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Figure S2. Behavior of FtsZ at high
concentration under crowding conditions.
Representative confocal images showing the
absence of condensates at 40 yM FtsZ with
no SImA-SBS in 150 g/L dextran (left) or in 50
g/L PEG (right).
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Figure S1. Formation of condensates of
FtsZ-SImA-SBS in 150 g/L PEG. The
concentrations of FtsZ, SImA and SBS
were 12, 5 and 1 pM, respectively.
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Figure S3. Condensates formed by
FtsZ-SImA in 150 g/L dextran. FtsZ and
SImA concentrations were 12 and 5 uM,
respectively.
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Figure S4. Formation of condensates of SImA +
SBS in crowding conditions. (A) Measurements of
turbidity of samples containing SImA + SBS in 150
g/L dextran. The samples containing FtsZ-SImA +
SBS at 12, 5 and 1 uM, respectively, are included as
a reference. Data are the average of 2 independent experiments + SD, except for
FtsZ-SImA-SBS (n = 5). (B) SImA condensates in the absence and presence of SBS in 150 g/L
dextran or Ficoll and in 50 g/L PEG. Concentrations of SImA and SBS were 5 and 1 pM,
respectively. (C) SImA condensates in the absence and presence of SBS in 150 g/L dextran.
Concentrations of SImA and SBS were 40 and 8 pM, respectively. All experiments in working
buffer with 300 mM KCI.
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Figure S5. Dependence of the formation of FtsZ-SImA-SBS condensates on experimental
conditions as determined by turbidity. (A) Effect of dextran concentration in working buffer
(300 mM KCI). Data are the average of 2 independent measurements + SD, except for 150 g/L
dextran (n = 5). (B) Effect of KCI concentration in 150 g/L dextran. Data are the average of 3
independent measurements + SD, except for 300 mM KCI (n = 5). FtsZ, SImA and SBS
concentrations were 12, 5 and 1 uM, respectively.
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Figure S6. Dynamism of condensates of FtsZ-SImA-SBS in dextran. Initial (far left) and final
states after diffusion of FtsZ-Alexa 488 into FtsZ-SImA-SBS condensates (FtsZ labeled with
Alexa 647) 3h after complex formation in 150 g/L dextran. An image of the final estate (merge) at
higher magnification is shown on the right. FtsZ, SImA and SBS concentrations were 12, 5 and 1
MM, respectively.
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Figure S7. Dynamism of FtsZ-SImA-SBS condensates in Ficoll. Representative confocal
images showing initial (far left panel) and final states after diffusion of FtsZ-Alexa 488 into the
condensates of FtsZ-SImA-SBS containing FtsZ-Alexa 647 in 150 g/L Ficoll. An image of the final
state (merge) with higher magnification is included on the right. FtsZ, SImA and SBS
concentrations were 12, 5 and 1 pM, respectively.
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Figure S8. Dynamism of condensates
formed by FtsZ-:SImA in 150 g/L
dextran. Final state after addition of FtsZ-
Alexa 488 to FtsZ-SImA complexes (FtsZ
labeled with Alexa 647). Below, images
showing the stepwise diffusion of FtsZ-
Alexa 488 into the condensates at the
indicated times in seconds (time zero,
beginning of visualization for those
particular condensates). Bottom,
corresponding intensity profiles at selected
times in the green channel. The profile in
the red channel is shown as a reference
and varies slightly among images. FtsZ
and SImA concentrations were 12 and 5 ;
MM, respectively. ol
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Figure S9. Dynamism of FtsZ:-SImA-SBS condensates after GTP depletion. Representative
confocal images showing final state after addition of FtsZ-Alexa 488 on condensates formed by
FtsZ-SImA-SBS (FtsZ-Alexa 647) after FtsZ fibers disassembly due to GTP (0.7 mM) depletion, in
150 g/L dextran. FtsZ, SImA and SBS concentrations were 12, 5 and 1 yM, respectively.
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Figure $10. Formation of FtsZ-SImA-SBS
T —— condensates in the PEG/dextran LLPS

system. (A and B) Representative confocal
images showing the distribution of
condensates formed by FisZ-SImA-SBS
using different labeling combinations in
PEG/dextran. Concentrations of FtsZ were
6 uM (B) or 12 uM (A). SImA and SBS, 5
and 1 pM, respectively. (C) Distribution of
sizes of FtsZ-SImMA-SBS condensates before (n = 52) and after (n = 40) an FtsZ fiber
assembly/disassembly cycle.
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Figure S11. Distribution of division elements in the PEG/dextran LLPS system. (A) Partition
of SImA, SBS and the complexes with FtsZ within the LLPS mixture as determined by
fluorescence, together with an illustration. Horizontal lines depict, for comparison, distribution
within these phases of FtsZ alone. Bars represent the percentage of the fluorescently labeled
element in each of the phases (dextran-rich or PEG-rich) of the sample. Reported values
correspond to the average of 3 independent measurements, 6 in the case of the samples with the
three components, + SD. Distribution of (B) SImA-SBS complex, (C) SImA, (D) SBS and (E) FtsZ
in the presence of SBS. The concentrations of FtsZ, SImA and SBS, when present, were 12, 5
and 1 uM, respectively.
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Figure S$12. Formation of FtsZ-SImA condensates in the PEG/dextran LLPS system
monitored using different labeling combinations. Representative confocal images showing
the distribution of condensates formed by FtsZ-SImA in PEG/dextran. FtsZ concentrations were 6
pMM (B) or 12 uM (A, C). SImA, 5 uM.
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Distribution
elements in the PEG/DNA LLPS system.
Representative confocal images showing the
distribution of FtsZ-SImA-SBS (A), SImA, SBS
and SImA-SBS (B) and FtsZ-SImA (C). FtsZ,
SImA and SBS concentrations were 12, 5 and

Figure
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Figure S14. Fiber formation upon addition of GTP to FtsZ-SImA-SBS condensates in the
PEG/DNA LLPS system. (A) and (B) show different labeling combinations. 2 mM GTP. FtsZ,
SImA and SBS concentrations were 12, 5 and 1 uM, respectively.
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Figure S16. Control of formation of condensates
with unlabeled protein or SBS. Transmitted images
of FtsZ-SImA-SBS (12 uM/5 yM/1 uM) condensates in
working buffer (300 mM KCI) and 150 g/L dextran.

Figure S$15. Microfluidic
encapsulation of FtsZ in the
PEG/DNA LLPS system inside
microdroplets stabilized by
the E. coli lipid mixture.
Representative confocal images
of the microdroplets with FtsZ
(12 pM) in the absence and
presence of 1 mM GTP.
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