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Biological methods

The HCV replicon assay was performed in the stable replicon cell line 2209-23 derived
from Huh-7 cells stably transfected with a bicistronic HCV replicon (genotype 1b) expressing
the Renilla luciferase reporter gene, as described."?

Analytical methods.

The analytical RP-HPLC system consisted of Waters 2695 Alliance separation module,
Waters 996 photodiode array detector, and Micromass ZQ2000 mass detector (operated in
+ESI). The columns used were an Atlantis dC18, 3 x 150 mm, 3 um, 100A from Waters and
Hypercarb, 50 x 3, 3 um, from Thermo Electron Corporation. The mobile phases were based on
water/acetonitrile containing 5 mM ammonium acetate. LC-MS accurate mass measurements
were performed using a HDMS Synapt instrument from Waters (UK) equipped with a lockspray
interface, connected to a Waters Aquity system. The acquisition range was m/z 100 to 1000 with
an acquisition time of 0.15 s (+ESI). Leucine enkephalin was used as lock mass. The reversed
phase column was an YMC-UltraHT Pro Cjs, 2.1 x 50 mm, 2um, 120A from YMC (U.S.A) and
the mobile phases were based on water/acetonitrile containing 0.2% formic acid. 'H - and "°C -
NMR experiments were carried out on Varian spectrometer (UNITY INOVA) at magnetic field
strength of 11.7 T operating at 499.84 MHz for 'H and 125.67 MHz for ">C, unless otherwise
stated. The spectrometer was equipped with 'H, C, "N 5 mm Indirect detected Cryo Probe. 'H
and "°C pulses were applied with 36.8 kHz and 15.7 kHz field, respectively. °C decoupling was
performed using GARP with 8.8 kHz field strength. To avoid the spinning artifacts, all spectra
were measured on non-spinning samples. All experiments have been done at temperature 25 °C.
The assignment of the 'H - and "*C resonances have been based on homonuclear 2D COSY and
NOESY experiments as well as on inverse heteronuclear experiments, gHSQC and gHMBC.
For COSY and NOESY experiments, the data sets were recorded as 2 K x 256 real matrix with 4

(and 16) scans for each t; value and a spectral width of 14 ppm. For gHSQC and gHMBC, the
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data sets were recorded as 2 K x 256 real matrix with 4 scans for each t; value and a spectral
width of 14 ppm in F2 and 230 ppm in F1 with the carrier 6 and 125 ppm, respectively. In all

cases the recycle delay used was 2.0 s.

Compound Mw (Da) Purity (%)
10 286.1 98.9
17 286.1 99.6
20 286.1 94.2
28 286.1 97.6
34 305.1 99.8
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1-(4’-Azido-2'-deoxy-2'-fluoro-f-D-ribofuranosyl)cytosine (10).
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Data File C:\EZXDATA\GENADIY\11-08\201108-MSV12111-03374.D
Sample Name: MSV121

NH,

Acg. Operator

Acqg. Instrument :
: 2008-11-20 12:47:35 Inj : 1

Injection Date

Acq. Method
Last changed

Analysis Method :
: 2008-11-18 11:26:26 by Christian Sund

Last changed

Method Info

Sample Info

: Genadiy Kalayanov

MIKI Location : Vial 5

Inj Volume : 5 nl

: C:\Chem32\1\METHODS\ROCHES.M
: 2008-11-20 12:47:10 by Genadiy Kalayanov

(modified after loading)
C:\Chem32\1\METHODS\PNO599A3.M

{modified after loading)

: STANDARD METHOD (pos and neg ionizaion); 5 to 99 % ACN in 3 min

Flow: 0.8 ml/min. UV=210-400 nm, ACE C8 3 * 50 mm
Mobile phase A: 10 mM NH4Ac in 90% H20, B: 10 mM NH4Ac in 90% ACN

T a

Agilent Easy-Access Method: 'Roche 5 min’
*#% No target masses specified ***

*DAD1 A, Sig=305,180 Ref=off (C:\EZXDATA\GENADIY\11-081201108-MSV12111-03374.D)

Data File C:\EZXDATA\GENADIY\11-08\201108-MSV12111-03374.D
Sample Name: MSV1Z21L

Area Percent Report

Sorted By
Multiplier
Dilution

Signal
1.0000
1.0000

Use Multiplier & Dilution Factor with ISTDs

Signal 1: DAD1 A, Sig=305,190 Ref=off
Signal has been modified after loading from rawdata file!

Peak RetTime Type Width Area Height Area
# [min] [min] {mAU*s] [mAU] 3
mmm | | i | [ = | mrmrm e | [
1 1.358 BB 0.0903 67.67107 11.22322 0.4451
2 4.315 BV 0.1754 1.50299e4 1444.23279 98.8579
3 4.613 VB 0.1209 105.97323 11.56340 0.8970
Totals 1.52035e4 1467.01941
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1-(4’-Azido-2’-deoxy-2’-fluoro-f3-D-arabinofuranosyl)cytosine (17).
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MV062281-1
0301zg041 Sm (Mn, 2x3) 2. Diode Array
745 _ Range: 2.6762+2
107581984 . Area
B Time: Heigght Area  Arsa%
4.58 36042 11126.62 0m
24042 503 8494 184497 000
746 266119168 10758198400 9964
E Q.27 253094 5286310 0.05
880 183024 3292082 003
2 2e+24 1013 1316851 28623994 027
2.0e+24
18e+24
1.6e+2
14e+24
- E
Ed
12e+24
1.0e+2
G.0e+14
6.0e+14
4. 0e+14
2.0e+1
E 458 503 8.27 1013
11127 1845 52863 86240
0.0 Time
T T T T T T T T T T T T T
000 1.00 200 3.00 4.00 5.00 6.00 5.00 10.00 11.00
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1-(4’-Azido-3'-deoxy-3'-fluoro-f-D-xylofuranosyl)cytosine (20).
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Data File C:%CHEM32)1\DATA\CUMMINMI\PASS102-147-A%-R1.D
Sample MName: PAIS102-147

Chiralpak A3-H 85¢/15 HexanesfEtOH @ 1.2 mlfmin

Injection Date 1042720058 5:15:57 FPM

Sample Name : PA3S102-147 Location @ Vial 33
Acg. Operator : Marouis Cumminegs

Aeg. Instrument : 1100HPLC Inj Volume = & pl
Acg. Method : CiWCHEM3Z2W1WZMETHODSWZS AS AN.M

Last changed : 10/27/2008 4:45:25 PM bv Marquis Cummings
{modified after loadineg)
Analwsis Method : C:%\CHEM3Z2)1\METHOD3YZS5 07 AN.M
Last chanoged : 10/28/2008 2:56:04 PM bw Marcquis Cummings
(modified after loadineg)
DADT A, Sig=254 4 Ret 380,20 (CUMMINMTWPASST0Z-147 -A5-R1.00

mal b4

]
"
&
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e

240
00 4
140
00

554
s

a0 @
T T T T

o 5 10
DADT B, Sig=230 8 Ret 380,20 (CUMMINM WP ASET0Z-147 -A5-R1.00

,}5.

240
200 o
150
00

Area Percent Rewnort

Jorted Bw : Sicmal
Multiplier : 1.0000
Dilution : 1.0000

Use Multiplier & Dilution Factor with ISTDs

Sigmal 1: DADL A, Sig=254,4 Ref=380,20
Peak RetTime Type Width Area Height Area
# [min] [min] [mAT*=] [mATT] ]
el |---=1--===-- |———————-—= | == |———m = |
1 12,234 HF 0.58174 1.57575e4 3Z1.27060 94,1905
Z 16.554 FH 1.40587 S71.851z2% 11.45524 5.8055

Totals : 1.67252e4 332, 768584

1100HPLC 10/258/2008 2:56:07 PM Marcquis Cummings Fage 1 of 2
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1-(4’-Azido-3'-deoxy-3'-fluoro-B-D-ribofuranosyl)cytosine (28)
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Print of window 38: Current Chromatogram(s)
Bpurel?2 :
Agilent Easy-BRccess Method: 'Roche Method!
*%%* No target masses specified *+%*

Injection Date : 2004-07-01 13:06:39 PM )

Sample Name : 39944Bpurel?2 Location : Vial 3
Acg. Operator : Christian Sund

Acg. Instrument : INSTRUMENTL Inj Volume : 5 pl
Acg. Method ¥ C:\HPCHEM\1\METHODS\ROCHE_GR.M

Last changed : 2004-07-01 13:04:25 PM by Christian Sund

(medified after loading)

Bnalysis Method : C:\HPCHEM\l\METHODS\ROCHE_GR.M

Last changed : 2004-07-01 14:32:20 PM by Genadiy Kalayanov
(modified after loading)

Gradient ACN/H20: 10/90 --> 90/10 in 10 min

Flow: 1.0 ml/min, 266 nm

HyperCArb 4.6 * 100 mm

Data File C:\EZXDATA\CHRSUN\07-04\01100011.D

Signal 1: VWDL1 A, Wavelength=266 nm

Peak Time Type Area Height Area
# [min] [mAU*s] [mAUT] %
e R REREEREE | <mmmmenee | <mmmee |
i 1.437 PB 27.44311 2.81430 1.4286
2 6.412 BB 1874.70911 212.52504 97.5971
3 7.487 VB 18.71289 2.19273 0.9742
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VWDI A, Wavelength=266 nm (C\EZXDATA\CHR SUNW7-0401100011.DY ™~
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1-(4’-Azido-2’-dideoxy-2",2’-difluoro-B-D-ribofuranosyl)cytosine (34).

MV063774-1

0501zg044 SPRN, 243) 2: Diode Array
673 _ Range: 2.7018+2
98257296 N Area
26e+24 Tirne Height Arga Araath
536 1817 226.80 0.00
73 289317312 8826729800 9984
786 223228 13808013 014
24e+2
2.2e+29
2.0e+2
1.8e+24
16e+2
14e+24
=
Ed
12e+2
1.0e+2
6.0e+1
6.0e+1
4.0e+1
2.0e+1
0.0
T T T T T T T T T T T T T T T T T T T T T Time
o.00 1.00 200 3.00 4.00 5.00 &.00 7.00 8.00 8.00 10.00
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