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Supplemental Figure 1: Randomizations Addressed in AML17
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Supplementary Figure 2: Plasma Inhibitory activity (PIA) Measurement.

The protocol requested, with patient agreement, the collection of blood samples pre-dose on day
14 of each course of everolimus treatment. To assess mTOR inhibitory activity, 400ul patient plasma
was incubated in triplicate with 5x10° HEL cells for 1h at 37°C in a humidified incubator with 5%CO:..
The approach was similar to those reported for other inhibitory assays.'® A standard curve of
phospho-S6 ribosomal protein (pS6-RP) PIA versus everolimus concentration was generated by
spiking healthy volunteer plasma with everolimus that produce clinically-relevant concentrations
ranging from 1 to 200ng/ml. In this context an estimate of plasma inhibition of phospho-S6 ribsomal
protein (p S6-RP) in response to patient plasma was measured in cell lysates by immunoblotting
and ELISA. The results were expressed as a percentage reduction of pS6-RP inhibitory activity
compared to the maximum inhibition achieved by a 200ng/ml everolimus concentration which was
run in parallel along with a no drug control.

Overall survival from Everolimus randomization: Inhibition at all vs not at all timepoints (1+
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Supplementary Figure 3: Resolution of Sanger data with AML17 mTOR randomisation
(n=124)
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Supplementary Figure 4: Stratified analysis of Relapse Free Survival. A) Demographics; B)

Mutation status (minimum 10 mutant patients with RFS data)

A)

Events/Patients Statistics O.R. & 95%Cl
Everolimus Control (O-E) Var. (Everolimus : Control)
By age:
Age 15-29 16/33 8/15 02 54 —— 1.04 (0.45, 2.42)
Age 30-39 23/34 117 -07 71 0.90 (0,45, 1.88)
Age 40-49 38/58 13/31 78 119 —_— 150 (1,09, 3.40)
Age 50-59 56/73 25/37 42 185 -1 125 (0.79, 1.8)
Age 60-69 10/20 9/1 -2:5 42 ——t 0.5 (0.21, 1.44)
. Subtotal: 143/218 66/111 89 471 - 1.21 (0.91, 1.61)
2P =02; NS
Test for heterogeneity between subgroups: ¥4 = 59; P = 0-2; N3
Test for trend between subgroups: X3 =01, P = 0-8; NS
By sex:
Female 72/116 43/69 -0 268 —— 1.00 (0.68, 1.45)
Male 71/102 23142 a7 208 —— 152 (0.89, 2.33)
. Subtotal: 143/218 66/111 86 476 I 1.20 (0.90, 1.59)
2P = 02; NS
Test for heterogeneity between subgroups: %3 = 2:1; P = 0-1; NS
By WBC:
WBC 0-9.9 95/136 40/64 7:3 302 +Hi— 127 (0,89, 1.82)
WBC 10-49.9 34/61 17/34 24 12:0 —_— 123 (0.70, 246)
WBC 50-99.9 8/15 6/9 ~1-4 31 0563 (0,21, 1.95)
WBC 100+ 6/6 34 12 22 T.73 (0.46, 6.51)
B subtota: 143/218 66/111 95 475 <> 1.22 (0.92, 1.63)
2P =0-2; NS
Test for heterogeneity between subgroups: % = 16; P = 0-7; NS
Test for trend between subgroups: X% =01, P=0'8; NS
By WHO PS:
Performance Status 0 1121176 51/87 65 371 -l 148 (0,86, 1.64)
Peformance Status 1 27137 1219 20 87 e 128 (0,65, 2 45)
Performance Status 2 3/4 2/3 -0-1 11 099 (0.15. 5.78)
Performance Status 34 11 1/2 02 05 T S
Hl  Ssubtotar: 143/218 66/111 86 475 <> 1.20 (0.90, 1.59)
2P =02; NS
Test for heterogeneity between subgroups: %% = 0-1; P = 1-0; NS
Test for trend between subgroups: ¥4 = 0:0; P = 1-0; NS
By diagnosis:
de Novo 130/202 60/102 72 433 -l 118 (0.6, 1.59)
Secondary 4/5 13 09 1:2 T 03 15.52)
High risk MDS 9/11 5/6 03 3.2 110 0,37, 9.26)
. Subtotal: 143/218 66/111 8.4 47.7 -« 1.19 (0.90, 1.59)
2P =0-2; NS
Test for heterogeneily between subgroups: X% = 004; P = 0°8; NS
By induction therapy:
ADE alone {not rand) 713 47 02 26 107 (031, 8.62)
ADE Alone 19/29 8/14 141 60 —_—t 120 (0.54, 266)
ADE+ GO 3mg 17/26 714 22 52 —_— 153 (0.65, 361)
ADE + GO 6mg 19/24 814 32 64 e 165 (0.76, 3.58)
DA + GO 3mg 18/22 3/10 54 48 ————Ts 11,25, 7.43)
DA + GO 6mg 19/26 7/12 15 57 —_ 129 (057, 2.84)
DA (60mg) - protocol 7 20/37 13/19 -2:4 72 —_— 0.72 (0.35. 1 50)
DA (90mg) - protocol 7 24/41 16/21 -2:6 88 —_— 0741036, 1441
B subtota: 143/218 66/111 86 468 =T 1.20 (0.90, 1.60)
2P =0-2; NS
Test for heterogeneity between subgroups: X% =92, P = 0-2; NS
By course 1 status:
Cenfirmed CR MRD 24/43 14/24 08 86 —_— 140 (0.56, 2.15)
Cenfirmed CR MRD + 47/63 14/24 68 136 il 165 (0.87, 2.82)
Not in remission 4/8 5/9 -03 22 0.87 (0,23, 3.22)
| Subtotal: 75114 33/57 7-3 244 b 1.35(0.91, 2.01)
2P =0-1; NS
Test for heterogeneity between subgroups: 3 = 1:3; P = 0-5; NS
Test for trend between subgroups: X% =0-1; P=0'8; NS
l  unstratified 143/218 66/111 85 478 += 1.19 (0.90, 1.59)
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B)

_ Events/Patients Statistics O.R. & 95% Cl
Everolimus Control (O-E) (Everclimus : Control)
By FLT3ITD:
Wild type 130187 57/100 97 427 - <25 (008, 1 69)
Mutant &8 11 07 o2 0.03(0.00,2.21)
B suwota: 136/205 58/101 89 430 = 123 (0,81, 1.66)
2P =02; NS
Test for heterogeneity between subgroups: X7, = 26, P = 0-09
By NPM1ic:
wild typa 871130 3860 10-0 305 —— <23 0.7, 1.50)
Mutant 3670 19/39 05 126 —— <04 (060, 1 81)
l  suboa: 1337200 57759 106 131 =T 1.28 (0.85, 1.72)
2P =01; NS
Test for heterogeneity between subgraups: X7, = 07, P = 0-4; NS
BY FLT3 TKD:
Wild type 133/202 57129 94 430 - 1251052, 1.88)
Mutant 313 12 05 03 T, TR 5t
Il subtota: 136/205 58/101 89 439 L= 1:25 (0,93, 1.68)
2P =0-1; NS
Test for heterogeneity between subgroups: X5 = 0-1; P = 0-8; NS
By DNMT3A:
Wild Type 31/48 14/29 41 107 —+—a— 147 (0.81,267
Mutant 21/3 615 40 &2 - + 82 (087, 4.20)
| ] Subtotal: 52/80 20144 8.1 169 — ] 1 522 |gl1,libni.'!.m!s,sﬁl}
Test for heterogeneity between subgroups: )f’, =03; P =06 NS
By NRAS:
wild Type 44/87 18/36 59 144 —— <50 (050, 2.52)
Mutant 813 28 26 25 TEPT 2, 5.54)
| Subitotal: 52/80 20144 85 16:9 —— 1.6.; &1'°§'n?{561
Test for heterogeneity between subgroups: X5 = 0+8; P = 0-3; NS
By CEBPA:
Wild Type 44/59 17/35 55 1441 -+—.— - 48 (0 B8, 2.49)
Mutant 811 38 29 25 o
| ] Subtotal: 52/80 20/44 84 166 e — 1.66 &1.03, 2.69)
2P =0.04
Test for hetarogeneity between subgroups: X5 = 1:3; P = 0:2; NS
By TET2:
Wild Type 44/59 17135 548 144 -T—— 1,51 (D.89, 2.54)
Mutant 81 31 24 2.7 T (0.7, 7.0
|| Subitotal: 52/80 20/44 82 16-8 e 1 .6%&1.0‘1) ,02.62]
=0.05
Test for heterogenelly between subgroups: X7 = 0-5; P = 0-5; NS
By PTPN11:
Wild Type 4B/58 17/38 &g 151 —— T80 (1 18, 00)
Mutant 612 38 —0-2 19 091 (022, 3.74)
|| Subtotal: 52180 20/44 87 17.0 R "—ad 1 .62 p.ug.uza.ss}
Test for helerogeneity between subgroups: X7 = 0-8; P = 0-4; NS
By IDHz2:
Wild Type 4458 18/38 68 148 +—— + 54085, 2.64)
Mutant 812 2/5 15 22 55 (052, 7.31)
| | Subtotal: 52/80 20/44 83 17.0 —— 1.6.‘% p.u& .024.621
Test for heterogeneity between subgroups: 175 = 0-1; P = 0-8; NS
By RUNX1:
Wild Type 43/69 17/39 71 143 —— 164(0.90,2.75)
Mutant 911 35 07 24 1.33 (.25, 4.80)
| | Subtotal: 52/80 20/44 T8 16-7 — 1 .62&0.93,02.58]
=0.06
Test for heterogeneity between subgroups: X5 = 0-1; P = 0-8; NS
By WT1:
Wild Type 4773 16/37 &2 147 —a 1,75 (1.05, 2.52)
Mutant 57 47 0-6 22 <33 (0.55, a.98)
| | Subtotal: 52/80 20044 &8 163 ——T 1 .6!;&1.03,0%.72]
Test for heterogeneily between subgroups: X5 = 0-1; P = 0-7, NS
By GATA2:
Wild Type 49/74 17137 78 153 —— R (0B, 2R
Mutant 36 37 o7 12 YT .48
| Subtotal: 52180 20/44 8.2 165 " 1 .6-;&1.0& .024.661
Test for heterogeneity between subgroups: X7 = 0-0; P = 0-9; NS
By IDH1:
Wiki Type 4871 17/40 a9 155 e B3 15, 3.00)
Mutant 4/9 34 -0-8 14 0.52 (0.10, 2.67)
| | Subtotal: 52780 20/44 88 17.0 —— 1.6% p.ug.ﬂzs.n)
Test for helerogeneity between subgroups: X7 = 2:2; P = 0-1; NS
By BCOR:
Wild Type 49/75 17139 86 154 —lbG— 1.74(1.06,2.87)
Mutant 35 35 o1 15 +.08 (9.21, 5.30)
| | Subtotal: 52/80 20/44 8.7 16.9 —] 1 5; p_ug,nz‘_sa)
Test for heterogeneity between subgroups: X5 = 03; P = 0-6; NS
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Supplementary Figure 5: Relapse Free Survival Related to Treatment Compliance. Events

within 30 days of course 3 are excluded
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