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=y | FSK4 | FSK4 FSK4 Mito | HEP- | HEP- | HEP- | HEP- HEP-G2

E X ECsp { Emax {fZE | State- | G2 G2 G2 G2 Long Emax / Tox
(uM) [(FCCP%)|(FCCP%) 4 ECso Emax Emax
(uM) [(FCCP%)| (uM)
1 Ok 40 45 100 15
2 - 290 35 1000
3 - 270 75 1000
4 - 150 70 1000 | 1.4
5 0.1 100 115 - 0.06 95 0.3 1.7 Long Emax
6 - 1.6 95 10 Tox 0.1 mM
7 -
8 - 12 80 100
9 - 2.3 1 00 10 3.1 Long Emax
10 0.3 80 95 - 0.37 100. 3 1.7 Long Emax
114 0.3 90 105 0.7 75 3 Tox 0.03 mM
12 0.3 85 170 - 1.2 70 10 Tox 0.03 mM
13, 1 85 ) - 2.9 70 10 . Tox 0.03 mM
14 0.2 100 135 - 1.1 100 10 - Tox 0.01 mM
15 2 65 60 - 0.7 100 3 . Long Emax
16 30 45 - 11 100 100 2.3 :
17 - 6 45 30 Tox.0.1 mM
18 6 100 50 - 0.6 80 3 Long Epax
19 1.1 55 -~ 7 100 100 1.5 .
20 26 90 80 - 50 55 300 1
21
22 - 91 100 1000
23 - 1.75 117 30 Long Emax
24 . , - 42 65 100 2.3 Long Emax
25 0.01 110, 120 Ok 0.48 100 10 1.3 Long Epax
26 a0 95 120 Ok 225 100 500 3 )
27 1 100 100 Ok 3 100 30 2.2 Long Emax
28 - 35.5 35 300
29 . - 13 65 30 Long Emax
30 50 100 85 Ok | 195 | 60 | 100 Long Emax
31 - 300 0
32 >100 | >15 - 7 60 100
33
34 0.4 90 95 Ok 1.4 80 10 Long Emax
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= | FoK4 | FSK4 | FSK4 | Mito | HEP- | HEP- | HEP- | HEP- HEP-G2
S ECso | Emax {fx | State-| G2 G2 G2 G2 Long Epax / Tox
(LM) [(FccP%)|(FccP%)| 4 ECsp | Emax | Emxx | HEE
(uM) [(FCCP%)| (1M)
35 5 50 90 N
36 635 | 76 65 .
37 003 | 110 95 Ok | 0.035| 100 1 Long Epex
38 ) 335 | 105 | 30 Long Epex
39 - 6 55 10 Long Enax
40 Ok | o058 | 105 | 3 Long Emax
Y - 4 103 | 30 Long Emex__
42 K 75 120 - 3.3 89 10 Long Emas
43 0.3 80 75 » 0.85 | 95 3 Long Emax
a4 - 2 94 30 Long Emax
44 36 90 55 - 14 95, 10 Long Emax
25 N 0.6 96 3 Long Epax
46 , - 3 103 | 10 Long Epex
47 1 90 95 X 0.7 75 10 Tox 0.1 mM
Long Emax TOX
48 2.8 85 90 - 35 95 10 0 T,
49 0.3 95 95 _ 095 | 105 3 Long Egex
50 033 75 90 ok | 003 ] 82 0.1 Long Emax
51 03 | 105 20 - 04 | 100 3 Long Egax
52 2.5 75 120 . 2.4 95 10 Long Emex
53 15 95 70 - 415 | 90 10 Long Epe
54 0.3 80 95 - 052 | 90 3 Long Eggx _
55 0.3 | 100 85 - 036 | 99 1 Long Emax_
56 8 105 90 Ok | 66 | 100 | 100
57 - 031 | 90 10 Long Epmex
58 |, ;3 100 | 105 ok | 003 | 100 | 0.1 Long Emax
59 003 | 100 | 125 N 041 | 110 | 10 Long Epex
60 03 | 105 120 N 007 | 90 0.3 Long Emex
61 11 105 115 - 087 | 105 | 10 Long Emay
62 12 85 130 _ 23 | 115 | 30 Long Enmex
63 19 55 20 . 14 90 | 100
64 » 26 | 105 | 10 Long Epex
65 - 5.3 100 10 Long Enax
66 - 43 95 10 Long Epmax
67 - 5.9 85 30 Long Epmax
69 9 20 110 - 100 | 58 | 300 Tox 1 mM
70 7 180 85 - 32 | 112 | 300
71 » 75 | 105 | 1000
72 Ok 13 | 100 | 100
73 7 100 170 - 7.3 70 | 300
74 15 120 90 - 16 80 | 100
75 0.7 75 90 Ok | 036 | 120 | 30 Tox 0.3 mM
76 32 | 150 85 - 11 90 30
77 1 110 70 Ok | 0.31 | 100 3 Long Epa
78 N 29 80 10 Long Eppex
79 - 1 80 3 Long Epg: TOX
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= | FSK4 | FSK4 | FSK4 | Mito | HEP- | HEP- | HEP- | HEP- HEP-G2
&5 ECso | Emax {§Z | State- | G2 G2 G2 G2 | LongEpax/Tox
(uM) ((FCCP%){(FCCP%)} 4 ECso | Emax | Emax | fHE
(uM) |(FCCP%){ (M)
0.3 mM
80 18 100 70 - 8 80 100 Tox 0.3 MM
81 7 140 75 - 7 130 | 100 ' ‘
82 1 90 90 - 10 100 30 Long Epax
83 1.1 120 85 - ,
84 1.4 100
85 0.8 49
86. 1.0 31
87 0.7 41
88 0.5 103
89 0.5 84
90. 0.6 86
91 3.8 47
92 1 48
93 0.1
94 0.1 90 85 - - - -
95 - - - - - - -
96 20 | 40 - - - - -
97 1.5 | 55 45 - - - -
98 6.6 105 65 - - - -
99 1.7 | 40 - - - - -
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INTERNATIONAL SEARCH REPORT

JP 2006-514101 A 2006.4.27

Intarnational Application No

PCT/DK ©3/00742

?. CLASSIFICATION OF SUBJECT

PC 7 ABIK31/04
C12n5/00

MATTER
Ab1K31/06 C12Q1/66

According to Intemationat Patert Glassiication ({PC) o to bath national classificaion and PG

CO7C205/12  GOLN33/50

B. FIELDS SEARCHED

Minimum documeniation searched (classification system followed by classification symbols)

IPC-7--AGIK €12 CO7C GOIN CI2N -

Documentation searched cther than minimum documentation 10 the extent that such decuments are included i the fietds saarched

Eiectronic data base consulted during the international search (name of data base and, where practical, search tems vsed)

EPO-Internal, MEDLINE, CHEM ABS Data

C. DOCUMERTS CONSIDERED TO BE RELEVANT

Category ® | Cltation of document, withindication, where appropriale, of the relevant passages

Relevant to claim No.

X

ROBERT M. DRUMMOND ET AL: "Release of
Ca2+ from the sarcoplasmic reticulum
increases mitochondrial {Ca2+) in rat
puimonary artery smooth muscle cells”
JOURNAL CF PHYSIOLOGY,

vol. 516, no. 1, 1299, pages 139-147,
XPOO2271195 )

Results, figures 2-4

ROLF ALTENBURGER ET AL: "Predictability
of the toxicity of multiple chemical
mixtures to vibrio fischeri: mixiures
composed of similarly acting chemicals®
ENVIROMMENTAL TOXICOLUGY AND CHEMISTRY,
vol. 19, no. 9, 2008, pages 2341-2347,

Xpoez27119%6
figures 1-4; tables 1-32

...‘f--

1'17929

1'17 529

Further decuments arg listed in the confinuation of box .

Patent family members are listad in annex.

* Special categedes of cited documents

“A" documeni defining the general stats of the art which is not
considered to be of particular relevance

'E" eeelier doocumant but published or of afier the international
filing date

"L" documeni which may throw doubts on priority claim(s) or
which is cited to establish the publication date of anather
citation or cther spacial reason {as specified}

"0" dacument referming o an nral disclosure, use, exhibition or
other means

"P" decument pullished prior to the intemationat filing date but
later than the priarity dale olaimad

“T" later document published after the international filing date
or priarity dlate and notin conflict with the application but
citadt to understand the principle or theory Undedying the

Inyention

"X" document of parlicular relevance; the ciaimed Invention
cannot be censidered novel or cannot be considered io
Involve an inventiva siep when the document is 1zken alone

"Y" document of parficular relevance; the claimed Inventian
cannet be considered o Jnvolve an inventive stepwhen the
document 1z combired with ong or mors otiver such docu-
ments, such combination being chviaus to a person skiled

inthe art.

"&" documeni memher of the same patent family

Date of the actual completion of the intermatlonal search

22 March 2004

Date of mailing of the international search report .

16°JUL 2004

Name and mailing address of the ISA
European Patent Office, P.B, 5818 Patentlagn 2
NL - 2280 HV Rilswifk
Tal. (+31-70) 2340-2040, T 21 651 ope ni,
Fax: (+31-70) 940-5016

Aushorized officer

Fernando Farieta

Form PCT/ISA210 (second sheet) (lanuery 2004}
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INTERNATIONAL SEARCH REPORT

JP 2006-514101 A 2006.4.27

internatlonal Agplicatlon No
PCT/DK 03700742 "

C.{Continuation) DOCUMENTS CONSIDERED TO BE RELEVANT

Category = | Citation of docuroent, wih indication, wiere appropriate, of the relevan passages

Relevant to claim No.

X WO 08/86143 A (ROY WOODIE ;TEXAS PHARM INC
{US); BACHYNSKY NICHOLAS (US))
10 February 2006 (2000-92-10)

X WO 01751923 A (MITOKOR MURPHY ANNE N
{Us); STOUT AMY K (Us))

19 July 2001 (2001-07-19)

claims 1-86

X W00 L W ET AL: "Steroidal and
nonsteroidal sulfamates as potent
inhibitors of stereid sulfatase."®
JOURNAL OF MEDICIMNAL CHEMISTRY. UNITED
STATES 26 MAR 1998,

vol., 41, no. 7,

26 March 1998 (1998-083-26), pages

T 1O68-1083, T XPORZZ7 1197

ISSN: QR22-2623

figures 5,6

X US 5 240 962 A (NAKATSU TETSUO ET AL)
31 August 1992 (1993-08-31)

Formula J
b4 GB 2 284 153 A (RADOPATH LTD)
31 May 1995 (1995-05-31)

claims 1-33
X GB 2 312 375 A (RADOPATH LTD}
29 October 1997 {1997-1G-29)

claims 1-33
X US 4 673 691 A (BACHYNSKY NICHOLAS)
15 June 1887 (1987-06~186)

claims 1-8
¥ HUANG SHU-GUI: ‘"Development of a high
throughput screening assay for
m1$?chondr1a1 membrane potential in Jiving
cells.”

JOURWAL OF BIOMOLECULAR SCREENING: THE
OFFICIAL JOURNAL OF THE SOCIETY FOR
gégQOLECULAR SCREENING. HNITED STATES AUG
vol. 7, no. 4, August 2602 (2802-08),
pages 383-339, XpbG2271198

ISSH: 1087-0571
page 388 second column
¥ Us 2001/046664 AL (MURPHY ANNE N FT AL)
29 November 2001 {2801-11-29)

claims 1-96

-/..-

|~ “claims 1-34 e

1-17,20

1-17,20

1-17,20

1-17,28

1-17,20

1-17,20

1-17,20

1'17520

e 1217,28

Farm PCTASAR10 (continuation of secord sheel) (January 2004)
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JP 2006-514101 A 2006.4.27

tnierrational Application No
PCT/DK 03700742

C.{Continyation) DCCUMENTS CONSIDERED TO BE RELEVANT

Category »

Citation of document, withindication, where appropriate, of the relevant passages

Relevant to claim Mo,

A

P.A

I MorphotogicalCorrelations®

TERADA H ET AL: "Structural requirements
of salicylanilides for uncoupling activity
in mitochendria: quantitative analysis of
~-structure=uncoupl ing-retationships - -

BIOCHIMICA ET BIOGPHYSICA ACTA. NETHERLANDS
7 DEC 1988,

vol. 936, no. 3,

7 December 1988 (1988-12-07), pages
504-512, XPEO2271199

15SN: 0BR6-3602

tahles I,II

SABU KURUWILLA ET AL: "Effects of
Minimally Toxic Levels of Carbonyl Cyanide
P-(Trifluoromethoxy) Phenylhydrazone
(FCCP), Elucidated through differential
Gene Expression with Biochemical and

1-17,20

1-17,20

TOXICOLOGICAL SCIENCES,

vol. 73, 2003, pages 348-361, XPO@2271200
Tigure 10

US 6 183 948 Bl %MARBAN EDUARDC ET AL)

6 February 2081 {2001-02-06)

claims 1-31; example 1

1-17.20

Form PGTASAR10 {sentinuation of second shest} [antary 2004)
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(102) JP 2006-514101 A 2006.4.27

International application Ne.

INTERNATIONAL SEARCH REPORT ~PET/DK 03700742

Box | Ohservations whete certain clalns were found unsearchable {Continuation of item 7 of first sheet)

This International $earch Report has not been esfablished in respect of certain claims under Articls 17(2)(=) for the following reasons:

1. Claimg Nos.: omw: wm: —ofrffomm w0 oo S e e
because they relate to subject matter not required ko be searched by this Authority, namely:

see FURTHER INFORMATION sheet PCT/ISA/210

2. IE Clairms Nos.: 12-15

because they relate 1o parts of the Intemational Application that do rot comply with the prescribed requirements to such
an extent that no meaningful Internationat Search oan be carried out, specifically:

see FURTHER INFORMATION sheet PCT/ISA/210

I |_| Ciaims Nos.: . o o e
becalise they are dependent claims and are nol draited in accordance with The second and third sentences of Bile B.4(a).

Box I Qbservations where unity of invention is lacking {Continuation of item 2 of first sheet)

This International Ssarching Authority found multiple invertions in this international application, as follows:

see additional sheet

1, D As allrequired additional search feea were timely paid by the applicant, this International Ssarch Report cavers all
searchabie claims.

2 D Az all searchable olaims could be searched without effort justifving an additional fee, this Authaority did not invite payment
of any additional fee.

3. D As only some of the required additiona search fees were imaly paid by the applicant, thie Intemational Search Report
cavers only those claims for which fees were pald, specifically claims Nos.:

4, m No required additional search fees were timely paid by the applicant. Gonsequently, this Intermational Search Report is
restricied 1o the invention first mentioned in the daims; it is covered by claims Nee.:

17 and 20 and part of claims 1-16

Remark an Protest D The additions) szarch fees were accompanied by the applicant's protest,

D Na protest accompanied the payment of addiional search fees,

Form PGTASA210 (cortinuation of first sheet (1)) (July 1298)
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International Application Mo. PCT/ BK 03700742

FURTHER INFGRMATION CONTINUED FROM  PCT/ISA/ 210

Continuation of Box I.1

Claims Nos.: 1-11

Claims 1-11 relate to methods of treatment of the human or animal body by
surgery or by therapy or diagnostic wethods practised on the human or
animal body (PCT Rule 39.1(iv]). Kevertheless, a search has been executed
for those ciaims. The search has been based on the alleged effects of the
compounds or medicaments.

ko ot o

Continuation of Box 1.2

Claims Nos.: 12-15

Carbonyl-cyanide p-trifliuvoromethoxy-phenylhydrazene (FCCP) is a
Tipid-soluble weak acid which is a very pewerful mitochendrial uncoupting
agent related to CCCP and DNP according te the closest prior art in
documents WO A1/619223A2 and WO QO/06143A1.

FCCP belongs to the group of uncouplers used in screen methods to detect
agents [compounds) that bind to mitochondrial calcium uniporter and may
also detect medulatoirs of mitoechondrial respivation.

Present claims 12-15 relate to a method of screening for compounds,
whergin a mitechondrial uncoupling agent is used as a reference. The
method is only defined by refersnce to the following eguatien:

Pi: Xn = (Y2-¥O)/(¥i-v0)

The use of these parameters in the present context is considered to lead
to 8 lack of clarity within the meaning of Article 6 PCT. It is
impossible to compare the parameters the applicant has chosen to employ
with what is set out in the prior art. Methods of screening in similar
manners are described in

WO 81/51923A2, WO 00706143A1, Drummend et al (Journal of
Physiology(1999),516.1 ppl39-147) and Altenburger et al (Environmental
Toxicology and Chemistry, Yoll9 NoS pp2341-2347 (2000}).

The Tack of clarity is such as to render a meaningful complete search
impossible. Consequently, the search has been restricted to:

The parts relating to the compounds mentioned in the description on pages
110~112 (Table 1}.

Claim 16

Present claim 16 relates to an extremely large number of possible
variations. Support within the meaning of Article 6 PCT and/or disclosure
within the meaning of Article 5 PCT is to be found, however, for enly a
very small proportion of the variations claimed. In the present case, the
claims so lack support, and the application so lacks disclosure, that a
meaningful search over the whole of the claimed scope is impossible,

page 1 of ?
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(104) JP 2006-514101 A 2006.4.27

Infernational Application Ne. PCT/ DK 63/ 06742

FURTHER INFORMATION GONTINUED FROM  PCTASA! 218

Consequently, the search has been restricted to:
The parts-relating to the compounds mentioned im the-description on pages
118-112 (Table 1).

The applicant's atteption is drawn to the fact that claims, or parts of
claims, relating to inveniions in respect of which no international
search report has been established need not be the subject of an
international preliminary examination (Rule 66.1(e) PCT}. The applicant
Ts advised that the EPO policy when acting as an International
Preliminary Examining Authority is normally not to carry out a
preliminary examination on matier which has not been searched. This is
the case irrespective of whether or not the claims are amended following
receipt of the search report or during any Chapter 1I procedure.

page 2 of 2
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Intsmational Application Ne. PGT/ DK @3/ 00742

FURTHER INFORMATION CONTINUED FROM  PCT/ISA/ 219

17 3. Claims 2122 and part of “claims 1516

This International Searching Autherity found muitiple (groups of)
© inventionsin this international application;-as -foltows: - -

1. Claims: 17 and 20 and part of claims 1-16
Use of a compound of the general formula III according to
claims 17 and 20 and part of claims 1-16.

2. Claims: 18-19 and part of claims 1-16

Use of a compound of the general formula I1 according to
claims L8-19 and part of claims 1-16.

Use of a compound of the general formula IV according to
claims 21-22 and part of claims 1-16.
4. Claims: 23-24 and part of claims 1-16

Use of 2 compound of the general formula V according to
claims 23-24 and part of clatms 1-16.

5. Claims: 25-26 and part of claims 1-16

Use of a compound of the general formula YI according to
claims 25-26 and part of claims 1-16.

6. Claims: 27-28 and part of claims 1-16

Use of a compound of the general formula VII according to
claims 27-28 and part of claims 1-16.
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