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Bacterial strains and culture conditions 

Lyophilized BCG (batch number: S20013057, Chengdu Institute of Biological Products, 

Chengdu, China) was reconstituted with physiological saline solution, inoculated on 

sterile plates containing Middlebrook 7H10 medium (BD company, New York, USA), 

and incubated at 37°C for four weeks. Single colonies were scraped from the solid 

medium and inoculated into 5 mL of Middlebrook 7H9 broth medium containing 10% 

Middlebrook OADC enrichment (BD company, New York, USA) and incubated for 3 

more weeks with agitation until the culture reached the exponential growth phase with 

an optical density (OD600) of 0.6–0.9. The cells were then harvested by centrifuga tion 

at 3000 × g for 10 minutes and washed twice in physiological saline. A bacterial 

suspension with a concentration of 2.85 × 108 CFU/mL was prepared in physiologica l 

saline for all following experiments. 

 

Table S1. The area of the subcutaneous nodule that was irradiated and the change in 

gray level before and after irradiation. 

N Area (mm) Hypoechoic Hyperechoic Average grayscale 

  (Pre-irrational) (Post-irrational) grayscale 

1 10 × 9 79 113 34 

2 10 × 8 83 119 36 

3 12 × 7 76 107 31 

4 8 × 6 68 117 49 

5 8 × 9 69 120 51 

6 8 × 9 81 116 35 

Note: An average gray scale greater than 20 was considered to be an effective ablation.  

 



Analysis of BCG DNA after ultrasound irradiation 

The concentration of DNA in the BCG bacterial supernatants and pellets were analyzed 

after HIFU irradiation (Fig. S1). The DNA concentration in the supernatant of the 

control group, the low-dose group, and the high-dose group was 84.10 ± 21.77 ng/μL, 

133.23 ± 16.88 ng/μL, and 169.93 ± 30.75 ng/μL, respectively. In the bacterial pellets, 

the DNA concentration in the control group, the low-dose group, and the high-dose 

group was 384.53 ± 25.51 ng/μL, 297.93 ± 25.26 ng/μL, 253.07 ± 28.15 ng/μL, 

respectively. Our results demonstrate that the concentration of DNA in the BCG 

bacterial supernatants of the high-dose group and the low-dose group was higher 

relative to the supernatant of the control group. Furthermore, the concentration of DNA 

in the pellets of the high-dose and low-dose group was lower than that in the control 

group. These results suggest that double-stranded DNA was degraded during irradiat ion, 

and the DNA fragments leaked into the supernatant of the BCG suspension. 



 
Fig. S1 Analysis of BCG DNA after ultrasound irradiation. (A) Agarose gel 

electrophoresis of DNA in the supernatant of BCG suspensions. (B) Agarose gel 

electrophoresis of DNA in BCG pellets. (C) The DNA concentrations in the supernatant, 

and (D) the DNA concentrations in the pellet (*P < 0.05,** P < 0.01). 
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Temperature change during HIFU irradiation with or without a stir stick. 

 

  

 

 

 

 

 

 

 


