SUPPLEMENTARY APPENDIX PY

Estradiol increases hematopoietic stem and progenitor cells independent
of its actions on bone

Anett llling,* Peng Liu,* Susanne Ostermay,* Arndt Schilling,> Gerald de Haan,®* Andree Krust,* Michael Amling,?
Pierre Chambon,* Thorsten Schinke,? and Jan P. Tuckermann**®

‘Leibniz-Institute for Age Research - Fritz Lipmann Institute (FLI), Germany; 2Universitatsklinikum Hamburg-Eppendorf, Zentrum fir
Biomechanik und Skelettbiologie, Experimentelle Unfallchirurgie, Germany; *European Institute on the Biology of Aging, University of
Groningen, The Netherlands; *Department of Physiological Genetics, IGBMC, CNRS, INSERM, UdS, Collége de France, France; and
SInstitute of General Zoology and Endocrinology, University of Uim, Germany

Citation: Illing A, Liu B, Ostermay S, Schilling A, de Haan G, Krust A, Amling M, Chambon P, Schinke T, and Tuckermann JP.
Estradiol increases hematopoietic stem and progenitor cells independent of its actions on bone. Haematologica 2012,;97(8): 1131-1135.
doi:10.3324/haematol. 2011.052456

A Control Estradiol
A - e
g 3
8 4
CD34-/lo ) CD34-/lo
1, it LI, ) N i T G P b ""':OI: ¥ "”'I'DIJ T 'l”ltl;‘ = ”I”";s T
D117 >
B Control
a Mybi-HSCs @ o @

1 4

CD150

o

SIS e B S o B e B NI L e e R LA ALS e e o )
w 10 ' 0* 10 1? 10 10

CD48

Online Supplementary Figure S1. (A) CD347°-LSK cells of control and estradiol treated mice. Representative FACS blots of CD347° LSK
cells from the bone marrow from control and treated with estradiol for four weeks. The summarized data (n=7) are shown in Figure 1G.
(B) Myeloid biased LT-HSCs (Mybi-HSCs) of control and estradiol treated mice. Representative FACS blots of myeloid LT-HSCs (CD48
CD150'CD347"-LSKcells) from control and treated with estradiol for four weeks. The summarized data (n=7) are shown in Figure 1H.
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Online Supplementary Figure S1. (A and B) Expression of ERa (Esrl) and ER(
(Esr2) in LSK cells. Relative mRNA-expression of ERa (A) and ERf (B) in LSK cells
compared with expression in ovary tissue was determined by quantitative real
time PCR. (C and D) Expression of CD34 (Cd34) and F-Spondin (Spon1) in estra-
diol treated bone marrow stromal cells. Adherent bone marrow stromal cells had
been cultured for seven days and subsequently treated with estradiol for ten
days and relative mRNA expression of CD34 (C) and F-Spondin (D) determined
by quantitative real time PCR was compared to levels in control treated cells.




Control Estradiol
BVITV (%) 17.7 +/-2.4 | 29.9 +/- 4.0*
ObN/Bpm (mm-1) 14.4 +/-2.0| 16.9 +/-4.8
Obs/BS (%) 16.1+/-2.2| 19.4 +/-6.2
OcN/Bpm (mm-1) 1.2+4/-04 |[19+/-04
OcS/BS (%) 2.0+/-0.4 |3.3+/-0.4*
BFR/BS (um3/pm2/y) | 105 +/-9 147 +/- 6**

Online Supplementary Table S1. Bone histomorphometric
analysis of lumbar vertebrae (L4 and L5) from control and
estradiol treated mice. Bone volume per tissue volume
(BV/TV), osteoblast numbers per bone perimeter
(ObN/Bpm), osteoblast surface per bone surface (Obs/BS),
osteoclast numbers per bone perimeter (OcN/Bpm), osteo-
clast surface (0cS/BS) were quantified on toluidine blue-
stained undecalcified sections using the Osteo-histomor-
phometry system (Osteometrics®). For determination of the
bone formation rate per bone surface (BFR/BS) mice were
given two injections of calcein, nine and two days before dis-
section. Fluorochrome measurements for the determination
of the bone formation rate were performed on two non-con-
secutive 12 mm thick sections for each animal. Statistical
differences between the groups were assessed by Student’s
t-test (n=7).



