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Online Supplementary Table S1. Erythroid colony formation capacity during the first
four days of in vitro culture. Erythroid colony formation at day 0, 2 and 4 of in vitro
expansion. 0.5 million total PBMC or PBMC depleted for CD34+ cells were plated into
semi-solid methylcellulose medium at isolation from peripheral blood (day 0) or after
two and four days of in vitro culture, as described in Design and Methods. To allow the
specific outgrowth of erythroid colonies, the methylcellulose media (Stem Cell
Technologies) was supplemented with SCF (100ng/mL), Epo (2U/mL) and IL-3
(ng/mL). Colony forming units (CFUs) of erythroid nature were counted after 14 days
and are presented as an average. The number of independent experiments are indicat-
ed (SD= standard deviation between experiments). 

SUPPLEMENTARY APPENDIX



O
nl
in
e 
S
up
pl
em

en
ta
ry
 F
ig
ur
e 
S
1
.P
B
M
C
 d
ep
le
te
d 
of
 C
D
3
4
+
ce
lls
 b
ec
om

e 
C
D
3
4
+
du
ri
ng
 e
xp
an
si
on
. D
ot
 p
lo
ts
 s
ho
w
in
g 
co
nt
ro
l I
gG
 o
r 
an
ti-
C
D
3
4
 s
ta
in
in
g 
ag
ai
ns
t 
fo
rw
ar
d 
sc
at
te
r 
(F
S
C
) 
fo
r 
to
ta
l P
B
M
C
 c
ul
tu
re
s 
(t
op

pa
ne
ls
) 
an
d 
C
D
3
4
+
ce
ll 
de
pl
et
ed
 P
B
M
C
 c
ul
tu
re
s 
(b
ot
to
m
 p
an
el
s)
. 
N
ot
e 
th
at
 i
n 
th
e 
bo
tt
om

 p
an
el
 s
ec
on
d 
do
t 
pl
ot
, t
he
 C
D
3
4
+
ce
lls
 a
re
 t
ot
al
ly
 d
ep
le
te
d 
bu
t 
be
co
m
e 
C
D
3
4
+
du
ri
ng
 t
he
 n
ex
t 
da
ys
 (
su
bs
eq
ue
nt
 p
an
-

el
s)
. T
he
 f
ig
ur
e 
sh
ow
s 
on
e 
re
pr
es
en
ta
tiv
e 
ex
pe
ri
m
en
t 
ou
t 
of
 f
ou
r 
in
de
pe
nd
en
t 
ex
pe
ri
m
en
ts
.



Online Supplementary Figure S2. CD34+ cells at day 3 of expansion are c-kit+/CD71+/GPA-. CD34+ cells at day 3 of expansion are c-kit+/CD71+/GPA-.
PBMC depleted for CD34+ cells (lower panels) or not (upper panels) were expanded as indicated in Design and Methods. The dot plots delineate the spe-
cific population used in the histograms below namely the CD34+ (FITC+) population with medium to high forward scatter (the low forward scatter popu-
lation are lymphocytes). The histograms show the expression of GPA (BRIC256-PE), c-kit (CD117-PE) and CD71 (CD71-PE) within the CD34+/FSCmed/high

population at day 3 in total PBMC (A) and CD34 depleted PBMC (B). Note that in both (A) and (B), the CD34+/FSChigh population is c-kit+/CD71+ but GPA
negative and thus are termed as common megakaryocytic/erythroid progenitors as the earlier common lymphoid progenitor is CD71 low to negative
but CD34+/c-kit+/GPA-. The figures here are representative of four independent experiments.
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Online Supplementary Figure S3. Cells after the second Percoll on day 5 are c-kit+/CD71+/GPA-/CD34- and thus identified as early erythroid progenitors.
Cells after the second Percoll on day 5 are c-kit+/CD71+/GPA-/CD34- and thus identified as erythroid progenitors. The transition of the common
megakaryocyte/erythroid progenitor to the erythroid progenitor is accompanied with the loss of CD34 and a further increase in CD71 and c-kit expres-
sion. The dot plots show control-FITC (upper panel) and anti-CD34-FITC (lower panel) staining against PE-positiveness (the specific antibodies conjugat-
ed to PE staining are indicated below the dot plot). The insets in the dot plots in the upper panel show the respective PE-histograms of the dot plots in
order to compare with the histograms at day 3 in Online Supplementary Figure S2. Note the increase in CD71 and c-kit expression compared to day 3
and the absence of GPA. Furthermore, a low expression of CD34 remains on approximately 13% of the cells. Combined, the data show that 87% of the
cells are CD34-/GPA-/c-kit+/CD71high. The figures are representative of three independent experiments. 


