Western blotting source data

Due to instrument reasons, the brightfield images of a few bands failed to be saved, or some markers could not be observed.

Therefore, we provided images before and after film cutting to prove that the target bands and the internal reference were indeed

from a single membrane. (The sample volume was 25 pg of protein per lane, n = 3).
Fig. 1. Decursin preferentially inhibits proliferation in FLT3-ITD-positive AML cells.
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Fig. 2. Decursin induces cell cycle arrest in FLT3-ITD-positive AML cells.
(Cyclin D1, Cyclin E1, Cyclin E2, CDK4, CDK6, and P21 )
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Fig. 3. Decursin promotes apoptosis in FLT3-ITD-positive AML cells.
(Caspase3, Cleaved-caspase3, PARP1, and Cleaved-PARP1)
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Fig. 4. Decursin decreases the FLT3-ITD protein level.
(FLT3, STATS,AKT, ERK1/2, P-FLT3, P-STATS, P-AKT, P-ERK, C-MYC and PIM1)

Fig. 4E
Full length membranes 17 After incision
> = Bl BRas ss= <«—FLT3 (130, 160 kDa)
e Fito B Des o - <4— C-MYC (62 kDa)
7_/’___#
—1 »

‘/"ﬁ--- PPEs e e S emeses

<«— P-actin (42 kDa)

After incision

Full length membranes 18

S ]

55 4
< » 40:E g Fryeg. g [1— P-ERK (42 kDa)

—>

[

d d

Full length membranes 19 After incision

P-AKT (60 kDa)

40_! T ----———:I%GAPDH (37 kDa)

B ] g
Full length membranes 20 After incision
T Bor— » 70— e b AKT (60 kDa)
= N CNSRTRE - -
f W e 35_&_.._ ceee mawe ] <«—GAPDH (37 kDa)
Full length membranes 21 After incision
I =
™ e s ewee  ww e e = €4— Lamin B1 (65 kDa)
am— T T T ’
T
B —:\—i—> Eee . memee pme- 4+ PIMI(33LkDa)
i




Full length membranes 22

After incision

1

Em—

Full length membranes 23

Repeat 2

Repeat 3

«—P-STATS5 (95 kDa)

Repeat 1
180
—» 130
100 —
=1

<«4— Lamin B1 (65 kDa)

After incision

Full length membranes 24

uy

r

S — U

— —— -

<4— GAPDH (37 kDa)

, 180
——»130%-—

L— P-FLT3 (130 kDa)

Full length membranes 25

After incision

Note: Since the primary antibody used is a polyclonal antibody, double bands appear.
The destination band was determined based on the molecular weight of the protein.

e S i
: |

Bl e R

—+—p 40
35

Fig. 4F

Full length membranes 26

After incision

In

<4—GAPDH (37 kDa)

——— —

40 —
—» 35—

Full length membranes 9

After incision

Note: Sharing this membrane with CCNE2 in Figure 2

-

Stripped and then exposure ¢

PIM1 (33 kDa)

Because of their similar molecular weights, we
continued to incubate “GAPDH?” after stripped.

“€—P-FLT3 (130 kDa)

Full length membranes 27

After incision

180 |
130 T o e -
- 100—!
_,;(5): b g o I €4—P-AKT (60 kDa)
70 —gr—
— 1, Jas T T <4—C-MYC (62 kDa)

[, 3 | Sp—————— J<—GAPDH(37kDa)

Full length membranes 28

I

After incision

Fh

180 |
—»130—]

P

<«—FLT3 (130, 160 kDa)

100

40

e ;s

<—GAPDH (37 kDa)




Repeat 1 Repeat 2 Repeat 3

Full length membranes 29 After incision
. —fmmmm e s e | ERK(@21D0)

Stripped and then exposure

P-ERK (42 kDa)
<— GAPDH (37 kDa)

Full length membranes 30 After incision

130
- B I e R X FEa

1 — 3 70
‘ 55 e el T — <«4— AKT (60 kDa)

F . s — — 40—{_
35— LT e GAPDH (37 kDa)

Full length membranes 31 After incision 180
__> T ——
e Whee saWwe <—Lamin B1 (65 kDa)
e
Fig. 4G
Full length membranes 32 After incision
| gy RS | ‘ SN B e ‘4—LaminB1(65kDa)
| = e
l{‘ i e o B —)>
Y -~ N L T i p— ‘4— P-ERK (42 kDa)
\
| '
Full length membranes 33 After incision
—=5 _dgg: mmme mmms mmeme | ¢ P-FLT3 (130 kDa)
100— oo -
7:»35 l T —— _———— ———— l{—GAPDH (37 kDa)
Full length membranes 34 After incision
24 2
z , b e —mmmes— | #— P-AKT (60 kDa)
-~ s _> )
. E j <— B-actin (42 kDa)

Fig. 5. Decursin degrades FLT3-ITD via the proteasome pathway.
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Fig. 6. Decursin-induced apoptosis is attributed to an increase in UBE2L6.

(UBE2L6, SIAH1, FLT3, P-FLT3, STATS, P-STATS, and C-MYC)

Fig. 6B

Full length membranes 43

After incision

-

gg::E ‘<—CAPDH (37 kDa)

15_{-“. - ———— - I‘{—UBE2L6 (18 kDa)




Full length membranes 44 After incision

Repeat 1 Repeat 2 Repeat 3
70
s i o o o 4—[3 Tubulin (55 kDa)
R sttt <4—SIAHI (32 kDa)
B
Full length membranes 45
go _ - _--— ‘4— GAPDH (37 kDa)
5— S
«4—UBE2L6 (18 kDa)
Full length membranes 46 After incision
R 70H B-Tubulin (55 kDa)
55 T —
. K 40 Tﬁ-_ﬁq—smm (32 kDa)
Fig. 6D
Full length membranes 47 After incision

—> Zg:! o |‘<— Lamin B1 (65 kDa)

—» 151 — —_— wwwe | €4—UBE2L6 (18 kDa)

Fig. 6E

Full length membranes 48 After incision

40
35 ﬂ l <— GAPDH (37 kDa)
= Y
! e 15 — . <«—UBE2L6 (18 kD
10— a)

Fig. 6J

Full length membranes 49 After incision
[ 180 E w
’ L 130 oo o am == | €— P-FLT3 (130 kDa)
| L err-rwrerrwor e PRI

lacerrarer o oa
| S CNCIL NI PR

ig — o |<—GAPDH (37kDa)
Full length membranes 50 After Vincision
ml FLT3 (130, 160 kDa)
] ——> 32 [ ——————— —--_-|<—GAPDH (37 kDa)
—— = :!
-
Full length membranes 51 After incision

130__|

o ] o
: 150_| (=== e e ¢ GAPDH (37 kDa)
| —’ %




Full length membranes 52 After incision

<4— GAPDH (37 kDa)

<4— UBE2L6 (17 kDa)




