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Supplementary Figures and Legends

TCGAAML (n=200)

A314fs

R394W

i

1
449 aa

T
100

T309fs

APL (n=42)

$31

I

i

!

10

T
100

w~<r E RN R AAAE

15=

Ai’L no;1-M3 nzm-M3

WT1 mutant WT7 wild type WT1 mutant WT1 wild type

APL

Supplementary Figure 1.



Supplementary Figure 1. WT1 is both highly expressed and frequently mutated in APL.
(A) RNA expression data from the AML TCGA dataset showing expression of WT1 across all
FAB subtypes. WT1 expression is significantly higher in M3 AML compared to all other
subtypes with p-values ranging from 0.04 (vs. M7) to 2.43 x 1013 (vs. M5) using Tukey’s Range
Test. TPM, Transcripts Per Kilobase Million. (B) Schematics showing WT1 mutations in AML
samples from the TCGA dataset (N=200 cases, top) and in the APL cases from this study
(N=42 cases, bottom). Green circles represent nonsense or frameshift mutations, red circles
represent missense mutations, numbers indicate exon number, ZF1-ZF4 are zinc finger
domains 1-4. Hotspot mutations (e.g. R394Q/W) are labelled. (C) Plot showing gene mutations
co-occurring with the PML-RARA translocation in 42 cases of APL. Yellow boxes indicate
mutations that co-occur within a biologic category and black inset boxes indicate mutations that
occur in more than one allele. Blue boxes indicate cases where no cooperating mutations were
identified with a capture panel containing the recurrently mutated genes in the TCGA AML study
(2). (D) RNA expression data from the AML TCGA dataset showing expression of WT1 in WT1
mutant (first and third bars) compared to WT1 wild type cases (second and fourth bars). Cases
are stratified as APL (two left bars) or non-M3 (right two bars). WT1 expression is significantly
lower in the non-M3, WT1 wild-type cases as a group (p<0.01 for all comparisons using Tukey’s

Range Test.) TPM, Transcripts Per Kilobase Million.



Wt1 input
CAGACCAGCTCAAAAGACACCAAAGGAGACACACAGGTTT peference

RosaZ26 input

CCATCTTCTAGAAAGACTGGAGTTGCAGATCACGAGGGAA Reference

Insertions.

bold Substitutions
o
== Predicted cleavage position

A

57% (1344 reads)
95% (1019 reads)
88% (983 reads)
35% (706 reads)
12% (586 reads)
1.12% (585 reads)
1,10% (575 reads)
1.05% (551 reads)
1.02% (532 reads)
0.94% (491 reads)
0.77% (400 reads)
0.66% (347 reads)
0.48% (252 reads)
0.48% (251 reads)
0.47% (248 reads)
0.47% (245 reads)
0.46% (238 reads)
0.44% (230 reads)
0.44% (229 reads)
33% (171 reads)

32% (168 reads)

2
H
e
2
2
g
2
&
a
a
a

el e e e e e e

7.60% (3971 reads)
7.34% (3837 reads)
0.25% (130 reads)
0.23% (122 reads)
0.23% (121 reads)
0.23% (119 reads)
0.22% (116 reads)
0.22% (114 reads)
0.22% (114 reads)
0.22% (113 reads)
0.21% (110 reads)
0.20% (107 reads)

2
1
1
1
1
o,
0,
0.
0.
0.

reads
reads

CCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCC
CCLLLLLLLIL  CLLALILLLLLLOLSL
FUUUUUUYU " ULU - UUUUUULUUUULUOLUUUY

516

we

Supplementary Figure 2

Pmi

25+

13

14
14

100
16
15

=047

p

18
115

Number at risk

E R S = “<4<ac VAL CLLL
QUi UUouuUo s 0 QuULULUULUOURUULUY
RS - XF &8 OO LaLCLCLAOCL L m
LR X R RO RO ) LVovLvovVLLVLLLVLLLOL -
B R R T S S e - |
L 1BG 00U 0O VOLVVOLUO ", W !“
R " X RO " RO ) VUL VVVVVVVVVL —
DECER & SORUNORES < dCadcCacTL M
CRCERE = O €< A< KaLL< T
NP [ PR A
DR - ML R s
T R R Y e
Lo BB R o
Xl o Y A R (o
(8 U G JCCRCNORCE - i
R O R R C RN ) 0o
<o €. g8 L
CLLL L KK R &
LS < g = L<q g<g<a<c<T<
L LCLL L KL R R e e
UULUOUOL + + + U + U0+ s U+ UV VULUDULULYU
B o U o O = S T S S o S S S v}
COFULUL « «+ 1UDLU U+ FUUD UL I VULLUOULUOL s
QUUUVLLVVLY + + + TUYVVLY TV TVLVL VL VVVLVLVLLLVLVLLLY
Lo “A‘.A...Al‘.“,k“‘ﬂ‘l*Ak m m
VULSUUULUU «+ + + 1 ULUL ' U+ + P UUU FUUUULULUUUULUULUULUULU - -~
QLUOUULDUL « + 1 UUUUUL ' 0 1 0U0L ' UULLULLLUVLULLL 1— —
CLULCILT  + CLELLLL € KL LKLV LLLL
CIUKCLCL '  CLELLLLLCL L CLLCLCL LA
QUKUULUU « ' UULULULUUU ‘UUU - LUUDULULUUUULY
8 ® B
Wdl
mmM)))ﬂn)ﬂMM)))))))))))))))))))))
2338337398397 9995899989535958333 o
$mqceeeeicer i aispiiae02Ep08det
B S P T T T T L T ] nu
zpocesdcodogoasbes8BcCEEEEEESSS8EE
EEE ISR ittt R d e R R Tt 2
AN ARCAARRAMARANNRANRAGNANNSARNSS
R ANRdc000000000006000060060060060
B
AAA“AAA‘AA‘AAK&“AAKAGAAAA‘A‘NAA m
PUOLVULLLLLVVDVUVVUIVLOVLULVLOLUODBLLL
BUVOLVVVVOVOOLBUVVUILOVOOLVABOVLOLY - b
CELELLUCLLLLOLVLVUEVOVBOLVLOVELOY | |
LI ILILLICLICILLCLILILCLILILCILLILO
VUOVVVLVLVVLLVVLVLVLVLLVLULVVLLVLLVLLVLLULVLLVLLVLLLVLLVLLVLLVLLVLLVLLY m
LVULUULULLULLLULULULUUURULULUOULLULLULLLLURLL
€IS IqI<<<ICC<CCCCVII<CTI<CS T
VUUUULULULLUULULUULUUULUULUUULUUUULULUULDLUUUULL
L e e e e e e o e S S S S S S
LI LLI I LKL LCLLILLILLLAL
VVVLLLVLVLUVOLUULLLLVLVOVLVLLVLLLVLULVLLLVLLY m
LI LLOLILLCLLCLCLLLCLLLLLLLLR
UUOLUUUUULLULUULUUUUULOUUUUUL ' ULLUL
©ELLEEECVEEEVLEEEEEYVEELVEY OV m t
L e e S o S S ) oy o o o o S S o S S S S
et e e S e o R T m
GGGGGGGGGEGGGGGGGGGGGGGGGGG,GGGGG
TUvVLVLVVVLVLLVLLY . x
PULVLLULLVVUVY +VOV :VOVVBLOVY :VUVOY
Lot ol o Rt o o o o e U R R o cm
CCCCCCCCCCCCCC.CCC\CCCCﬁCCC.CCCCC
CLLLCLLLLLILCLLL << << <k -
LUOVVULVLLLLOYL (VLY VOVVBOLY L BLOY m M *
LA IILLLLLO (<L K<L < LC
LI IILLILLLL <L+ KLLALLKLY < <L o 1_
<AL LCLLCLLCL << K<L LLLCL < L |
VVOY ' VUVVLVVOOVY VYV + TOVLVLVLVLVLLVLLY 'O VOO
CECq CICCLALC L LCCICLCS < Cq m '
E e e e A e e e e e I
VUUU + U0V U 100U« +0UUUUL U 'L UUU
EERE . B S T S S [+4
O - . CEE G CFURERERER CEEEEE
Go @ 1506 .60 . 1000060+ 6 .0 600
=i . v ) ‘Bl cEEEREER U B
SEEE RS EEE S LSRR R x v x
vuox . VU L ULUUUULU L VLU = 2 2
AT VU s 0uURUUUU LU UL - =] =]

Aupqeqoid eanng

0254
0.004

Aokl 5



Supplementary Figure 2. Wtl loss-of-function mutations do not cooperate with PML-
RARA in a mouse APL model. (A) Amplicon sequencing of the gRNA target regions from
Ctsg-PML-RARA lineage depleted bone marrow cells after CRISPR editing, prior to
transplantation into lethally irradiated recipients. Shown is the mutational spectrum of
hematopoietic cells edited at Rosa26 (left) or Wtl (right) loci. Bolded missense variants are
presumed to be PCR artifacts generated during amplification. (B) Mice that died during the
tumor watch succumbed to clonal APL arising from either a mutated or an unmutated
hematopoietic progenitor cell. DNA was isolated from unfractionated spleen cells from mice
with viable tissue at the time of death (N=8), PCR was performed using primers flanking the
Rosa26 or Wtl CRISPR gRNA site, and mutant reads were quantified by digital sequencing.
Shown is the proportion of wild type to mutant Rosa26 (left) or Wtl (right) reads in each
sequenced sample. These APLs all contained cells without Wt1l mutations, suggesting that
these cells were not selected for in this model system. (C) Survival of mice (N=15-18 recipients
in each group) transplanted with BM from Ctsg-PML-RARA*" knock-in mice genetically altered
using CRISPR/Cas9 to create indels in Wtl (blue) or control mutations in Rosa26 (red). The log
rank test for difference in survival gives a p-value of p = 0.47. (D) RNA expression of selected
transcription factors in 16 previously banked mouse APL tumors. Red box highlights Wtl

expression.



empty vector B.

b=-0.5
. p<0.001

Forward scatter

GFP positive

T % = % £ =
oay w*3g 269
PML-RARA w3
-
b=1.3
= =
* - 4
o o
e e
[=] o
(&) o
072 {10
Lot o BRLGLALL S0t it i i St A | Lind i S Aok i A SO A |
o w0? w04 w05 1% o 103 w04 0% w0°
CD11b CD11b
w0° Jo07 126
ID‘ -
[l «
(el el
o o
o o
o0o18
i
1.‘ ﬂ‘
@
274
© ©
“w w
o o
o o
T 7
10uM LA
" 10

ATRA treatment

s <0.05 p<0.05 : =
omso i Py o
oed j X #
ATRA 3 = 5 2,
P B ] >
3 B :
:g @ : . - ©
Eoad 3 i - - 3
3 g 18 |
S 3 e )
2 o u A
8. L iae : @ ydae
2 0?30 113 07334 o
= ISR e SR e B NS (AR e SE =gt
8 A L P S P btk R R S I Rt
oo empty channel empty channel
T T T T

day

Supplementary Figure 3



| P<0.05 \

E . 167.8

200-

150 -

TPM

P<0.05

32.8

50~

24

0. —e—
X
Supplementary Figure 3. Human CD34+ cells transduced with PML-RARA have a growth
advantage in long term culture, and phenotypically resemble APL cells. Umbilical cord
blood-derived CD34+ cells were transduced with a GFP-tagged retrovirus expressing PML-
RARA and cultured in cytokines for up to 8 weeks. (A) Expansion of PML-RARA (right) or
empty vector-transduced (left) human CD34+ cells in vitro. Shown is percent of GFP+ cells in
culture versus time. Black dotted lines show line of best fit calculated by linear regression.
Transduction with PML-RARA leads to expansion of GFP+ cells (slope b=1.3% per day,
p<0.001), while empty vector-transduced cells gradually decrease in culture (slope b=-0.05,
p<0.001). P values were calculated using a linear regression model, and represent the
probability that the slope of the best fit line equals zero. (B) Representative flow cytometry plots
showing GFP positive and negative populations in a culture of PML-RARA-transduced CD34+
cells maintained in culture for 5 weeks (top plot). Other plots show KIT vs GFP, CD13 vs
CD11b, CD33 vs CD14, CD56 vs HLA-DR, and CD18 vs empty channel gated on the GFP

positive (right) or GFP negative (left) populations. (C) Representative photomicrographs of

CD34+ cells expressing PML-RARA (bottom) or empty vector (top) after 6-8 weeks of culture.
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Empty vector-transduced cells display a full range of maturing myeloid cells (top), while cultures
with PML-RARA-transduced cells (bottom) contain predominantly promyelocytic cells with
primary granules overlying the nucleus, consistent with a myeloid maturation arrest. (D) PML-
RARA-transduced CD34+ cells are sensitive to all-trans retinoic acid (ATRA) in vitro. PML-
RARA-transduced CD34+ cells were expanded 6 weeks in culture and then treated in vitro for
up to three days with ATRA or vehicle. Shown is total cell number on each day of treatment. (E)
RNA sequencing showing relative level of WT1 expression 7 days after lentiviral transduction of
CD34+ cells with KTS+ isoform of WT1 (“WT1”, green bar) compared to cells transduced with
PML-RARA or empty vector (“PR” and “GFP”, red and blue bars). N=2 experiments each
construct. p<0.05 in both comparisons comparisons by Student T test. TPM, transcripts per

kilobase million.



