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Abstract—HCV NS5B RNA-dependent RNA polymerase (NS5B) is essential for viral replication and is therefore considered a tar-
get for antiviral drug development. From our ongoing screening effort in the search for new anti-HCV agents, a novel inhibitor 1
with low pM activity against the HCV NS5B polymerase was identified. SAR analysis indicated the optimal substitution pattern
required for activity, for example, carboxylic acid group at 2-position of thiophene ring. We describe the steps taken to identify
and solve the bioactive conformation of derivative 6 through the use of the transferred NOE method (trNOE).

© 2004 Elsevier Ltd. All rights reserved.

Transferred NOE! (trNOE) is increasingly used in the
drug discovery? process, as it provides structural insights
about the conformation of an inhibitor bound to an
appropriate macromolecular target. In order to observe
trNOEs, the inhibitor has to undergo rapid on/off
exchange between the free and target-bound state mak-
ing this method particularly attractive during the early
steps of a drug discovery program. We have successfully
applied the trNOE method and provided structural
insight to our ongoing development of antiviral agents
against the Hepatitis C virus (HCV). The urgent need
of new anti-HCV agents is accentuated by increasing
global infection levels to more that 170 million and the
lack of effective therapies or vaccines. In addition, the
incidence increases by 3—4 million per year, and it is
estimated that 80% of those infected will develop
chronic infection, and about 20% and 5% will develop
cirrhosis and hepatocellular carcinoma, respectively.*>
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HCYV is a member of the Flaviviridae family and is a sin-
gle-stranded positive RNA® virus that encodes a large
polypeptide (9.6kb; about 3000 amino acids). Complete
polypeptide maturation yields structural C, E1, E2 and
non-structural NS2, NS3, NS4A, NS4B, NS5A, NS5B
proteins. It has been demonstrated that the virally
encoded NS5B RNA-dependent RNA polymerase is
essential for viral replication’® and is therefore consid-
ered a viable target for antiviral drug development.
Three groups have solved independently the NS5B crys-
tal structure'®'? and no bioactive solution conforma-
tion has been reported for any of the known
inhibitors.!* Recently, we have reported the first X-ray
structure of a N,N-disubstituted phenylalanine bound
to NS5B polymerase at an allosteric site'* followed by
structure-activity relationship (SAR) studies.!”*® Our
ongoing efforts in the search for new anti-HCV agents
resulted in the discovery of a novel inhibitor 1 with
low uM activity against HCV polymerase. SAR analysis
indicated that the carboxylic acid at position 2 of the
thiophene was beneficial for activity; carboxylic acid 2
was almost threefold more potent than the correspond-
ing carboxamide 1. The complete details of our optimi-
zation program are described elsewhere. !5
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In this report, we describe the steps taken to determine
the bioactive conformation of sulfonamide derivative 6
through the use of trNOE. Weakly binding sulfonamide
2 was chosen as a starting point for screening by 1D pro-
ton NMR differential line broadening (DLB) as a meas-
ure of specific complexation. Although 2 exhibited DLB
upon addition of the HCV NS5B polymerase pre-com-
plexed with poly[rA]/oligo[dT] template-primer,'® no
trNOEs were observed. Low concentration of the bound
state probably resulted in undetectable trNOEs due to
the observed low solubility of the inhibitor-polymerase
complex. It is interesting to note that in the absence of
the template-primer, weak DLB was observed and no
DLB resulted from template-primer in absence of
NS5B. Therefore, the presence of template-primer
appears to play an important role in the integrity of
the binding site.

Synthetic efforts (Schemes 1 and 2) were therefore
undertaken to increase the solubility of this class of
inhibitors by introducing a pyridyl ring on either the
5- or 3-positions of the thiophene ring. Introducing a
2-pyridyl function at the 3-position of the thiophene ring
(Compound 3) retained weak anti-NS5B activity (ICs,
4 uM) and increased solubility by 10-fold. Unfortunately
no trNOEs were observed due to extensive protein pre-
cipitation within 2h after complex formation.

We therefore explored the possibility of introducing a 4-
pyridyl function at the 5-position of the thiophene ring
and pyridine analog 5 was found to retain weak anti-
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NS5B activity (ICsg 4 uM). The solubility of 5§ was sim-
ilar to that of 3 but the complex stability was still less
than 2h. Weaker binders such as 4 (ICsy 15uM) and 6
(ICs50 25uM) were then evaluated. DLB was observed
for both analogues and surprisingly the weakest pyridyl
analogue 6 exhibited the best NS5B induced DLB. In
addition, the ternary complex was stable for almost 4h
and therefore 6 was chosen for NMR data collection.

Key trNOE correlations between the pyridyl ring proton
[a] (see labeled structure in Fig. 1), phenyl protons
[f g.h], and the thiophene proton [e] can be clearly seen
in the 2D water flip-back 'H NOESY spectrum of 6
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Figure 1. The water flip-back 2D-NOESY for bound 6 at 800 MHz
and 298K, with a mixing time of 50ms. The boxed NOE cross-peaks
appear upon NS5B binding and are of same sign as the diagonal peaks.
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Scheme 2. Reagents and conditions: Method A (i) LiOH, dioxane, H,O, reflux; (i) ArSO,Cl, Na,COs;, dioxane, H,O. Method B (i) ArSO,Cl,
DMAP, CH,Cl,, H,O; (ii) LiOH, dioxane, H,0O, reflux. (a) o-Toluenesulfonyl chloride, Et,O, DMAP, CH,Cl,. (b) LiOH, dioxane. (c) 2-Propene,
H,SO,, dioxane, 60°C. (d) LDA, (BrCF;),, —78°C. (e) 4-Pyridyl-B(OH),, Pd(PPhy),. (f) TFA, CH,Cl, rt.
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(boxed cross-peaks) shown in Figure 1. Pyridyl ring pro-
ton [d] also correlated with phenyl [f,g,h] and thiophene
[e] protons, but to a weaker extent as compared to pro-
ton [a] correlations. This observation was key in deduc-
ing the orientation of the pyridyl nitrogen with respect
to proton [a] and thereof putting the [a] proton closest
to the thiophene proton [e]. Pyridyl proton [c] correlated
equally as [a] with all phenyl and thiophene protons.

The observed trNOE correlations maximized when
recorded at mixing times between 50 and 70ms and no
NOE’s were observed for the free sulfonamide 6. Con-
formational searches!” generated low energy structures
(Fig. 2A) that could not explain the observed trNOE
correlations. Applying the strongest NOE contacts [d—
f] and [a—e] at ~4 A range followed by [a—f] at 4-5A
range quickly shaped 6 into a ‘bent’ structure that was

Figure 2. (A) Lowest energy structure obtained from stochastic conformational search. (B) Low energy structure derived from NMR data of 6 when

bound to NS5B.
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Figure 3. Back-calculated simulated NOESY of the NMR-derived bent-shape sulfonamide 6.
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not very different to the final NMR derived structure as
depicted in Figure 2B. The trNOE back-calculations of
this bent shape of 6 reproduced all intense experimental
trNOE’s (more than 98% of boxed cross-peaks seen in
Fig. 1) as shown in Figure 3.'8

The very weak trNOE’s were not considered in the struc-
ture calculations or in the back-calculations as they may
arise from complex-mediated spin diffusion which is yet
of unknown nature.

In summary, a trNOE structure of a soluble sulfon-
amide is reported; the ‘bent’ shape character provided
the first understanding towards better inhibitor design.
The solution conformation of 6 bound to HCV NS5B
polymerase has also been confirmed by X-ray crystallo-
graphy of a related sulfonamide analogue/NS5B com-
plex and these findings will be described elsewhere.
Finally, we are attempting to understand the role of
the template-primer since this study indicates that ade-
quate inhibitor binding to the NS5B is dependent on
the presence of template-primer.
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