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[bookmark: _Toc176341597]Table S1. Physicochemical properties of azithromycin (AZT).
	Properties
	Azithromycin a

	
Chemical structure
	[image: Diagrama, Esquemático

Descripción generada automáticamente]

	Molecular formula
	C38H72N2O12

	CAS Reg. No.
Molecular mass
(g/mol)
Water solubility
(g/l)
Log Kow                 
	83905-01-5
749.0

2.37·10-3 (25 °C)

4.02


a  https://pubchem.ncbi.nlm.nih.gov/compound/447043



Table S2. Application, mode of action, excitation and emission wavelengths, detectors, incubation times, final concentrations and the results expression of the fluorochromes used in the FCM analyses.
	Fluorochrome
	Applications
	Mode of action
	Excitation/emission wavelengths
	FCM
detector
	Final concentration

	Incubation time (min)
	Results expression

	PI
	Viability
	This method is based on plasma membrane integrity, a widely used indicator of cell viability, as maintaining membrane integrity is essential for normal cellular function. Viable cells regulate the passage of substances across the plasma membrane and therefore exclude propidium iodide (PI), preventing its entry into the cell (PI− cells). In contrast, cells with compromised membrane integrity allow PI to penetrate the cytoplasm, where it intercalates into double-stranded DNA and emits red fluorescence upon excitation (PI+ cells).
	(488/625) nm
	FL3
	2.5 μg/ml
	15 min
	Percentage of propidium iodide positive cells (PI +) with respect to the total number of cells analysed.

	HE
	Intracellular levels of superoxide anion 
	HE penetrates through cell membranes and, in the presence of superoxide anions, is oxidised to a red fluorescent compound that intercalates into DNA, ethidium.
	(488/605) nm
	Ratio FL3/FSC
	5 μg/ml
	60 min
	Percentage of hydroethidine positive cells (HE +) with respect to the total number of cells analysed.

	DiBAC4(3)
	Cytoplasmic membrane potential 
	This fluorochrome enters cells whose cytoplasmic membrane is depolarised and binds to proteins or intracellular membranes, leading to an increase in the level of fluorescence in the cells. Conversely, when the cytoplasmic membrane is hyperpolarised, cellular fluorescence decreases. The negative charge of DiBAC4(3) leads to its exclusion from mitochondria, whose membrane potential is very negative, which reduces this component of the total fluorescence and simplifies the measurement of the membrane potential in eukaryotes.
	(488/516) nm
	FL1
	2.5 μg/ml
	30 min
	Percentage of depolarized cells (DiBAC4(3) +) with respect to the total number of cells analysed.

	JC-1
	Mitochondrial membrane potential 
	This fluorochrome is widely used to detect mitochondrial depolarization or hyperpolarization, being more sensitive in its response than other similar fluorochromes. Fluorochrome JC-1 is found in monomeric form and fluoresces green when the membrane potential is low; however, as the inner membrane of the mitochondria becomes hyperpolarized, it forms aggregates in the mitochondria that fluoresce red.
	(488/525 and 590) nm
	Ratio FL3/FL1
	1 μg/ml
	15 min
	Percentage of hyperpolarized cells (JC-1 +) with respect to the total number of cells analysed.

	Annexin V FITC and PI
	Apoptosis
	The study of apoptosis with the fluorescein conjugated annexin V (FITC) and PI dead cell apoptosis kit is based on the detection of apoptotic cells based on the externalisation of phosphatidylserine (PS). In normal viable cells, PS is localised on the cytoplasmic surface of the cell membrane, whereas in apoptotic cells it is translocated from the inner to the outer leaflet of the plasma membrane. Then, PS can be detected by recombinant annexin V conjugate with green-fluorescence FITC dye. 
	Annexin V FITC: (488/518) nm
	FL1 
	1 μg/ml
	15 min
	Percentage of early apoptotic cells with respect to the total of PI- cells.



Table S3. Formula for the index calculation.
	Index
	Formulae
	Notes
	Reference

	Average well color development
	AWCD = ∑ (Ci - R)/31
	Ci is the OD value of each substrate containing well (590 nm)
R is the OD value of the black well
	(Zhen Teng et al., 2020)



Zhen Teng, Fan, W., Wang, H., Cao, X., & Xu, X. (2020). Monitoring Soil Microorganisms with Community-Level Physiological Profiles Using Biolog EcoPlatesTM in Chaohu Lakeside Wetland, East China. Eurasian Soil Science, 53(8), 1142–1153. https://doi.org/10.1134/S1064229320080141


Table S4.  Carbon utilization pattern of 31 specific carbon sources in Chlorella vulgaris and consortia cultures exposed to AZT, categorized into six chemical groups (amines, amino acids, carbohydrates, carboxylic acids, complex substrates, and polymers) according to Shi et al. (2018). Average Well Color Development (AWCD) by chemical category and by specific carbon source is expressed as a percentage and reflects the relative degree of utilization of each carbon source with respect to the total metabolized carbon sources. Light green indicates low carbon source usage, and darker green indicates higher usage.
	
Category
	
Carbon sources
	Axenic
	Consortia

	
	
	C
	0.1
	1
	10
	C
	0.1
	1
	10

	
Amines
	Phenylethylamine
Putrescine

Total 
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	11.8
	11.8
	10.8
	7.8
	10.1
	10.3
	8.5
	5.3

	
Amino acids
	L-Arginine
L-Asparagine
L-Phenylalanine
L-Serine
L-Threonine
β-Hydroxy-Glycyl-L-Glutamic Acid
Total 

	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	21.0
	21.7
	25.8
	30.2
	17.7
	18.3
	22.6
	25.5

	
Carbohydrates
	D-Cellobiose
α-D-Lactose 
β-Methyl-D-Glucoside 
D-Xylose
i-Erythritol
D-Mannitol
N-Acetyl-D-Glucosamine
Total

	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	12.2
	12.9
	7.7
	6.1
	21.0
	16.6
	16.2
	18.5

	
Carboxylic acids
	D-Glucosaminic Acid
D-Galactonic Acid γ-Lactone 
D-Galacturonic Acid
2-Hydroxy Benzoic Acid 
4-Hydroxy Benzoic Acid 
γ-Amino Butiric Acid
Itaconic Acid 
α-Keto Butyric Acid 
D-Malic Acid
Total



	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	40.3
	39.1
	39.0
	34.3
	31.1
	32.8
	31.8
	25.6

	
Complex
	Pyruvic Acid Methyl Ester 
Glucose-1-Phosphate 
D, L-α-Glycerol Phosphate 

Total
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	6.3
	6.5
	5.2
	4.9
	7.7
	9.5
	8.1
	8.6

	
Polymers
	Tween 40
Tween 80
α-Cyclodextrin
Glycogen
Total
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	
	
	8.3
	8.2
	11.5
	16.3
	12
	12.3
	12.8
	16.5

	Legend
< 2%
2.01 - 4%
4.01 - 5.99%
6 - 7.99%
>8%






Fig. S1. Schematic overview of the main outcomes
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