Supplementary information

Supporting Information is available for this paper.

Supplement 1: Examples of dot plots collected by flow cytometry of MVV4-11 and HEL cells
Dot plots illustrating the responses of MV4-11 and HEL cells to 30 nM LBH589 and 1 iV Marbostat-
100 (M-100) after 24 h. The x-axis are annexin-V-positive cells and the y-axis are Pl-positive cells.
Early apoptotic cells are annexin-V-positive and late apoptotic cells are annexin-V/PI-positive.
Supplement 2: Apoptosis induction in MV4-11 and HEL after LBH589 treatment

Apoptosis of MV4-11 and HEL cells was measured by flow cytometry after annexin-V-APC/7AAD-
staining. Cells were exposed to 10 nM or 30 nM LBH589 for 48 h. Data shown are the mean values
+ SD (n=3). The pro-apoptotic effects were significant with p<0.0001 for both cell lines (t-test).
Supplement 3: Effects of HDACi and z-VAD-FMK on f-catenin status, caspase-3 cleavage, and
the HDACi-induced accumulation of yH2AX

MV4-11 cells were pretreated with 40 M of the pan-caspase inhibitor z-VAD-FMK for 1 h followed
by stimulation with 30 nM LBH589, 5 M MS-275, or 10 nM FK228 for 24 h. Whole cell extracts
were blotted for B-catenin, cleaved (cl.) caspase-3, and yYH2AX; GAPDH as loading control (n=2).
Supplement 4: Flow cytometry assessing effects of LBH589 on KG1 cells

KG1 cells were treated with increasing concentrations of LBH589 (10 nM, 30 nM, and 50 nM) for 48 h. Cells
were stained with annexin-V-FITC/PI and analyzed by flow cytometry; mean + SD, n=3. These effects were
significant for early apoptosis (**** p < 0.0001; two-way ANOVA). On the right, we show exemplary dot
plots.

Supplement 5: LBH589 is effective in FFM12 cells

AML-LTCs FFM12 were exposed to DMSO or 10-30 nM LBH589 for 25 h. Immunoblot was done
for MYC, acetylated (ac) histone H3, and B-actin as loading control.

Supplement 6: Examples of dot plots collected by flow cytometry of RGFP966-treated MV4-11
cells

Dot plots illustrating the responses of MV4-11 to 1-10 M RGFP966 after 24 h.

Supplement 7: HU decreases p-catenin and MYC

The human AML cell line MV4-11 was treated with increasing doses of hydroxyurea (HU) or 30 nM
LBH589 for 24 h. Indicated proteins were detected via Western blot. GAPDH serves as loading
control (n=2).

Supplement 8: Full scans of Western blot data
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Original blots corresponding to Figure 1C
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VAT HSPa0 PARPI. PARPI. d ol caspase 3 ol caspase 3
Signal Ratio Signal Ratio S ignal Ratio Signal Ratio Sional  |Ratio

10nM LBHs2a|  12s0000| 0.9333333] 23000 ooq7oar] 2700 0.02|  195000] 0.1444444] 290000 0.2148148

30nM LEH5E8|  1530000| 1.2074074 14900] 0.011037 1040| 0.0007704|  45300| 0.0335556)  &7000| 0.0814074

Cil 1350000 1 15000 0.0111111 3050 00022583 16300| 0.0124444 7680 0.0056389

HEL HSPa0 PARP1. PARPL. d cl caspasa-3 () o caspasa 3 (i}

Signal Ratio Signal Ratio Signal Ratio Signal Ratio Sional __|Ratio

10nM LBHS2|  1420000| 20729827  251000| 0.3664234] 1780000| 25693431] 1950000 28467153  750000] 1.0948805

30nM LEHS5E8| 447000 0.6525547|  426000| 0.6218978|  9GT00| 01455474 18000| 0.0262774|  58300| 0.0851095

Cil 535000 1)  980000| 1.4145085] 68400 0099854 12200| 0.0186851 70600| 0.1030857
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MW4-11 - Original blots corresponding to Figure 2A
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Signal R atio Signal Ratio Signal [Ratic Signal Ratic  |Signal Ratic  |Signal  |Rstic
1 24583 25 1 9484 125 1| TemRd 1| 7Ez00.5 1| 77emERs 1|  osa74 1
50 ni M-100 37193844 107811 28832 875| 2845788081( T1489| 09252351 93185( 1,2372| 887IFE| 1.1424| 1802155 18,854
100 nh M100 43815938 12977 438704375 4835445808 TREAS| 1.021213| 123873.5) 1,8448( 1150725| 1,4818| 2B38207| 30,915
500 nM MDD | 54885344) 11,5818 38884 128| 4,190997583| 72441 059415893( 1057305 1,4037| 1884089| 2,1883( 5042970 B2 B4E
1 ph h-100 81795,938| 1,787 31010,5835 3.273843377F| 148877| 1,9328201| 101370,5| 1,2459( 2219952| 2 8582| 8428935 68,935
5 ph M5-275 141855,58| 410423 208483 5| 21,81538177| 283240| 3,58155972| 1909548 28,148| 1897520 2,4431| 743785| 77354
20 nM LEHSED | 21400825) 082178 310254 8875 32 7E218404| 25172 5| 0327198 1332087| 176888| 281021| 0 32381[ 1842851| 19180
ol. cespasel TH2AR sc-H3 B-actin
Signal B stic Signal Ratio Signal [Ratic Signal Ratic

Gl 237440 1 JERITITE 1] 97540 1| 2875508 1

50 nh M-100 207752 087483 312471| 0,B04757305| 80549| 0,9180748| 3273188| 1,2234

100 nhA M100 2340229 0,585589 31815225| 0,819389242( 81799| 0,8383125| 299133g| 1,118

500 nh W 100 148853 08311 305207 75| 0,9405783925| B1198| 0832438 3579194 1,375

1 uhM K100 182798( 0,73983 8B21595| 2271988358| ©00858( 10218937 4032888| 1,5073

5 phd M5-275 1310885) 5,51935] 1125091538 28,9783125|1209687| 12,401258| G388542| 23878

30 n LBHSE9 5054517 235138 21207289 54.77313458| T49017| 78821509 5300881| 2.0058




HEL - Original blots corresponding to Figure 2A
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o 5 i = . = = . o . e
Ctl 614529 1 54324 1] 764438 1] 256887 1] 14746709 1| 240222 1
S0 nM M-100 652072 1,06109 48772| 0,8895104| 780232 1,020661| 246660 0,9602(18862501| 1,2791|1325469| 55177
100 nM M100 676511| 1,10086 53547| 0,9767073| 1202925 1,573607| 249547| 0,9714|19047782| 1,2917|3467879| 14,436
500 nM M-100 797295| 1,29741 57885| 1,0558332| 1638647 2,143597| 210366| 0,8189(22464046| 1,5233|7681651| 31,977
1 uM M-100 770021| 1,25303 36891| 06728987 1419235 1,856573| 528467| 2,0572(23785521| 1,6128|8744212| 36401
S M MS-275 608962( 0,99094 84258| 1,5368817| 1657228 2,167904| 3363491| 13,093(20383458| 1,3822| 280221| 1,1665
30 oM 1BHS89 | 170%68| 027756] 192357| 3.5086276| 119560 0.156402] 13606352| S2.966| 8687166| 058911 1717271 07149
‘ d. caspase-3 ™ ac-H3 B-actin
Signal Ratio Signal Ratio Signal _|Ratio Signal Ratio
Ctl 296833 1| 6344457 1| 493362 1| 4974126 1
50 nM M-100 281467 094823 5816115| 0,9167238| 546240 1,107179| 4857644| 0,9766
100 nM M100 237849 0,80129| 5720756| 0,9016936| 482855 0,978703| 4693040| 0,9435
500 nM M-100 275091| 0,92675| 6316340( 0,9955683| 584915| 1,18557| 5896666| 1,1855
1 uM M-100 283590 0,95539| 6595413| 1,0395552| 621180 1,258075| 6212540| 1,249
S uM MS-275 1338952| 4,51079| 22468021| 3,5413623| 3944581| 7,995308| 7592024 1,5263
30 nM LBHS8S | 9013231( 30.3647| 33212211] 5.234839| 4634662| 9,394039| 8662796 1,7416




Original blots corresponding to Figure 2B
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Original blots corresponding to Figure 2C
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Original blots corresponding to Figure 2D
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Original blots corresponding to Figure 3A
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Original blots corresponding to Figure 3B
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Original blots corresponding to Figure 3B
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Original blots corresponding to Figure 3C
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Original blots corresponding to Figure 3C continued
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Original blots corresponding to Figure 3D

R-catenin R-actin
Co 43311.061 10817.761
Indo 34211.957 10051.953

p-catenin

B-actin

Beyer Romanski_Supplement 8

15



Beyer Romanski_Supplement 8

Original blots corresponding to Figure 4C
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Signal Ratio Signal Ratio Signal R atic Signal R atio Signal R atio
10 yM RGFPRE8 F48000( 10874847 402000| 1.26548012 TET000| 2.3627807) 2490000| 78320388 128000 02885031
5 pM RGFPBE8 383000| 1.1748488 307000 02417178 2E2000| 2.9202454 Zrapopd| 8 5278074 171000| 05245399
1 pM RGFP288 382000] 114717721 221000 0872141 13300| 0.0407975| TET000| 23220859 503000| 15425448
Ctl. 328000 1 T2800| 0.2233128 35100| 01188712 2E8200| 0.0885031 1170000| 35889571




Original blots corresponding to Figure 4D
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Signal Ratio __|Signal [Ratio Signal _|Ratio Signal __|Ratio _|Signal [Ratio

1 uM RGFP966 426176 1,06502 15892925 1349584383 190303 14899316 19149080 16029 442732 25168
S uM RGFP966 430120| 1,07488 121799  1,034284301 274368 2,1480973 9418000 0,7884 2997564 17,04
10 uM RGFP956 358597 0,89639 107528 0913098813 328427 25713392 7299288 0,611 3739094 21,256
cti 400156 1 117761.625 1 127726 111946360 1 175910 1
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Original blots corresponding to Figure 5A
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Signal Ratio Signal Ratio Signal |Ratio Signal Ratio

1 NC sSiRNAMV (Il 8431771 1| 627213025 1| 3081069, 1] 989258 1
2 siMYC 1) 7591129,5( 0,9003 2162387 0,344761176| 931521| 0,302337| 1105596| 1,1176
3 SWT1 (1) 11288387 1,33879| 11690633,75| 1,863901623| 437344| 0,141946| 2551302| 2,579
3 siB-catenin (Il) 8795778.8] 1.04317| 8963941.75| 1.429170217|4429075| 1.437512| 381148.5| 0.3853
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Original blots corresponding fo Supplement 3
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catenin fl. catenin cl. d. caspase-3 TH2AX GAPDH
Signal Ratio Signal Ratio Signal |Ratio Signal Ratio |Signal [Ratio
Ctl 177754 1 166475 1 15654 1] 185208 8 1] 19352 1
30 nM LBHS89 93838 052779 3BTR20| 2,329599| 1224552| 62, 32584| 2894281| 17.105| 30777| 1,5504
5 uM MS-275 o47044  30815| 506454( 30422825 384306| 1955358 1177059 69563 22418( 1,1585
10 nM FK228 58772 0,31931 424204 25517585 035233| 47 58437 2086143 12325 28100) 1,451
30 nM LBHS89 + 40 pM zMAaD 320993 180542 230342| 13835432 1221] 0062125 1038239 6,1358| 28207| 1,4576
5 M MS-275 + 40 uM =WAaD 687210  3,8652| 1438318| 0,8909325 3841) 0,195431| 290235 3 1,7153| 33769 1,745
10 nM FK228 + 40 pM zAD 222382 125078 172272 1,034322 15578| 0,792612( 933287 55158 27230( 1,4097
40 uM zAaD 135819 0,76391 20429| 04231296 3210] 0,163326| 19385, 75| 0,1145| 19237| 0,994
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Original blots corresponding to Supplement 5
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Original blots corresponding to Supplement 7
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Signal Ratio __|Signal Ratio Signal __|Ratio Signal __ |Ratio |Signal [Ratio |Signal [Ratio
ctl 112173 1 86583/ 1]15321924 1| 134827 1| 593301 1| 335295 1
0.5 mM HU 100356 0,89465| 127333 1,4706467| 6262684 0,40874| 2324132 17,238| 399061 0,6726| 332616 0,992
1.5mM HU 45691 040733 151553 1,7503782| 4725680 0,308426| 4660211 34,564 505804 0,8525| 291618 0,8697
S mM HU 28974 0.2583| 150984 1,7438065| 4164024 0271769| 5611731 41.622| 673941 1,1359| 265081 0,7906
30 nM LBH589 38563 0,34378] 1415889 16,352968| 3018716 0,197019| 8363724 62,033|4357711 7.3449| 255276 0.7613
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