are the key amino acids for
substrate recognition. The side chains of these two
residues are located on the a-face of testosterone
after the reaction occurs (shown in the 173-HSD5/
testosterone/NADP structure). This is not their favorite
conformation and they tend to turn toward the inside
of the enzyme molecule. This movement can result in
the breaking of the hydrogen bond formed between
the 17-OH of testosterone and the Oy of Ser118.
These two residues further push testosterone toward
its releasing tunnel. This tunnel consists of two flexible
loops, loop-A and loop-C, which also form a short
tunnel for the pyrophosphate bridge of the NADP. The
release of testosterone could induce a series of con-
formational changes in loop-C that makes the break-
ing of the safety belt for NADP binding.
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It has been reported that 173-HSD5 functions as a
dual pyridine nucleotide-specific reductase and cata-
lyzes an ordered bi-bi mechanism, in which steroid
substrate binds to the enzyme after the cofactor,
whereas the steroid product releases from the enzyme
before the cofactor (41). As shown in the rat liver
3a-HSD apoenzyme structure (42) (PDB code: 1RAL)
and with the NADP binary complex structure (43) (PDB
code: 1LWI), the loop-C stays away from the center of
the barrel, leaving the cofactor binding site open to the
solvent surface. From our two ternary complexes, we
suggest that the movement of this loop may permit the
cofactor to enter and to be released from its binding
site. When NADPH binds to the enzyme, it mediates a
strong network of hydrogen bonds and charge-cou-
pling interactions with some residues from the barrel
and loop-C. These interactions turn the loop toward
the center of the barrel. As a result, Glu222 from this
loop forms the safety belt with the two residues,
Lys270 and Tyr24, that are located in two B-strands
from the core o/B barrel motif. The safety belt further
tightens the cofactor binding. The dissociation of
NADP would require a conformational change that can
be initiated by the release of the product as described
above.

Divergent Evolution

It has been pointed out that the o/B barrel enzymes
may have diverged from a common ancestor, based
on structural and chemical evidence (35). Sequence
comparison of the four HSD enzymes from the aldo-
keto reductase family shows that 173-HSD5 shares
69.6%, 87.9%, and 87.8% sequence identities with rat
3a-HSD, human 3a-HSD3, and human 20«a-HSD, re-
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spectively. Rat liver 3a-HSD apoenzyme structure
(42), its binary complex structure with NADP (43) and
its ternary complex with testosterone and NADP (38)
have been reported. Human type 3a-HSD ternary
structure with testosterone and NADP, and human
20a-HSD ternary complex structure with 20a-OH
progesterone and NADP have also been solved (39,
40, 44). With the availability of all these structures, we
can better compare the differences between the en-
zymes and look for their evolutionary relationship.

In the 17B-HSD5/testosterone/NADP complex
structure, Ser118 plays an important role in substrate
binding. The Oy of Ser118 forms a strong hydrogen
bond (2.6 A) with the O3 of testosterone. This hydro-
gen bond allows testosterone to bind deeply at the
base of the substrate-binding site. The corresponding
residue to Ser118 in the other three enzymes is
Phe118, a much bulkier amino acid than serine. In rat
3a-HSD, human 3a-HSD3, and human 20«a-HSD
structures, Phe118 cannot form a hydrogen bond with
the substrate, and it pushes testosterone much further
toward the surface of the enzyme. The differences
between the testosterone-binding positions in the hu-
man 17p-HSD5-testosterone-NADP complex and rat
3a-HSD-testosterone-NADP complex are shown in
Fig. 5.

The above comparison provides direct structural
evidence to explain why only 173-HSD5 has both sig-
nificant 17-keto reductase and 17B-hydroxysteroid
oxidase activities among the four enzymes previously
mentioned, providing structural intracrine androgen
formation evidence of a divergent evolution among
this enzyme family. Although the establishment of the
enzyme’s major function requires a detailed study at
the cellular level (41), these structures provide a strong

Fig. 5. Superimposition of Rat 3a-HSD-Testosterone-NADP (Yellow) and Human 17B-HSD5-Testosterone-NADP (Cyan)

Complexes

Ser118 of 17B-HSD5 allows testosterone to bind further into the base of the binding pocket by forming a strong hydrogen bond.



Qiu et al. ® Two Ternary Complex Structures of 173-HSD5

Mol Endocrinol, July 2004, 18(7):1798-1807 1805

Table 1. Data Processing and Refinement Statistics of the 173-HSD5/Testosterone/NADP and 173-HSD5/4-Dione/

NADP Complexes

Complex Form

17B-HSD5/Testosterone/NADP

17B-HSD5/4-Dione/NADP

Resolution range (A) 30.0-1.32 30.0-2.0
Space group P2, P64
Unit cell a=47.41;b = 77.16; ¢ = 48.47 A a=110.58; b = 110.58; c = 56.89 A
B =116.32°
Reryst/Riree (%) 19.8/22.1 18.5/24.2
Number of atoms
Protein (nonhydrogen) 2490 2529
Substrates 42 21
NADP 48 48
Cl~ 2 N/A
Acetate N/A 4
Water 345 275
RMS deviations
Bonds (&) 0.005 0.006
Angle (°) 1.25 1.24
Dihedrals angle (°) 22.04 21.80
Planarity (°) 0.88 0.82
Mean B factors (A2
Protein main chain 16.2 17.8
Protein side chain 19.1 21.5
Substrates 22.8 36.0
NADP 12.6 143
Cl™ 17.9 N/A
Acetate 30.5
Water 28.9 33.0

RMS, Root mean squared; N/A, not available; R,y € [FO — Fc]/e Fo; Ry, calculated with 5% of data withheld from refinement.

basis for the study of the structure, function, and in-
hibition of this important enzyme.

MATERIALS AND METHODS

Purification and Crystallization

Human 17B-HSD5/GST was expressed in E. coli. The en-
zyme was purified using a GST column and a Blue Sepha-
rose 6B column. Although the enzyme was reported to be
highly labile (5), we were able to improve the recovery and
specific activity of the enzyme using freeze-thaw disrup-
tion in the presence of 0.8% B-OG and the cofactor NADP.
The purified protein was stable at 27 C for more than 1 wk.
Before crystallization, the protein was concentrated to
20 mg/ml in its stock buffer. The vapor diffusion (hanging
drop) method was used for enzyme crystallization. Two
forms of crystals were obtained under the following crys-
tallization conditions: 0.1 m Tris (pH 8.5), 0.2 m MgCl,, and
30% polyethylene glycol 3000, and 0.1 M sodium cacody-
late (pH 6.5), 0.2 M magnesium acetate, and 20% polyeth-
ylene glycol 8000 in the reservoir solution (45). Although
testosterone and NADP were present in both crystallization
conditions, in the refined substrate-binding site we ob-
served only 4-dione in the P65 form that was crystallized at
pH 6.5, and testosterone in the P2, form that was obtained
at pH 8.5.

Evaluation of the Cofactor’s Apparent Affinity

The apparent affinity of the cofactor was evaluated by the
measurement of the cofactor K, of 173-oxidation. The initial

reaction velocities were measured in the presence of a con-
stant testosterone concentration (2 um) and NADP concen-
trations varying from 0.01-0.1 um at pH 7.5; the K, was then
obtained from the Lineweaver-Burke reciprocal plot.

Data Collection and Reduction

Two data sets were collected at 100K with monochromatic
synchrotron radiation (A\ = 0.95 A) using a Quantum-4 CCD
detector at the X-8 C beamline (Brookhaven National Labo-
ratory, Upton, NY). Data were processed using the DENZO
and SCALEPACK program (46). The processing statistics
data are given in Table 1.

Structure Solution and Refinement

Human 17B-HSD5 shares 69.9% sequence identity with rat
3a-HSD, whose x-ray structure, in complex with testosterone
and NADP, was solved to a resolution of 2.5 A (38). The struc-
ture of 17 3-HSD5 with a P65 space group was first solved using
the rat 3a-HSD structure as the search model (PDB code 1AFS).
EPMR was used to carry out the molecular replacement (47). A
correlation coefficient factor of 0.529 and an R-factor of 42.9%
were obtained. The model for the P2, crystal was then obtained
using the refined 173-HSD5 model from the P6; structure as the
search model. A correlation coefficient factor of 0.525 and an
R-factor of 40.4% were obtained.

The models for 173-HSD5 were auto rebuilt by one cycle
of ARP-wARP (48) and subjected to multiple cycles of model
rebuilding with program O (49) and refined with Refmac5 (50).
The models for cofactors and substrates were carefully built
into the densities based on the omit density map and o-A
weighted 2Fo-Fc map. The qualities of both structures were
shown in Table 1.

An acetate molecule was also defined near the substrate
and cofactor binding sites in the 17B-HSD5/4/dione/NADP
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complex. Two chloride ions were defined near the substrate-
binding site in the 17B-HSD5/testosterone/NADP complex.
Water molecules were gradually added to the model by using
the ARP-wARP program and then removed manually by the
O program.
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