Supplementary Table

Table S1. The activities of some representative FDA-approved antibiotics against stationary-phase cultures of B. garinii and B. afzelii.
	Drugs (50 μM)
	Residual viable bacteria (Plate reader)
	Residual viable bacteria (Microscopy)

	
	Bga
	Baf
	Bga
	Baf

	Amoxicillin
	72 ± 2.8%
	78 ± 0.7%
	>70%
	>70%

	Ampicillin
	77 ± 2.5%
	74 ± 2.5%
	>70%
	>70%

	Ceftriaxone
	68 ± 3.4%
	67 ± 1.3%
	66 ± 2%
	61 ± 3%

	Cefuroxime
	67 ± 2.9%
	71 ± 0.7%
	66 ± 1%
	66 ± 1%

	Ciprofloxacin 
	76 ± 4.5%
	71 ± 1.4%
	>70%
	>70%

	Clofazimine
	32 ± 3.5%
	54 ± 0.5%
	60 ± 4%
	>70%

	Doxycycline
	81 ± 1.7%
	83 ± 2.0%
	>70%
	>70%

	Imipenem
	48 ± 0.8%
	60 ± 1.0%
	>70%
	>70%

	Linezolid
	74 ± 2.5%
	65 ± 0.9%
	>70%
	>70%

	Metronidazole
	68 ± 4.6%
	77 ± 2.6%
	>70%
	>70%

	Ofloxacin
	71 ± 1.3%
	83 ± 1.3%
	>70%
	>70%

	Penicillin G
	83 ± 3.3%
	79 ± 2.2%
	>70%
	>70%

	Sulfamethoxazole
	76 ± 2.3%
	74 ± 1.0%
	>70%
	>70%

	Tetracycline 
	68 ± 0.7%
	50 ± 2.4%
	>70%
	>70%


Stationary-phase cultures of B. garinii (10-day-old) and B. afzelii (7-day-old) were treated with antibiotics or compounds (50 μM) for 7 days. Values were expressed as mean ± SD (n=3). The clinically used LD antibiotics are in bold.


Table S2. Subculture tests to evaluate the residual viability of stationary-phase Borrelia after drug exposure.
	Drug or drug combination (10 μg/mL)
	Ratio of positive culture (positive/total)

	
	Bbu
	Bga
	Baf

	Drug free control
	5/5
	5/5
	5/5

	CRO+DOX
	5/5
	5/5
	5/5

	DAP
	5/5
	5/5
	5/5

	DAP+CRO+DOX
	0/5
	0/5
	1/5

	HA
	0/5
	0/5
	1/5

	HA+CRO
	0/5
	0/5
	0/5

	HA+DOX
	0/5
	0/5
	0/5

	HA+DOX+CRO
	0/5
	0/5
	0/5





Supplementary Figures
Figure S1. The linear relationship between the viability of Borrelia cells and the ratio of Green/Red fluorescence. Fluorescence intensity of various proportions of live and isopropanol-killed B. garinii (a) and B. afzelii (a) was obtained from the plate reader after SYBR Green I/PI staining. The line is a linear regression fit of the relationship between percentage of live bacteria and the Green/Red fluorescence ratio. 


Figure S2. Representative images of stationary-phase Borrelia cells treated with different compounds (20 μg/mL) followed by staining with SYBR Green I/PI. Images were captured at 40 × magnification. 




Figure S3. Representative images of Borrelia biofilms followed by SYBR Green I/PI staining. Images were captured at 400 × magnification with fluorescence microscopy.


Figure S4. Representative images of stationary phase Borrelia cells treated with drugs and drug combinations (10 μg/mL) followed by SYBR Green I/PI staining. Images were captured at 40 × magnification.

[image: E:\我的坚果云\Studies\borrelia\BafBgaDrugScreen\Figure S4.tif]
[bookmark: _GoBack]Figure S5. Detection of ROS in the Bb with DCFH-AD assay. For detection and quantification of intracellular ROS produced by hypocrellin A treatment, a cell-permeable probe, 2’,7’-dichlorofluorescein diacetate (DCFH-DA, Sigma-Aldrich, USA) was used according to the report of Rosenkranz, A. R. et al. 1992.  Exponential-phase B. burgdorferi cells exposed to hypocrellin A with 860 lux illumination were withdrawn at different times, washed off drugs with BSK-H medium and DCFH-DA in BSK-H was added to a final concentration of 10 μM. After an incubation of 45 min in the dark at 33°C, samples were washed with PBS and subjected to fluorescence plate reader analysis at an excitation wavelength of 485 nm and an emission wavelength of 538 nm. 
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