
 

Supporting Figures 

 

Supplementary Figure S1: Sequence of events for chemical synchronization of T. lutea cultures. 

Cells were treated with A: nocodazole (NOCO, Cf  = 10 µg mL-1) during 53-h incubation and were 

then harvested every two hours during 8 h monitoring with flow cytometry (without washing). B: 

hydroxyurea (Cf  = 0.64 µg mL-1) either after 1 h incubation (HU-1h_POS) or after 15 h incubation 

(HU-15h_washed). Following incubation, treated cells were washed of HU and sampled at three 



 

points in the cycle (L7h, D6h, and D9h) for two consecutive days. C: aphidicolin (Cf  = 1 µg mL-1) 

during the entire experiment (APHI-1_POS-CTRL) or after a 24-h incubation (APHI-1_washed) 

followed by drug rinse. A control with no exposure to the blocking agent (NEG-CTRL) was 

simultaneously performed for each experiment. 

 

 

Supplementary Figure S2: Experimental setup involved growth-interruption trials on T. lutea 

cultures, initially exposed to 16 hours of darkness, followed by monitoring for 16 hours under 

varying durations of light exposure (0 h, 2 h, 3 h, 4 h, 6 h, 8 h) at an intensity of 140 µmol photons 

m⁻² s⁻¹ (Mean ± SE, N = 3). Following the light exposure, the cultures were placed in darkness to 

halt photosynthetic growth. The diagrams illustrate the specific photoperiod applied to each 

experimental condition. 

 

 



 

Supplementary Figure S3: Changes in the proportions (%) of Tisochrysis lutea cells in the G0/1 

and G2/M phases of the cell cycle, identified via flow cytometry, under different light-dark (L:D) 

regimes: 24:0 (A), 12:12 (B), and 8:16 (C). Additional conditions include treatments with chemical 

agents: aphidicolin (final concentration = 1 µg mL⁻¹ after 24-hour incubation), hydroxyurea (final 

concentration = 0.64 µg mL⁻¹ after 15-hour incubation), and nocodazole (final concentration = 10 

µg mL⁻¹ after 53-hour incubation). Data are presented as means ± standard error (N = 3) throughout 

the experiment. The yellow line indicates light intensity, where a value of 100 represents daylight 

(140 µmol photons m⁻² s⁻¹) and 0 represents complete darkness. It is important to note that 

comparisons between the trends observed should be avoided due to differences in sampling designs 

across experiments. 

 

Supplementary Table S1: Raw data depicting volume distributions (µm3) of T. lutea triplicate 

cultures (R1, R2, R3) under an 8-hour daytime photoperiod at the end of the 

dark period (T16h; Post-division) and at the end of the light period 

(T8h; Pre-division). The ∆ D/L is the calculated difference between Post-division (new 

daughter cells formed) and Pre-division (mother cells ready to divide) cell numbers. The inversion 

point (from positive to negative values) enables the estimation of the minimum cell volume or 

‘sizer’ (depicted by a dotted line) at the commitment point (CP), for each replicate. 



 

 


