
	
	IDH1986
	IDH07976
	IDH14062
	IDH13966
	V32
	V24
	V100
	Micro78

	Streptomycin 
	64 (R)
	64 (R)
	16 (S)
	128 (R)
	128 (R)
	64 (R)
	16 (S)
	64 (R)

	Ampicillin
	32 (R)
	32 (R)
	32 (R)
	32 (R)
	8 (S)
	32 (R)
	32 (R)
	32 (R)

	Azithromycin
	64 (R)
	8 (R)
	64 (R)
	2 (S)
	32 (R)
	16 (R)
	16 (R)
	64 (R)

	Chloramphenicol
	32 (R)
	32 (R) 
	32 (R) 
	8(S)
	64 (R)
	4 (S)
	64 (R)
	32 (R)

	Tetracycline 
	16 (R)
	16 (R)
	32 (R)
	8 (I)
	2 (S)
	4 (S)
	8 (I)
	16 (R)

	Ciprofloxacin
	4 (R)
	4 (R)
	2 (I)
	4 (R)
	8 (R)
	4 (R)
	4 (R)
	4 (R)

	Gentamicin
	1 (S)
	1 (S)
	2 (S)
	8 (I)
	8 (I)
	16 (R)
	2 (S)
	1 (S)


Table S1: MICs of different antibiotics against V. cholerae strains (µg/ml)
          Table S2: MICs and MBCs of SB against eight strains of V. cholerae (mM)
strains (µg/ml)


	Strains
	MIC
	MBC

	IDH1986
	80
	160

	IDH07976
	80
	160

	IDH14062
	80
	160

	IDH13966
	80
	160

	V32
	160
	320

	V24
	160
	320

	V100
	160
	320

	Micro78
	80
	160



	
	IDH1986
	IDH07976
	IDH14062
	IDH13966
	V32
	V24
	V100
	Micro78

	Streptomycin 
	1
	0.5625
	0.75
	0.625
	0.5625
	1
	0.53125
	0.625

	Ampicillin
	0.625
	1
	1
	0.5625
	0.75
	0.75
	0.5625
	1

	Azithromycin
	0.75
	0.625
	0.5625
	0.75
	1
	0.53125
	0.53125
	0.75

	Chloramphenicol
	0.5625
	1
	0.75
	0.75
	0.625
	1
	1
	1

	Tetracycline 
	0.09375
	0.375
	0.5
	0.1875
	0.5
	0.375
	0.5
	0.5625

	Ciprofloxacin
	1
	0.5625
	0.75
	1
	0.625
	1
	1
	0.75

	Gentamicin
	0.5625
	1
	0.625
	0.75
	0.5625
	1
	0.5625
	1


Table S3: FICI of SB combined with different antibiotics against V. cholerae strains.
strains (µg/ml)





Table S4: aTC fluorescence standard curve in bacterial lysate.
	aTC (µM)
	Raw Mean Fluorescence (AU) 

	0.00
	0.5

	0.10
	12.5

	0.25
	30.5

	0.50
	60.5

	1.00
	120.5

	2.00
	240.5

	5.00
	600.5

	10.00
	1200.5



The graph shows a linear increase in fluorescence intensity with increasing concentrations of anhydrotetracycline (0-10 µM). The calibration curve exhibited a slope of 120 AU/µM and an excellent linear fit (R² = 1.00), confirming the robustness of the assay across the tested range.
LOD and LOQ were determined according to standard analytical practices, using the standard deviation () of replicate blank measurements and the slope of the calibration curve (m). Ten replicate measurements of the hydrolyzed blank lysate were performed to establish the method's background noise, yielding a standard deviation () of 0.94. A matrix-matched standard curve was generated to determine the method's sensitivity, resulting in a slope of the (m) 120 AU/µM. Using the widely accepted formulas, LOD=3.3/m and LOQ=10/m, the limits were calculated as follows: 
LOD (Limit of Detection) =0.026 µM and the LOQ (Limit of Quantitation) = 0.078 µM.

 Table S5: Spike-recovery assessment of tetracycline quantification in bacterial lysate   with and without SB.
	condition
	Spiked (µM)

	Measured (µM) 
	Recovery (%)

	SB (0mM)
	0.25
	0.25
	100

	SB (0mM)
	1.00
	1.00
	100

	SB (0mM)
	2.00
	2.00
	100

	SB (5mM)
	0.25
	0.25
	100

	SB (5mM)
	1.00
	1.00
	100

	SB (5mM)
	2.00
	2.00
	100

	SB (10mM)
	0.25
	0.246
	98.7

	SB (10mM)
	1.00
	0.987
	98.7

	SB (10mM)
	2.00
	1.974
	98.7

	SB (20mM)
	0.25
	0.238
	95.4

	SB (20mM)
	1.00
	0.954
	95.4

	SB (20mM)
	2.00
	1.908
	95.4

	SB (40mM)
	0.25
	0.2375
	95.0

	SB (40mM)
	1.00
	0.95
	95.0

	SB (40mM)
	2.00
	1.9
	95.0





[image: ]
Fig.S1. Assessment of the cytotoxic effects of Tet combined with SB on HT-29 cell line. HT-29 cells were treated with Tet, SB and combination of both for 24 h. MTT assay was performed to measure the % viability level. Data are presented as mean ± SD, and the significances were determined by nonparametric one-way ANOVA (*p<0.05, **p<0.01), ns=non-significance.
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Fig.S2. SB inhibits the emergence of Tet resistance in V. cholerae. Addition of SB (40 mM) prevents the evolution of Tet resistance to V. cholerae C6709 in vitro. Resistance acquisition during serial passaging in the presence of 0.25 × MIC levels of Tet (0.5 μg/ml).
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