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Supplementary Figure 1. Biomass accumulation stage without ammonium chloride feeding. Fructose
(g L), cell dry weight (CDW, g L), PHB content (wt%) and NHs (mM) concentrations. Error bars
indicate standard deviation between biological duplicates. Batch phase (1), fed-batch phase ().
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Supplementary Figure 2. Biomass accumulation stage with ammonium chloride feeding. Fructose
(g LY, cell dry weight (CDW, g L), PHB content (wt%) and NH3 (mM) concentrations. Data from
feeding with 1% (w v'*) NH4Cl is represented with empty symbols, data from feeding with 2% (w v1)
NH4CI by dotted symbols. For the batch phase (1) the error bars indicate standard deviation between
all four biological replicates, for the fed-batch phase (i) the error bars indicate standard deviation
between biological duplicates.
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Supplementary Figure 3. Detailed overview of the three cycles of two-stage repeated fed-batch cultivation with semi-continuous biomass
accumulation. 6 bioreactors were used for the study using always two for duplicates (R1 and R2, R3 and R4, R5 and R6). The biomass
accumulation stage, consisting of an initial batch phase followed by an exponential fed-batch phase with fructose was performed in R1 and
R2. After each cycle of biomass accumulation, 90% of the culture broth was transferred to a second bioreactor (R3 and R4 in the 1% cycle
(light blue), R5 and R6 in the 2" cycle (dark grey), R3 and R4 in the 3" cycle (violet)). The left culture broth in R1 and R2 was recycled filling
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up the bioreactors with new media for the next cycle. The hours indicated in grey show the overall timescale, starting at the inoculation of the
1%t cycle. The absolute times needed for each cycle are shown in black.



