Xenocoumacin 2 reduces protein biosynthesis and
inhibits inflammatory- and angiogenesis-related
processes in endothelial cells
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Figure 2B
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Figu re 2B vcam-1 level induced by TNF
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Flgu re 2 B E-selectin induced by TNF

Blot 1
- - 10 30 100 300 10003000 Xcn2 [nM]
- + + + + + + + TNF
kDa - - 10 30 100 300 10003000 Xcn2 [nM]
180 - ~AJ - - - + + + + + + + TNF
130 ’ s ‘ kDa
75
132 - 63-
63
. D e — 48 . — S - B-actin
35 — E-selectin 35-
Blot 2
- - 10 30 100 300 10003000 Xcn2[nM] - - 10 30 100 300 10003000 Xcn2 [nM]
- + + + + + + +  TNF - + + + + + + + TNF
kDa kDa
100 75
75 63
63 - ==
48 ; 48« . S— — B-actin
35 E-selectin 35
Blot 3
- - 10 30 100 300 10003000 Xcn2[nM] - - 10 30 100 300 10003000 Xcn2 [nM]
- + + o+ + + + + TNF - + + + + + + + TNF
kDa
kDa 5
100 63
75
63 - - H — s 48  — Q—— — B-actin
48 35

35 E-selectin



35

—

e e w— — — w— s [}-2Ctin

p-lkBa. (6 h Xcn2 preincubation)

Blo
- - 2 2 3 3 4 4 Xen2[h] - - 2 2 3 3 4 4 Xcn2lh]
- + - + - + - + TNF - + - + - + + TNF
kDa Gme 2,08 kDa
n:!_, 'A Fhwl* %5 M
150, 150 -
- 130 —
100
63 - -— > =
— GHD WS S~ 63
48~ 2z [
p-lkBo - eam e o - ammm Tew SO IkBou
35« 35
- - 2 2 3 3 4 4 Xen2[h]
-+ -+ -+ _ + TINF
kDaj i
180 -
130 =~
100 =
75 —
GEl
a8 -~ '
— — — — — — B-actin
35 -
Blot 2
- - 2 2 3 3 4 4 Xcn2 [h] - - 2 2 3 3 4 4  Xcn2[h]
- + - + - + + TNF - + - + - + _ + TNF
Me< (resple \ 35F
kD Ak N kDa
180 | i
130 100 2
100 75 -
63 e - - ———— 48 ~
48 T a— e - @ s IkBao
35 - - - p-lkBa 35 =
- - 2 2 3 3 4 4 Xen2[h]
_ - + - + TNF
kDa + *
180~
130~
100 —
75~
63
48



Figure 3C
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Flg ure 3 C p-IkBa. (6 h Xcn2 preincubation)
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FIgU re 3D p-IKKa/B (6 h, TNF)
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FIgU re 3D p-IKKa/B (6 h, TNF)
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iNOS and COX-2 levels in RAW264.7 macrophages

Figure 4G
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Figure 5F (left)
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F|g ure 5 F ( |eft) Phospho-Akt, Xcn2 1000 nM,
VEGF 10 ng/ml 5 min. induced
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Flg ure S5F ( Il g ht) Erk1/2, phospho-Erk1/2, Xcn2 1000 nM,

VEGF 10 ng/ml 5 min. induced
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Flgu e 6C TNFR1 concentration range
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F | g ure 6 D VEGFR?2 levels (Concentration Series, Xcn2 6h)
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F | g ure 6 E VEGFR1 levels (Concentration Series, Xcn2 6h)
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Figure 6F
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F | g ure 6G EGFR levels (Concentration Series, Xcn2 6h)
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Su pplement A vcAM-1 induced by IL-1b

Blot 1

10 30 100 30010003000 Xcn2 [nM] - 10 30 100 30010003000 Xcn2 [nM]
-+ o+ 4+ o+ o+ o+ o+ 1

-+ 4+ o+ 4+ o+ + + L1
kDa
kDa

63
180 —-
138—' : B-actin
100-:—_ — — - 48
75 VCAM-1 35

10 30 100 30010003000 Xcn2 [nM]
kba - + + + + + + + I-1B
- 10 30 100 30010003000 Xcn2[nM] —

+ + + + + + 1B 63 -
180

487
130
100~ -

35
75. VCAM-1

— —————— [B-actin

- 10 30 100 30010003000 Xcn2[nM]

- 10 30 100 30010003000 Xcn2[nM]
-+ 4+ o+ 4+ 4+ + + L1

kDa - + + + + +

+ + IL-1B
63"
kDa VA - |
180 N \ ' : 48 — —— ——— " ——— B'actln
130 ;
100‘ . — — — 35
75

VCAM-1

21



Supplement 4

Blot 1
- - 10 30 100 30010003000 Xcn2 [nM]
-+ o+ o+ o+ o+ o+ o+ 1B
kDa &
180 ‘¥
130
100
75
63 W c— — —
E-selectin
Blot 2
- - 10 30 100 30010003000 Xcn2 [nM]
-+ o+ o+ o+ o+ o+ 4 1B
URE
kDa
180
130
100\
75 -
63 - - e —— E-selectin
Blot 3
- - 10 30 100 30010003000 Xcn2 [nM]
-+ o+ o+ o+ o+ o+ 4 1B
wWh A1.5. 10 E45tigh -1/
kDa
180
130
100
75 -

63 - -—— -

E-selectin

E-selectin induced by IL-1

10 30 100 30010003000 Xcn2 [nM]
-+ + o+ 4+ + + o+ I

Uiy

kDa

180 _
130 -
100 -~
75 -
63 -~

48
S — —————— e [3-3CTIN

35

10 30 100 30010003000 Xcn2 [nM]
+ IL-1B

-+ o+ o+ o+ o+ o+

4E

180 -

130 -
100 ~
75 7
63

48

35

10 30 100 30010003000 Xcn2 [nM]
-+ 4+ + + + + 4+ IlLa1g

kDa “ih |

180 - 4
130 -
100 -
75 —
63 -

48 -
——— ———— 3-3CtiN
35 ©

22



Supplement 5C ,ea@an e

Blot 1 - - 2 2 3 3 4 4 Xcn2lh
- - 2 2 3 3 4 4 Xcn2[h] - + - + - + _ + TNF
-+ -+ - 4+ _ + INF kDa np
9 o 130
kDa 100
- -
100 — 63
75 -
63 - —----—-~-'--._ 48 p— Rp— ---—-'-'h(BOL
48 -
p-lkBa
H 35 e RS e S — - o =S
- - 2 2 3 3 4 4 Xcn2 [h]
- -+ + _ + TNF
kDa yr4t Rec
180 ~
130 _
100 ~
75 °
63 ~
48 -
B —————— C & Tol vy
35
Bl
ot2 - - 2 2 3 3 4 4 Xen2]h]
- - 2 2 3 3 4 4 Xem2[h] _ 4+ - + _ + _ + [TNF
B} -+ + _ + TNF
kDa - p% 37 K
180 L
130 kDa
100.- 180
7] 130
- 100
| T S G W — — — 75
48 i
- -
p-lkBat lkBa
3 48
35
- -2 2 3 3 4 4 Xcn2[h]
. + -+ + _ + TNF
kDa K e
180
130
100
75
63
48
S W i W . e S— - B-actin

35
23



Supplement 5C  ,keaan mr

Blot 3 - - 2
- - 2 2 3 3 4 4 Xcn2[h] + -
- + - + - + + TNF
= =4
kDa
180 [ kDa
1B - 180
/> ' T — . — — — — 100°
63| ~ o o SN oo 75+
48 S ey 63~
35 [ 48"
— -—— o — — P—
: p-lkBa 35"
- - 2 2 3 3 4 4 Xcn2lh]
_ + -+ . + .+ TNF
10 (W ¥
kDa v Y T
180 -
130 -
100
75
63
48 .
- - - B-actin
35 .
Blot 4 ,
- - 2 2 3 3 4 4 Xcn2[h] i i
i + - + - + _ + TNF - + .
(¥4 Rec 7 [
- vy, )L s}.P
kDa W JE 7N
A.4al kDa
180 _ 180 =~
130.- %(3)8 —
e
63 - T = IR TN 63
48 .
48
35 — p-lkBou — w——— -
. 35 ~
- -2 2 3 3 4 4 Xen2[h]
- s .+ + _ + TNF
a0 (a €
VP L
k d )"’4&_\( r;";—il.
180
130 .
100
75
63
48
. [-actin

2 3 3 4 4 Xcn2 [h]
+ -+ + TNF
M Rec
— - s IkBa
3 3 4 4 Xcn2[h]
- + + TNF
Taf Rec b
3
¢

.-—_‘lKB(X,

24



Supplement 5D

p-IKK a/B (24 h, TNF)

Blot 1
- - 2 2 3 3 4 4  Xen2[h] - - 2 2 3 3 4 4 Xen2[h]
- + - + -+ - + TNF - + - + - + . + TNF
AR
kDa I Qe
180
kDa 130
186. 100 -
130 75 = TS v v— — —— o |KKP
100 p— - p-IKKa/B 63 -
75 R . . e . - - -y 48
48
- - 2 2 3 3 4 4 Xen2[h]
- s -+ + + TNF
W fRec Tar
kDa
180 *
130 4%
100 _
75
63
48 7 M ————— o [-actin
Blot 2
- - 2 2 3 3 4 4 Xen2ih] - - 2 2 3 3 4 4 Xen2]h]
- + - + _ + _ + TNF - + - + - + _ + TNF
53y TV |
@ P T_"b} ().{’
kDa
180 _
kDa 130 .
100 -
5o 75 1 . IKKP
100 = 63 -
7653 ---:—-;.,-;-p-IKKa/BAfs“
48
- - 2 2 3 3 4 4 Xcn2[h]
- + - + - + + TNF
kDa “‘)‘S} &‘_ WA s
180 _
130_:
100
75
63"
48-
-'-_—--_— B-actin 25



Supplement 5D oikkasp 2an, e

Blot 3
- - 2 2 3 3 4 4  Xen2[h] - - 2 2 3 3 4 4  Xcn2[h]
- o+ - - s v N - & -+ o+ .+ TINF
SSK Ree Lyl lee (L
kDa
o -
130 139
100 75+ — — —— w—— w— |KK[3
75 — - p-IKKa/p 63
63
48
- 2 2 3 3 4 4  Xcn2[h]
+ -+ -+ _ + TINF
kI 3¢ lkk LC Rec
180
130 =
100 «
N
653__ -— — — S—
48 .
L e v — o — — [-actin
Blot 4 - - 2 2 3 3 4 4 Xcn2[h]
- - 2 2 3 3 4 4 Xecn2[h] - + -+ + _ + TNF
- 4+ - 4+ -+ . + TNF
kDa 40 e kDa
o 2L LA A S —
180 & 180 35{) 2UhX  TNT [
130 130
100 100 -
75 - 75
8 635, - w—— KB
p-IKKa/3 3
48 48
- - 2 2 3 3 4 4 Xen2[h]
T S + TNF
P W
kDa - ¥ NE (e
180 F3pe sake D =
130
100
75 -
63
48 — a— o—
. ———— —— 26
- B-actin



Supplement 5D p-IKK a/B (24 h, TNF)

Blot 5
- - 2 2 3 3 4 4 Xen2[h] - - 2 2 3 3 4 4 Xen2[h]
- + - + - + - + TNF - + - + - + " +wTNF
kDa o e R
{ - NG
1% kDa aa bt Zikx YA
100 1208
75 p-IKKa/B o0~
63 75~ — — [KKB
63 e '
- - 2 2 3 3 4 4 Xcn2lh]
T + .+ TNF
i 1§.1
kDa 33 H 2L TR (wy
180 *
130 -
100 *
75~
63 .
48 .

P ——— B-actin

27



Blo - -2 2
- + - +
- - 2 2 3 3 4 4 Xcn2lh] SN

kDa - + - Tech. t - + - + -1
180 _. error
130~ - - - kDa
100~ . —_— - T 180

75— - —n - . 130

63= . e S — T —— 100

75
48 — 63
35~ " p-lkBa 48
— s
35
- - 2 2 3 3 4 4 Xcn2[h]
s - + -+ _ + 1Lap
2

kDa Lo fec

180 -

1300

100

75 =

63~

48 =

Supplement 5E | ieapan g

357 D s e < aw— o sw—— W (3-actin

Blot 2
- - 2 2
- - 2 2 3 3 4 4  Xcn2 [h]
- + - +
- + - + - + - + IL-1B 0
LA
kDa 180 =
180 130 °
1 -
75 W=—- 75
63 - - - p— - - 63"
48 .. 48 =
- - - — -— - -
35 p-lkBou S
- - 2 2 3 3 4 4 Xcn2 [h]
. + -+ +  _ o+ IL1p
Kee
kDa
130
100-
75
63~
B
48
—— —— [B-actin

35

4

4

4
+

Xcn2 [h]
IL-1B

IkBao,

4 Xcn2 [h]
+ IL1B

lkBa

28



Supplement 5E

p-IkBa (24 h, IL-1B)

Blot 3
- - 2 2 3 3 4 4 Xem2lh] .
s -+ + + L1 N
kDa 3G 1L KkDat (4
= 180 -
g 130 -
100 -~ 100 -
75 75
63 - 63 -
48 48
- - -.> -
35 = p-lkBa 35 ~
- - 2 2 3 3 4 4 Xcn2[h]
. + -+ + + IL-1B
kDa T4
180
130
100 =
75 ~
63 o
48 :
— —— — — — e (3-3CtIN
35
Blot 4 i ]
- - 2 2 3 3 4 4 Xen2 [h] - +
- + - + - + + IL-1B
kDa >3/
g . il =<
SeR L . 180
kDa 130
180 100-
130 7>
100 63
"
48 35 .
35 p-lkBa
- - 2 2 3 3 4 4 Xen2[h]
} + - + i + + 1B
T % d LL s
kDa 3D LW - g3
100 - 5
75 -
63 .
48 |,

35 .

B-actin

2 3 3 4 4 Xcn2[h]
+ - + - + IL-1B
-
- lkBa
2 3 3 4 4 Xcn2[h]
+ - + _ + IL-1B
l"i—-..i}‘.
Anin
24nx (L ':'\-k
lkBa
29



Supplement 5E  pikea(2an, 1p)

Blot 5
- - 2 2 3 3 4 4 Xcn2fh] - - 2 2 3 3 4 4 Xen2[h]
B -+ +  _ 4+ IL1p B + -+ +  _  + IL1p
kDa 240 T 1L ’_,.-), . 1s. 01
180 . : 3y 24 L G
130 kDa ")
100 180 —
130~
75 » 00
63 - L = " ’ 75 -
48 63 ~
35 — - = G e em -a 'l % kBa
’ p-lkBa
35 -

- - 2 2 3 3 4 4 Xen2[h]

-+ -+ + _ + IL1p
kDa 280 L4nk (L (4 e ‘Gl
180 .
130 —
100 -
75~
63 ~
48 - e o —— —— - [3-actin
35 =

30



Supplement 5F  oikkassean tip)

Blot 1
- -2 2 3 3 4 4 Xcn2[h]
- - 2 2 3 3 4 4 Xen2[h] - + -+ - + _ + IL1B
-+ -+ -+ .+ ILIp
?92‘ (';~ n\CL!L
kbg 356, kDa
180\ 180 —
130} 130.
100 100
75+ p-1KKa/B LRSS —— N | (¢
63. .
48.
- -2 2 3 3 4 4 Xcn2[h]
- 4+ -+ -+ o+ lLap
Wl (L Rec
kDa
180
75
63 B .
48 = -——-—_—‘ actin
35 -~
Blot 2
- -2 2 3 3 4 4 Xcn2[h] - -2 2 3 3 4 4 Xcn2[h]
-+ -+ -+ -+ 1B S T S I S
U 4.
kDa IS bekeﬁc
. kDa
% ° 180
100 - 130
75 S 100
63 . - - E— P—IKKOt/B 6%' e — N — — — S— — |KKB
48 2l
- -2 2 3 3 4 4 Xcn2lh]
S S | B 1
kDa 3¢ k& LC Rec
180 =~
130 -
100 «
75 =
63 = — -— — — —
48 .
35 T S — — S— S — — B-actin

31



Supplement 5F  oikkass @an, itip)- part2
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SU p p | eme ﬂt 8A TNFR1 time series 1000 nM Xcn2
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SU pplement 8A TNFR1 time series 1000 nM Xcn2
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Supplement 8A TNFR1 time series 1000 nM Xcn2 part 3
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Figure S8B trra time series 3000 v xen2
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Supplement 8D ILIR1 time series 1000 nM Xcn2
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S U p p I eme nt 9A VEGFR2 levels (Time Series, Xcn2 1000 nM)
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S U p p I eme nt 9 B VEGFR1 levels (Time Series, Xcn2 1000 nM)
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Su PP lement 9C rerra tevets (Time series, xcn2 1000 nv)
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S U p p I eme nt 9 D EGFR levels (Time Series, Xcn2 1000 nM)
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