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Figure S1. Molecular identification of LRRC8, VDAC, CLIC, CLCN, and ANO isoforms and effects of 
the ANO6 inhibitor, abamectin on membrane potential in M2-MACs. A-E: Real-time PCR examination 
of LRRC8s (A), VDAC1/CLIC1 (B), CLCNs (C), CLCA4/TMEM206 (D), and ANO2/6 (E) in M2-MACs (n 
= 4 for each). Expression levels are shown as a ratio to ACTB. F: Measurement of changes in membrane 
potential following the application of the ANO6 inhibitor, abamectin (Aba, 10 µM) using the voltage-
sensitive dye, DiBAC4(3). The relative time course of changes in fluorescence intensities (1.0 at time 0 s) 
in a single M2-MAC was shown. G: Summarized results of Aba (10 µM)-induced hyperpolarizing 
responses. Numbers used for experiments are shown in parentheses. **: P <0.01 vs. the vehicle control. 
 

 



Figure S2. The transcriptional repression efficacy of siRNAs in M2-MACs. A-E: Real-time PCR 
examination of LRRC8A (A), Nrf2 (B), CEBPB (C), NSUN2 (D), and HDAC3 (E) in M2-MACs transfected 
with siCont, siLRRC8A, siNrf2, siCEBPB, siNSUN2, and siHDAC3 for 48-hr, respectively. After 
normalization to the ACTB mRNA level, the mRNA level in siCont is expressed as 1.0 (n = 4 for each). 
**: p <0.01 vs. siCont. 
 

 
Figure S3. Effects of the pharmacological inhibition of ANO1 and ANO6 on IL-8 and IL-10 expression 
in M2-MACs. A-D: Real-time PCR examination of IL-8 (A, C) and IL-10 (B, D) expression in vehicle-, the 
ANO1 inhibitor, ANO1-IN-1 (1, 3, and 10 µM)-, and abamectin (Aba, 1, 3, and 10 µM)-treated M2-MACs 
for 12 hr. The mRNA expression level in the vehicle control is expressed as 1.0 (n = 4 for each).  
 

 
Figure S4. Effects of the siRNA-mediated inhibition of VDAC1, CLIC1, CLCN3, and ANO6 on IL-8 and 
IL-10 expression in M2-MACs. A, B, C, F: The transcriptional repression efficacy of siRNAs in M2-MACs. 
Real-time PCR examination of VDAC1 (A), CLIC1 (B), CLCN3 (C), and ANO6 (F) in M2-MACs 
transfected with siCont, siVDAC1, siCLIC1, siCLCN3, and siANO6 for 48 hr (n = 4 for each). After 
normalization to ACTB mRNA level, the mRNA level in siCont is expressed as 1.0 (n = 4 for each). **: P 



< 0.01 vs. siCont. D, E, G, H: Real-time PCR examination of IL-8 (D, G) and IL-10 (E, H) expression in 
M2-MACs 48 hr after the transfection of siVDAC (D, E), siCLIC1 (D, E), siCLCN3 (D, E), and siANO6 
(G, H). The mRNA expression level in the siCont group is expressed as 1.0 (n = 4 for each). 
 

 
Figure S5. Effects of Nrf2 activation on the KCa3.1 activator, SKA-121-induced down-regulation of IL-8 
and IL-10, and effects of the SKA121 treatment for 2 hr on the nuclear translocation of P-Nrf2 in M2-
MACs. A, B: Real-time PCR examination of IL-8 (A) and IL-10 (B) in M2-MACs treated (+) or untreated 
(−) with 10 µM SKA121 (SKA) and 100 µM NK252 for 12 hr (n = 4 for each). After normalization to the 
ACTB mRNA level, IL-8 and IL-10 mRNA levels in the vehicle control (−/−) are expressed as 1.0. **: P 
<0.01 vs. −/−. C: Confocal fluorescent images of Alexa Fluor 488-labeled P-Nrf2 in vehicle- (Ca) and 
SKA121 (10 µM) (Cb)-treated M2-MACs. D: Summarized results of the percentages of P-Nrf2-positive 
[P-Nrf2(+)] M2-MACs in nuclei (n = 6 for each). E: Confocal fluorescent images of Alexa Fluor 488-labeled 
Nrf2 in vehicle- (Ea) and SKA121 (Eb)-treated M2-MACs. Nuclear morphologies were shown by DAPI 
images. Thick and thin dashed lines show the plasma membrane and nuclear boundary, respectively. 
 



 
Figure S6. Effects of the pharmacological inhibition of AMPK on IL-8, IL-10, and CEPBP expression and 
IL-8 and IL-10 secretion in M2-MACs. A, B, C: Real-time PCR examination of IL-8 (A), IL-10 (B), and 
CEBPB (C) expression in vehicle- and BAY3627 (1 µM)-treated M2-MACs for 12 hr. The mRNA level in 
the vehicle control is expressed as 1.0 (n = 4 for each). D, E: Quantitative detection of IL-8 (D) and IL-10 
(E) secretion by an ELISA assay in vehicle- and BAY3627 (1 µM)-treated M2-MACs for 24 hr. The 
cytokine secretion level in the vehicle control is expressed as 1.0 (n = 4 for each). **: P <0.01 vs. the vehicle 
control. 
 

 
Figure S7. Effects of EDV on the cellular distribution of P-AMPK and AMPK in M2-MACs. A, C: 
Confocal fluorescent images of Alexa Fluor 488-labeled P-AMPK (A) and AMPK (C) in the vehicle (Aa, 
Ca)- and EDV (Ab, Cb)-treated M2-MACs for 2 hr. Nuclear morphologies were shown by DAPI staining. 
Thick and thin dashed lines show the plasma membrane and nuclear boundary, respectively. B, D: 
Summarized results of the relative mean fluorescence intensities of P-AMPK (B) and AMPK (D) in the 
cytosol regions of vehicle- and EDV-treated M2-MACs (n = 6 for each). In each batch (n = 1), more than 
30 cells were observed by confocal laser scanning microscopy. E: Confocal fluorescent image of Alexa 
Fluor 488 alone in M2-MACs. 



 

 
Figure S8. Immunocytochemical staining of NOX2 and NOX4 in M2-MACs. A, B: Confocal fluorescence 
images (green) of Alexa Fluor 488-labeled NOX2 (A) and NOX4 (B) in native THP-1 cells (Aa, Ba) and 
M2-MACs (Ab, Bb) (upper panels). Dashed lines show cell boundaries. Scale bars show 20 µm. Spectral 
line profiles of the fluorescence and quantification of fluorescent signals were performed using ImageJ 
software (Ver. 1.42). Fluorescence profiles on the dotted lines in Alexa Fluor 488 images are shown in 
green (lower panels). C: A confocal fluorescence image and the fluorescence profile of Alexa Fluor 488 
alone in M2-MACs (negative control). 
 

 
Figure S9. Effects of supplementation with 30 mM NaCl on IL-8, IL-10, and CEPBP expression and IL-
8 and IL-10 secretion in M2-MACs. A, B, C: Real-time PCR examination of IL-8 (A), IL-10 (B), and CEBPB 
(C) expression in control- and 30 mM NaCl-supplemented M2-MACs for 24 hr. The mRNA expression 
level in the control is expressed as 1.0 (n = 4 for each). D, E: Quantitative detection of IL-8 (D) and IL-10 
(E) secretion by an ELISA assay in both groups. The cytokine secretion level in the control is expressed 
as 1.0 (n = 4 for each). 
 



 
Figure S10. Identification of HDAC and SIRT isoforms expressed in native THP-1 cells and M0-MACs. 
A-D: Real-time PCR examination of HDAC1-11 (A, C) and SIRT1-7 (B, D) in native THP-1 cells (A, B) 
and M0-MACs (C, D). Expression levels are shown as a ratio to ACTB (n = 4 for each). 
 

 
Figure S11. Effects of the pharmacological and siRNA-mediated inhibition of WNK1 on IL-8 and IL-10 
expression in M2-MACs. A: Real-time PCR examination of WNK1 expression in native THP-1 cells, M0-
MACs, and M2-MACs. B-F: Real-time PCR examination of WNK1 (B), IL-8 (C, E), and IL-10 (D, F) 
expression in M2-MACs transfected with siCont and WNK1 siRNA (siWNK1) (B-D) or treated with 
vehicle and WNK-IN-11 (1 µM) for 12 hr (E, F). mRNA levels in the siCont group and vehicle control 
are expressed as 1.0 (n = 4 for each). **: P <0.01 vs. siCont. 
 



 
Figure S12. Effects of the pharmacological and/or siRNA-mediated inhibition of LRRC8A, Nrf2, and 
CEBPB on CD163, Arg1, and NOX2 expression in M2-MACs. A-O: Real-time PCR examination of CD163 
(A, D, G, J, M), Arg1 (B, E, H, K, N), and NOX2 (C, F, I, L, O) expression in M2-MACs treated with EDV 
(10 µM) (A-C) and ML385 (10 µM) (G-I) for 12 hr and transfected with siCont, siLRRC8A (D-F), siNrf2 
(J-L), and siCEBPB (M-O). The mRNA level in the vehicle control and siCont group is expressed as 1.0 
(n = 4 for each). **: P <0.01 vs. the vehicle control and siCont. 
  



 
Table S1. List of PCR primers used in this study, related to Section 4.4. 



 
 
 

 
 
Table S2. List of antibodies used in this study, related to Sections 4.5. and 4.7. 
 


