1/41

B T ]

With Forskolin

Figure 1



2/41

Imaging Hardware Imaging Software

4 Hours

Current Methodology = 24 animals over four treatment paints

Figure 2A



3/41

Figure 2B



4/41

HSV

T¥ min Luc hGH poly

Figure 3



v Old

661 001 0¢ 661 001 0€
MiuAs  yuds  yiuhs plaghy pugAy pligAy

/41

5

t.... } } } | . - 0O
- - 0002
XET - 000V

U1|OY5404 WNE 1l X12 X0l 0009
Xal - 0008

p2onpuiun 00001
XL1 - 00021

- 000PT

X9¢ L 0009}

Djjiuad SA Ajadl} N



450+

@ 20 min
g

)
€
(5]
(=]
B

= N R W
th ©@ g1 @
QR O O Q
f ] [ 1

ks
o]
Lo ]
[]

Plasma ¢cAMP (pmol/ml

6/41

Mean + S.E. (4}

Figure 5A



7/41

1500+

£
:S t-test vs vehicle
i 10004
a.
=
P
n's 500=
=
0
T
o
& < <& \Q‘ S \Q‘ Q&
N ARNICUIN B
& s Q <
K\ Q¥ &
R
Treatment

Figure 5B



8/41

Sub lineage# 175

Bagal
Expressicds §

addition of |
Forskolin /|
Rolipram

induced
Expression

g s

Figure 8



9/41

J 8infil 4

T 2000 iy, 3000
Wezat weli ) agey

T HoRonpul plo-

*.
gﬁ/x

1eprsd et yunsdog,

Russe aseiaon

q

@mac;_&.me_,:ﬁ—_ anEEl |

.ﬁ

Busop punodwor

T a3y

fusep punodus

Buibew-sy

o
I

fmfiew supsseq

TSt R LR

ol gelugx

Wi e by B g e N & 3 v
ol oo s



10/41

Figure BA



11/41

Gectors with Hippooam s

LM
[Raks ]
LY
fcse i A
RS
RN
SRR

B b cu )

Figure 3B




12/41

Figure 9



13/41

ot I8 = fold induction, ttest 1 DhiED
| .74 + fold industion, Htest s R
Fo00A
gl -+
kvl

, W e .
el Ry . oy
N A S -
s d T.ﬂw 4 i
4 i o . Rt
%) vy 6 o f—.sa
;sn ﬁ&i ol ..ﬁu ,
AM& ¥

Figure 10



14/41

BIpBW SA 1Sak]

SAGEd WNOL T Od 4 B

Ej{xail

HEE

LR

L L 8Nl

ZAAd WAL

A d WYL

f XA

FyE

Al

£ 2

Hiaatl
-0

s Loos
L1
LG L o
Lociz
s 2
OO0

e



15/41

EIpRL 54 J5a3]

71 aanbi4

m..... e

ol
QRN T £
P \wx\H
S e

s

.i':l;.ug:il B

H

- A0}

0T

ML el

i [ L

wugal W

Elfso i

i el
L m
sy
0% =]
PGl B E_h...@ i
oy 1
NF
EH {\
. .
V.,Wrumﬁv
L v
TNl

_

E

" O0%

[ i

i

il

(3. 1F4
L
1)
e o
(Lik]

R

R

“ I

sy

PRGOL ERIE R

PRECDE KRN s.:”u:_

3 o
b B L
B P q e
oy = L
> _,U,.. ke al L o 8
% .% e
BN, a4 > e

68

| fa [
Lo O T

=R | o=

Al
BELGL WU BlpR PEUGOL RELL Efe 0 .

2 1 i M N ;
fﬂzf o _

...f.r \\.\ H_Q
M
N o
— «mw e | i o
RET M 2 i O
e L ™

i = s
iy o N

i W L y i

sﬁum ol ;H..N.—x .:qu .’..:n%»\

&%

LE SN




16/41

we L adnfi

ALD Lo SI0) 58 15814

[zaonws] [z sanm]
Al Ema_ W.\_g_ WL 4 BEO) DS RIER VI KREO) ERN) VR 4 D001 Copineinan
ENUIE™ "] Iz ]
..,..H.....rz ..."....... RS X .‘........ [
by ™ %
R % - OpET muy / & I~
w B e AR w e
4 & 1 T L onong g L B \%u VL o
%05 (.m e “ .W\.,. s
1.0¢ 7
- BT P 4 + o4 = iy
._l Rt LEC RO P GOO 05 | s
21 - SO 8 L e

ER a4 WNOLSZR0N MY SILR <4 WO L 2E0N WY



ge L 8anki4

- 0
K e
i
; 2 o ” ‘ . :
o 2 = e 5 % i & i
L 1. L i L L L L i ut.”:

17/41

P i eslen o B 2 e

|

LIS

S ]

prn odun ax Boagoen)s
= punodurasy - w pun o duray

" B

(5 [Zmon el By
\ a e ¥ & #

%4
‘IHLM...; AN OF B MRS & LRI P Mo, -y
_2\.:_3._‘...,‘.. 22 AR w_ FHaH ARV B g ]SRN RN # (]
. RS SRR AN

| e |

g prun oy Zo (U A PR 0 T ok S njo

o spom oy vy sl




18/41

SZ0ubldt forskolind 10ahl Rotipram

T celis cultured 7 days
1500 5 hours compaunds
F SR - T tiestws FR
F25058 l S0
o TODOD - - =>rne 0.0005
& T lsws 1_59% = o
TSOU - _ %““ sSe%

/i

I

)

SHHE - e % = ]
o A

2504k 4 o N

L] | % = \\x\

DMSC FR  A0DUM dubi 100nkd 10nkt 1ok
{AMNOB 2]

Figure 14



19/41

WG L alnbl 4

At

L

it

Ll AN

A

GL) =AM

2

=

R

M

iy

3 =y




cps

150000+

100000+

50000+

20/41

10uM F/ 10uM R 8 hours
20%4

39%4¢

45%,

* KX

MSO F/R T0uM
[CP55940]

Figure 15B



21/41

fosldin Rdiplam 23

00
HeshwEVBC
&0
8-1010-
S0,
& ---------------------------- R .
media DMSO  uM F/i0uM |
27 DRD1
&%
el T 1.8X A BR-
45 o 60 = 2.2
40 = E *x
35 50 ¥ tHtestvs —
0 =
c -
] 40
20 = Ciky o
15 - I
10 =8 20+ .
5 o :
g = ; 3 10 < E .:‘f
. 0 A : :
TeouM  3uM 1M qoum 3uM TuM medi DMS 10uM 3uM  1uM

Figure 16



22/41

Figure 17

=0 =1 t=24hrs t=28hrs
| 1 ] |
>
{ | | E
+/- anti CD3 +- iuciferase assay
compounds
*kk
100000+ 1ax
75000+
P<{0.0001
o vs DMSO
a
Q



23/41

CD4+ T-cells (.CD3)
850000.0=
650000.0+
450000.0+
250000.0+

50000.0-
30006:
20000
10000~ |

g

Media
B - o skolin/Rolipram
S DMS0 0.2%

LI §

Luminescence

64 184 115 8 229

Cre Luc Mouse Lines

CD4+ T-cell {wCD3)

30-= B Forskolin/Rolipram
DMSO 0.2%

25+

20

14+

?n

Fold Increase over media

64 184 115 8 229
Cre Luc mouse lines

Figure 18



@
Q.
o

800000.04
600000.04

400000.0-
200000-

100000+

24/41

anti CD3 stimulated, CD4+ T cells

25X
el ***p<0.001
| 5X
2o

0=

RN o -

media DMSO  F/R BW245C 173A  iso
freatment

Figure 19



escenc

o

Fold increase over Media

E

25/41

B220+ B-cell (LPS)

@ Forskolin/Rolipram
DMSCO 0.2%

64
Cre Luc mouse lines

B220+ B-cell

8 orskolin/Rolipram
DMSO 0.2%

1 [

Cre Luc Mouse Lines

Figure 20



26/41

LPS stimulated, B220+ B

6000- ’f‘**p>@.0005
5000- "p>0.05
0 4000+ X 2%
& 3000+ kdkx .

FIR BW245C 173A

treatment

Figure 21



27/41

600+

ns

500~ 7500+

“**p<0.0001
*p<0.05

18

it

unstimulated

LPS treated

400=
5000+
w0
s 300+ g
200+ 2500
100
0 o= ,
= @ R & & &
RSy & & & Q’\"O&\ @x\\"ﬁ"
&
Q\ <& o
R

Figure 22



28/41

Spinal =
{ O y =xx 285
Cord 38
DRSO
Tug F
1Oug R
N Bi‘ﬁiﬂ Teaine il - ,
2EKH . ¥ ooix 10pg F/
IOV f4¢ 14X T0ug R
Ed
2 £
Z 40ug FJ
10ug R

et st

Figure 23



[P TR L) e

Ay

2
¥

o e

29/41

X
Lz je i | BTN 1.4%
1.6 1 4
— wehicle
.4 15
2851 5
;} 5
welilole
Traatmant .
" bk e wide cmid B

2gei ;? Fgonist
Spinal - onky
1810
Cord _
e Spinal
& ¢ond
fhetn:
whicle 173

T rentmsnt

F

gure 24



30/41

spinal cord |85000-
60000+

55000+

50000+
45000+
40000+
35000+
30000+
25000+

/secicm?

P
)
S
S
&
S

]

15000+
10000+
5000+
0-

R — - -+ - B
vehicle 1.5nmol 5nmol 15nmol 50nmol 1-test vs vehicle

*¥k
treatment ns p<0.05

i ***p,0.001
brain | 550001 12X .

pisecicm2

-
(4]
g

Snmol 15nmol 50nmol
treatment

vehicle 1.5nmol

Figure 25



31/41

a7 ainbiy

i o I | % Il iR 50 1o Iyl ] &l =
X FETRECE EEEEE RN o B
&0 B B0 5 5z ] iE , Eir 5 v MG
o 1) P 1) ) £ 14 Il X 2 on | BRIl
60 &) 7 FT 0z X iz oo v b ¢0 | eupkspL
04T A1) eal | ow | ooe | e §oow e [ene oo | oeys | el | senidpy
¥EA] T3] w idud RHL §4 [aaak 38 ¥ [arlik 1K) X R Tt || ki AL kY RS
AR £2) AU 8 | AL R A EEY
¥ T g1 R BT ) el 7l 12 Gr o EE=]|
B T Yo | oo | e | he | ¢o | owe | & | o | oww |1 TR
o i NN EEE TR ] 7 il Xy 67 il LRSS
bl L B o 2l &l i L 0 fi i) 0 o Y N RTH N
o Ei s grER 3 I il ] A GE | aue aLl
EN | 6o Gl TR R R 5 PERECREERET
it T8l || ¥ Jarsak ) 4 [l R} % ka1 | % Akl Rkt b Al ThLT| ¥
AL £ Bl | § U7 47 a7 41 8 TR




32/41

Befare freatment 4-5 hours gfter treatment

Assay for luciferase in tissue homogenates after in vive treatment

Lne 14 Line118
X Induged X Induged
Adipose 182 g5 FAdipose 9.7 I52
integdine 3B 18 Intestine 47 240
Panogreas 18 0.3 Pancreas 1.3 05
Spleon 1.0 28 Splean 0.8 25
Lung 124 J2 Lung 034 H5 6
Bran 0.4 258 Brain 1.7 g32

Figure 274



33/41

A7 ainfil

£ e 0k & 00k &0 LIE Ig
G201 G B N BGE Einrey
a0 ol G0 0k uan|dg

G0 B0 =8 =3 SERIDIUEY

£z P g4 S5k BUEA|

&0k 0% £'8G ETT s s0d)py
|@nafp padnpul Uaganp-piof [aasp padsnpLl Uaanpul-plol ansA}

YL SEIE!




34/41

y

AUNaSE])
Sh P4

S0
LTV IAR g

aupsey



35/41

1 fJ 0% i} N HT I TESEXCH!
50 gl TE ool 60 Ti Ul A0
20 27 oy £ il Tz Weay
4 L' re gt g A Bury
0 (4 &7 N b gl faup iy
20 bl Vi §Z T g0 L |
i [ i A V6 v (ls]leg

(1] 6 Lib g0ril  6°CI6 SBLLL FE00E SRAJUIRY

pRInpUY ¥ pEanpLY X paorpu| i

0§ aur IRy L) B

S EHAGOUIOH SNSSH U ASL I

oLp0IAY e
Ry




36/41

0g ainbiy

LR B SR
1 (M Ozl 715

SRR sARD
OLOOANY A U0

SLO0IAY
AL D EEIPL




37/41

SeRMARAL

vl @
i 8

T Ap A |OARI0N Uf ik RS QLOGANY

e Sal aEesS

b S D we DLOBENY 4 Wrau3

LE ainfiy

IR T L5
g P47

LEOHINNE RS S

riEny A IR 0 WHHANEL W padanig [y Aep)

b
g
o5

ad
=
-

BurD DAYt PAYHRIILY 2L

218

) SSIND

i



38/41

&

3

aink

H




39/41

£E 84nhl4

SR PP S

e £ iR % z e g
‘ A
e

Eed

i

aeis

LFCiRDHEE T

Yt 38117 2011 543 A



40/41

vE aInfid

LI e

s
"

UCIITET

i

n ..“_n
% 3
| \
i : X ‘

\ " N Y .,..W
m b Q  somoir ¥ e wOOME o
% RALULE- Gl TP Lp g
& TR Lp o e T R
o . XTI REE XTT
e nhil ..H P e

o R P BRI B4 U REO NI .

NGT wwm } L i 5

. Py ) %
(PR lLLIny od LEREDULZ



41/41

GE aanfil

pWEETRNE =2 ) |
) _..“.“_fa jﬁuf& % .
f.,".,%, %w v %m_m.v

(s T T e o

L] B OB B BWA LY
gaptonluoipIe) W uossarixg aselapon




