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Suppl. Fig 1 Plasma membrane insertion of BODIPY-PC or TopFluor-TMR-PC at trace level
reveals domains that are comparable and that perfectly co-localize. RBCs were spread and
labeled with either BODIPY-PC or TopFluor-TMR-PC (A,B) or both probes (C) at 37°C. (A)
Representative images of simple labeling. (B) Quantification of lipid domains per hemi-RBC.
Means + SEM from 2-3 experiments where >480 RBCs were counted. (C) Representative

images of double-labeled RBCs. All scale bars 5 um.
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Suppl. Fig 2 Lipid domains differentially respond to osmolarity modulation. RBCs were
spread in a microfluidic chamber (CellAsic ONIX), labeled with theta* or BODIPY-polar
lipids in an iso-osmolar medium at 37°C and imaged (320 mOsm, top images). A hypo-
osmolar flow (180 mOsm, bottom images) was then applied and the same RBCs were
imaged after 3 min. Orange and green arrow heads show SM- and PC-enriched domains
that appear under hypo-osmolar flow; blue arrow head shows a GM1-enriched domain
that disappears under hypo-osmolar flow. Representative images of >2 independent

experiences. Scale bars 2 um.



A = B, —
& 1501 35 150+
g * %k S O
' ' 8 £ NS
G 1257 S5 T
2 3 o 100-
S—— | O —
2 100 0 2
U @©
g ST 50
i c £
g " 3 8
[e) O35
< 50 Me ol
C T s s e ©o S D
S S S ) o)
1o) %) ~ ,Q\e, ;ﬁ@;
S S
\)(\

Unstretched

Stretched

Membrane curvature Membrane curvature
('n'e) Aususul eyl (‘n'e) Aysusyul eyl

Suppl. Fig 3 Chol-enriched domains are modulated in size and distribution under RBC
mechanical stimulation. (A) Chol-enriched domain abundance at 20°C upon increased
spreading on PLL. (B, C) RBCs labeled for chol at 20°C and stretched in PDMS chambers. (B)
Chol-enriched domain surface occupation of hemi-RBC in unstretched condition and under
stretching in PDMS chambers. (C) Recruitment of chol-enriched domains in increased
curvature areas of the RBC edges upon stretching (#2, #2' vs #1, #1’). Panels B and C are

adapted from [28]. Scales bars 2 um.



Released hemoglobin
(% of Triton X100)

1007 M - — - -

o]
2
1
1
1

Jallannen ml lmann ml o el 0

T T T
A VXL ISP PP N &S F

> O
(‘\\\\l\ k+ Q N & (,\\\0 ~\:\Q ?'SQ ?,SQ
RO o° N N o S g & & ‘3\0 K5
& & &g & 9
GsMTx4 (uM) Yodal (uM)

Suppl. Fig 4 Pharmacological agent innocuity. Released hemoglobin by RBCs either
untreated (full bars) or incubated in (i) GsMTx4-containing medium, (ii) Yodal-containing
medium, (iii) Ca*-free medium supplemented with EGTA followed or not by repletion in
Ca?*-containing medium, and (iv) glucose-depleted medium followed or not by repletion in
glucose-containing medium. Results are expressed as percentage of full hemolysis obtained

by 0.5 % Triton X100.



