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Figure 1. Capped-stick and space-filling models of 5 from X-ray data.
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Figure 2. "H NMR spectra at 23 °C (500 MHz, 1:1 DMSO-d¢—CD;CN) of (a) synthetic
“avrainvillamide™ (2), (b) synthetic stephacidin B (1), (c) stephacidin B from a fungal source
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Authentic stephacidin B (500 MHz, 50% dg-DMSO-CD;CN)
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Synthetic stephacidin B (500 MHz, 50% ds-DMSO-CD;CN)
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Fig. 4B
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Synthetic stephacidin B (500 MHz, 50% ds-DMSO-CD;CN;
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GIS0 Data for Avrainvillamide Analogues: “Method C”

H.C
(+)-Avrainvillamide : 445.52 g/mol : (-)-Avrainvillamide : 445.52 g/mol SH-02: 454.51 g/mol C
GI50 values: LnCAP 0.3 pM 2.7 uM >20 pM
T-47D 0.4 pM 1.9 uM >20 uM
|
|
NH,
o] Hol
o]
o=
Stephacidin-amine Avrain-methylenedioxy: 407.43 g/mol Avrain-phenol : 379.42 g/mol JS-1I-303-2: 415.44 g/mol
>20 uM 9.9 uM >20 uM k > 20 uM
>20 pM 74 uM >20 uM >20 uM

Avrain-sulfone Avrain-nitrile Avrain-H : 363.42 g/mol Avrain-Amide : 451.51 g/mol
10 pyM >20 uM 10 uM >20 uM
5.9 UM >20 uM 8.1 uM >20 uM

values are based on at least four duplicate analyses (ie: 8 assays in total) over a minimum of two weeks

Fig. 13A
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GIS0 Data for Avrainvillamide Analogues Continued: “Method C”

N-Me Avrainvillamide

Avrain-nitrile Reduced Avrainvillamide
>20 uM >20 uM 1.7 pM*
>20 uM >20 pM 0.7 pM*

values are based on at least four duplicate analyses (ie: 8 assays in total) over a minimum of two weeks
* this compound got more active each week - becoming oxidized?

Fig. 13B
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N JS-1-224-1 : 433.51 g/mol Hig—nN

J8-I-157-1 : 433.51 g/mol J8-1-131-1 : 351.4 g/mol
GI50 values: LnCAP 3.8 uM 3.8 uM > 20 uM*
T-47D 2.6 yM 31 uM > 20 uM*

n_u>o

N
_SmOuO_.’ O
HN

o o

_+ _.«
\2 \Z
oo lNRe2acs
s T\

V\\O - MeO,C MeO,C
NHAc NHAc
4 J8-1-104-1:372.37 g/mol JS-1-129-1 : 358,39 g/mol JS-1-083-1 : 328.36 g/mol JS-1-119-1-1 : 386.4 g/mol
12 yM 10 pM* > 20 pM* > 20 pM*
6.2 uM 8.1 pM* 15 pM* > 20 pM*

values are based on at least four duplicate analyses (ie: 8 assays in total) over a minimum of two weeks
* these (mostly inactive) compounds have not been re-run in the three-day assay

JS-1-174

19
13

Fig. 14

-1:395.42 g/mol

pM
pM
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GIS50 Data for Nucleophile Adducts: “Method C”

CD,0

Glut-
ut-s CHy Methanol-d, adduct: 480.59 g/mol
Avrainvillamide Giutathione Adduct;
772 nM 528 nM
552 nM 718 nM

(+)-Avrainvillamide : 445.52 g/mol

496 nM

476 nM
(on the same day)

values are based on at least four duplicate analyses (ie:

H
CH, CD,CD,0 CH

Ethanol-d; adduct: 496.62 g/mol

380 nM
670 nM
OH
i
N
(O
MeO,C
AcHN  s.glut

Amino-Ester Glutathione Adduct:

20 uM
9.2 uyM

8 assays in total) over a minimum of two weeks

Fig. 15



PCT/US2006/009749

WO 2006/102097

20/33

GIS0 Data for Tetramethyl-Substituted Analogues: “Method C”

(e}

58

Me,-O,Me : 285.35 g/mol Me,-OMe : 271.36 g/mol Me,-H : 241.34 gimol
GIS50 values: LnCAP 6.1 uM 7.3 uM 4.2 uM
T-47D 1.7 uM 7.1 pM 1.4 pM
o o
& e
(e (S
(]
Me,-CO,Me : 299.37 g/mol ﬁ\o SH-03 : 454.51 g/mol JW-I-161 : 363.50 g/mol JS-1-190 : 670.90 g/mol
4.0 uM 5.2 uM=* 7.6 UM >20 pM ‘
4.6 pM 4.0 pM* 4.6 uM 7.5 pM
ﬁ_u-
o "
O (X0
PBN : 241.34 g/mol Me,-OAc : 299.37 g/mol
JS-I1-316-1: 235.24 g/mol
>20 uM >20 pM 11 uM*
>20 pM >20 pM 4.4 pM*

values are based on at least four duplicate analyses (ie: 8 assays in total) over a minimum of two weeks
* these (mostly inactive) compounds have not been re-run in the three-day assay

Fig. 16A
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GIS0 Data for Tetramethyl-Substituted Analogues Continued: “Method O:W
|

Romain_01 : 323.44 g/mol Romain_02 : 323.44 g/mol Romain_03 : 285.3807 g/mol
5.2 uM 2.2 uM not run
8.4 yM : 2.3 uM 82 uM

Fig. 16B

values are based on at least four duplicate analyses (ie: 8 assays in total) over a minimum of two weeks
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IC50 & GIS0 Data for Probe Compounds: “Method B”

JW-I1-194 : 706.93 g/mol

panp

0 JW-I-171 : 703.99 g/mol /ﬂ
GIS0 values: LnCAP 5.6 pM >20 pM
T-47D 7.0 uM 16 yM
9y \___ 0._.0
LI 7 -
o)
) "
0{)g ¥
JW-1-159 : 382.99 g/mol JW-1-191 : 385.51 g/mol
>20 pM >20 uM
>20 uM >20 pM

values are based on at least four duplicate analyses (ie: 8 assays in total) over a minimum of two weeks

Fig. 17
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Characterization: Decomposition of Stephacidin B
In DMSO and Cell Culture Media at 22.5 °C -- Monitored by HPLC
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1 mmol stephacidin B produces

~1.7 mmol avrainvillamide

> Avrainvillamide is the major species present under physiological conditions.

Fig. 18
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Characterization: Cell Cycle Effects
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Characterization: Apoptosis

Propidium lodide ——— »
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Propidium lodide

: 4000 nM
necrotic
cells - . T-47D

cells

Propidium lodide
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» Avrainvillamide induces apoptosis at 1 - 4 pM, necrosis at 8 uM
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Fig. 20
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whole cells

In-Cellulo Affinity-Based Probe (Pulldown) Experiments

1. lysis

2. streptavidin-
agarose

Fig. 21
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In-Cellulo Affinity-Based Probe (Pulldown) Experiments
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Fig. 22
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In-Cellulo Affinity-Based Probe (Pulldown) Experiments

T-47D cells

fgem yOsin © /10 (22687 228 k

e PCCA (77 1 75 kdla)
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<= PCCR (58 / 56 kda)

= ZCTIiN proteing

+ «== probably caspases

Legend: possible target
probable biotinylated protein
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© wmm pYruvate carboxylase {149 kd

Fig. 23
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Confirmation of CLIMP-63 by Western Blot
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Fig. 24
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Synthesis of the Probe:

0 =—=—Na
H C/U\/\/
® | 48 %
NO, Grubbs 1|
S
0 ch, CHs  CH,Cl, /A
97 %
o)
H3C | | Pdy(dba)s / Cu
HsC DMSO /70 °C
HsC  "CH, 51 %
o) NO,
HsC
HsC A
3 ZCH,
0" “CH,4

H3C  "CH,

PCT/US2006/009749
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OH CuCl/ CaCly / Cu _
HaC = > H3C
3 [ 78 % /
NO, EtsN
| CuCl
MeCN
OH | 54 %
NOZ , NOZ
T 2= O
N y AN
0" cH, BHT / m-xylene o CHs
88 %
Zn
EtOH / THF / NH4Cl (54
58 %
X
HN™ 'NH
H \''H
0
/\("Ts S
© (5 equiv.)
Grubbs I 43 %
CH,Cly / A

**Grubbs Il = Grubbs' second generation catalyst,
benzylidene[1 ,3-bis(2,4,6—trimethylphenyl)-Z-imidazoIidinylidene]dichIoro(tricyclohexylphsophine)ruthenium

Fig. 26A—
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Preparation of the biotin portion of the probe:
i X
HN/lLNH HN" NH
T o EDC/HOBT HY 4 vH
0
o 64 % 0O
Preparation of the "left half" of the probe and several analogues:
o O o]
LHMDS / Mel LHMDS / Mel H5C I, / DMAP H3C |
75 % 80 % HsC CCl, / pyridine ~ H3C
HsC
¥ CHs HsC™ “CH, 96 % H3C™ “CHs

Preparation of the "right half" of the natural product and several analogues:

nBu4N+I'/ K>CO;
acetone / 65 °C

NO,
| I

+ CHj

OH ClI”™ “CHs;

NO,

91 %

X

13 %

NO2 m-xylene
ke
(0] + CHs
CH3 (] CH3
CHs

86 %

NO,
Ol

CH,

0" “CHj

BHT

Fig. 26B
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Ways of Coupling the Left and Right Halves:

O
"Suzuk" M= B
0

/ sz(dba)3/Ba(OH)\

"Ullmann" M =1

Pd,(dba)z / Cu

\"Stille" M = SnBuj

Pd,(dba)s / PhsAs / Cul

typically > 50 %

Fig. 27

PCT/US2006/009749
0 NO,
AN

R— || || R
S

Zn

EtOH / THF / NH4Cl (5
typically ~ 50 %




	Biblio.	(p. 1)
	Desc.	(p. 2)
	Claims	(p. 166)
	Drawings	(p. 200)



