Supporting Information — Ray et al.

Figure Legends

Supplementary Table 1 — Percentages of GFP* cells (representing retrovirally-infected)

in each experiment.

Supplementary Figure 1 - Representative flow cytometric histogram plots of pAKT and

pERK staining after gating for GFP*Kit*CD71" retrovirally-infected cells. Related to data

presented in Figure 1F.

Supplementary Figure 2 - Co-localization of Samd14 and c-Kit. (A) Representative

structured illumination microscopy (SIM) images of spleen erythroid progenitors
retrovirally-infected with HA-tagged Samd14 and a SAM domain-deleted mutant of
Samd14 (S14 ASAM) stained with rabbit anti-HA antibody and AlexaFluor 594 (red),
mouse anti-c-Kit antibody and AlexaFluor 647 (green), and DAPI (blue) in presence and
absence of stem cell factor (-SCF/+SCF). 63X magnification, Scale bar = 2 ym (B)
Pearson’s correlation coefficient for Samd14 and c-Kit co-localization. (C) Pearson’s
correlation coefficient of Samd14 and DAPI co-localization. (D) Orthogonal projections of
z-stack of spleen erythroid progenitors retrovirally-infected with HA-tagged Samd14 and
S14 ASAM stained with antibodies for Samd14 (red), c-Kit (green), and DAPI (blue) in
presence and absence of stem cell factor (-SCF/+SCF). 63X magnification, Scale bar =

2 ym. *p < 0.05 (two-tailed unpaired Student's t test).

Supplementary Figure 3 - Gating strategy for analysis of SCF-stimulated GFP*Kit*

cultures. (left) Representative flow cytometric analysis of GFP and forward scatter (FSC)



following retroviral infection in Samd14-Enh”- spleen cultures. (right) Cells were

subsequently gated for CD71 and c-Kit.

Supplementary Figure 4 - Samd14 or Samd14 A SAM Expression in Samd14-Enh”

Bone Marrow. (A) Representative flow cytometric analysis of SCF-stimulated GFP*Kit*
bone marrow cultures. (B) Quantitation of pAKT median fluorescence intensity (MFI) at
5 and 10 min post-stimulation with SCF (50 ng/mL) (N=3 in each condition). Error bars

represent the standard error of the mean.

Supplementary Figure 5 - Dissecting Samd14 SAM Domain Activities in Cellular

Survival with Chimeric SAM Domain Proteins. (A) Representative flow cytometric analysis

of non-cell membrane permeating DNA dye (Draq7) and anti-Annexin V Pacific Blue
(AnnV). Cells were first segregated based on GFP, CD71, Ter119 and c-Kit. Draq7-AnnV-
= live, Draq7-AnnV"* = early apoptotic (EA), and Draq7*AnnV" = late apoptotic (LA). (B)
Quantitation of flow cytometric analysis of non-cell membrane permeating DNA dye
(Draq7) and anti-Annexin V Pacific Blue (AnnV). Cells were first segregated based on
GFP*, CD71%, Ter119 and c-Kit* (N=3). Error bars represent the standard error of the

mean (SEM). *p < 0.05; **p < 0.01; *»*xp < 0.001 (two-tailed unpaired Student's t test).

Supplementary Figure 6 - Localization of Samdi14 chimeras. Representative

immunofluorescence images of spleen erythroid progenitors retrovirally-infected with HA-
tagged Samd14, Samd14 with SAM domain sequence of Neurabin-1 (S14-cNeb1) and
Samd14 with SAM domain sequence of SHIP-2 (S14-cS2), stained with rabbit anti-HA
antibody and AlexaFluor 594 (red) and DAPI (blue). 63X magnification, Scale bar = 10

um.



Supplementary Figure 7 - Samd14 SAM domain increases the frequency of cells

expressing BFU-E-associated surface markers in spleen progenitors. (A) Gating strategy

and representative flow cytometric analysis of retrovirally-infected Kit*CD71'°% and
Kit*CD71'°% in empty vector (EV), HA-tagged Samd14, a SAM domain-deleted mutant of
Samd14 (Samd14 ASAM), Samd14 with SAM domain sequence of Neurabin-1 (S14-
cNeb1) and Samd14 with SAM domain sequence of SHIP-2 (S14-cS2). FSC=forward
scatter. (B) Left - Quantitation of the percent of retrovirally-infected Kit"*CD71'°% (N=3 in
each condition). Right - Quantitation of the percent of retrovirally-infected Kit*CD71"i9"
(right) (N=3 in each condition). * p < 0.05; **** p < 0.0001 (two-tailed unpaired Student's

t test).



Supplementary Table 1

% GFP+ (related to Figure 1) % GFP+ (related to Figure 4C and D)
N1 N2 N3 N4 N5 N6 N1 N2 N3
WT EVOm 30.3 286 271 133 30.3 28.6 EV 27.8 33.8 32.8
EV2m 33.7 264 217 252 33.7 264 Samd14 23.1 22.4 21.3
EV5m 40.6 273 262 248 406 27.3 delta SAM 42.8 455 41.5
EVI0m 44.5 347 316 195 445 347
EV15m 19.9 25 246 284 19.9 25
EV20 m 175 178 261 219 175 17.8
Enh-/- Samd14 0 m 20.7 20.5 389 16 20.7 205
Samd142m 20.9 195 176 2238 209 195
Samd14 5 m 38.7 516 243 255 38.7 516
Samd14 10 m 34.3 443 36.2 59.2 34.3 443
Samd14 15 m 29.3 422 423 554 29.3 422
Samd14 20 m 24.2 436 328 431 242 436
% GFP+ (related to Figure 5C, E, G, H) % GFP+ (related to Figure 6D-G)
N1 N2 N3 N4 N1 N2 N3 N4
EVOm 236 324 204 49.2 Ev 324 33.2 24.7 27.5
EV2m 35.2 37 40.2 498 Samd14 27.5 33 29.5 34.5
EV5m 418 287 412 509 deltaSA| 29.8 32.2 30 30.7
EVI0Om 183 345 40 514 S14-cNq 33.7 32.2 34.3 21.4
Samd14 0 n 5.87 16.1 30.9 404 S14-cS4 326 24.8 33.3 22.8
Samd14 2 n 216 19.2 312 382
Samd14 5n 183 227 29.1 331
Samd14 10 126 235 314 373
deltaSAM 0 428 421 45 18.1
deltaSAM 2 36.8 35.8 415 174
deltaSAM 5 39.7 259 415 186
deltaSAM 1 30.8 36.9 423 184

% GFP+ (related to Figure 7C,D)

N1 N2 N3
Ev 27.7 29 28.4
Samd14 31.8 318 31.9
S14-cNeb1 32.7 331 33.2
S$14-mc1 30 315 31.3
S$14-mc2 308 317 31.3
S$14-mc3 40.5 39.8 40.5
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Supplementary Figure 2
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Supplementary Figure 3
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Supplementary Figure 4
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Supplementary Figure 5
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Supplementary Figure 6
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Supplementary Figure 7

EV
250K o 250K { | 5
1 CD71"" cp71hian
200K = 200K o
10419
150K o - 150K 4
100K o 100K o 103 9
50K o 50K g
0 0 E - -
8 -10° T S 1 1 10
w
GFP Lineage
Samd14 Samd14 A SAM S14 ¢S-2 S14 cNeb1
10™ . 1 ’ 1 high 1 i
cD71°% cp71Meh 4 CD71"°% cD71"dh cp71'° cp71™9 ] cp71'ov cD71M9
041 o p
103
=
f 10 ¢ 10 10° 100 10 10 10° -10 100 i 10
* OEV
| | ® Samd14
154 15— .
P X —* ] ; © $14 A SAM
8 KKk K 8 l: ©S14cS-2
> : = : © S14 cNeb1
o L} — L}
= 104 .. : < 10 :
~ : ~ :
[a] ' [a] '
O , (&) !
o : e '
X 5 : X 5 :
- ' - '
c ! c :
@ : o !
o ' (3] '
= ' = 4
g : g -
0 - 0 M




	sr.jbc 2019 revised supplement
	sr.table1_revision
	sr.FigS1_revision
	sr.FigS2_revision
	sr.figS3_revision
	sr.figS4_revision
	sr.figS5_revision
	sr.figS6_revision
	sr.FigS7_revision

