
Additional Materials and Methods1

Ethics2

For the collection and use of human cardiac tissue, informed consent was obtained3

from subjects and all protocols were reviewed and approved by the Ethics Review4

Committee at Ninth People’s Hospital, Shanghai Jiao Tong University School of5

Medicine, China (SH9H-2020-TK238-1). All procedures performed in these studies6

were in accordance with the 1964 Helsinki declaration and its later amendments or7

comparable ethical standards. All participants gave written informed consent. The8

general clinical characteristics of the patients are presented in the Additional file Table9

S1.10

For animal use, all protocols were approved by the Laboratory Animal Care Ethics11

Review Committee at the Ninth People’s Hospital, Shanghai Jiao Tong University12

School of Medicine, China (SH9H-2020-A234-1). For adult mice, animals were13

euthanized by deep isoflurane (5%) and sacrificed by cervical dislocation. For14

neonatal mice (within 36 h) that are resistant to CO2, animals were euthanized by15

decapitation.16

17

Streptozocin to type 1 DCM mouse model18

C57BL/6N mice (JSJ Lab, Shanghai, China) were acquired and used to generate type19

1 diabetic cardiomyopathy disease (T1 DCM) model in both male and female mice.20

The exact number of animals for individual experiments are reported in figure legends.21

T1 DCM disease model was established using intraperitoneal injection of Streptozocin22



(STZ, 150 mg/kg body weight, V900890, Sigma-Aldrich, St. Louis, MO, USA) after a23

10 h-fast in eight weeks old C57BL6/N mice. In parallel, equal volume of 0.1 M24

sodium citrate were injected and served as control. Blood glucose measurements25

were monitored using an Accu-Chek Active Blood Glucose Meter (Roche Diabetes26

Care GmbH, Mannheim, Germany) once every two weeks post STZ induction. Three27

consecutive random blood glucose measurements >16.6 mM deemed modeling28

success and were used as T1 DCM model in subsequent analyses. STZ mice post-1029

weeks of initial injection exhibiting stable diastolic dysfunction were subjected to30

hypoglycemic challenge. Insulin (100 IU, Yuanye Bio-Technology, Shanghai) were31

injected intraperitoneally to induce severe hypoglycemia (HDCM group), < 3.0mmol/L32

glucose post insulin induction, and animals were sacrificed 120 minutes post injection33

(Fig. 1a).34

35

Echocardiography and Electrocardiography36

Before the experiments, the animals were sedated in a chamber with 3% isoflurane in37

a mixture of medical air (flow rate: 0.2 L/min) and O2 (flow rate: 0.2 L/min). During the38

measurements, the anesthesia was maintained at 1-2% isoflurane through a39

customized anesthesia mask. Temperature was maintained at 36-37℃ with a heating40

pad. Echocardiography was performed using a MX400 ultra-high frequency linear41

array transducer (18-38 MHz, center transmit: 30 MHz, axial resolution: 50 μm) on the42

Vevo 3100 high-resolution Imaging System (FUJIFILM VisualSonics, Toronto,43

Canada). Determination of cardiac systolic function and ejection fraction (EF) was44



performed in a semiautomatic manner in M-mode (long axis view) and Doppler45

imaging was used to measure E/A and E/E’ ratio. Echocardiography measurements46

were recorded twice a week post STZ treatment to monitor cardiac function.47

Echocardiographic analysis was performed using VevoLAB Version 3.0 software48

package (FUJIFILM VisualSonics, Canada). Electrocardiography (ECG) was49

recorded by the standard limb lead II in anesthetized mice for 5 min at a 10-kHz50

acquisition frequency. The signal was digitalized using PowerLab physiology recorder51

(AD Instruments, Sydney, Australia) and analyzed with LabChart 7.0 software52

program (AD Instruments). The following ECG parameters were analyzed: QTc, QT53

interval, QRS interval, and JT interval.54

55

Cardiomyocyte Isolation of Adult Mice56

Langendorff perfusion was used to isolate adult cardiomyocytes as previously57

described [1]. Briefly, adult Control and DCM mice, between 16 - 18 weeks of age,58

were heparinized (5 IU/g body weight) and sacrificed by cervical dislocation.59

Following thoracotomy, the heart was quickly excised and immediately placed in60

ice-cold perfusion buffer to slow muscle contraction. The heart was then transferred to61

a Langendorff apparatus prefilled with digestion buffer at a constant flow (1 rpm, 3.762

ml /min) and at 37°C. Cardiomyocytes were isolated from the LV. Digestion was63

terminated by using 20–30 mL pre-warmed stop buffer. The cardiomyocytes were64

centrifuged at 600 rpm for 5 min and the cell suspension was transferred to a Tissue65

Culture-treated Dish (MatTek, Ashland, MA, USA) pre-coated with laminin (10 μg/mL,66



L2020; Sigma-Aldrich), placed in a 37 °C incubator with 5% CO2 for 30 min to allow67

attachment. All buffer formulations for the cardiac perfusion experiments are68

presented in the Additional file Table S2.69

70

Cardiomyocyte Contractility and Ca2+ Transients71

Cardiomyocyte contractility and Ca2+ transients were measured using72

CytoCypher/IonOptix MultiCell System (IonOptix, Westwood, MA, USA). Isolated cells73

were resuspended in DMEM solution with 10% fetal bovine serum (FBS, 10099-141,74

Gibco, Billings, MT, USA) at 5.5mM glucose concentrations with 17.8mM mannitol75

(normal glucose group, NG), 33.3mM glucose concentrations (high glucose group,76

HG), and 2.5mM glucose concentrations supplemented with 20.8 mM mannitol (low77

glucose group, LG), respectively. Mannitol was used to balance cell osmotic pressure.78

We defined LG-cultured cardiomyocytes of DCM mice as high glucose following low79

glucose group (HLG). Cells were incubated with 1 µM Fura-2AM (F1221, Waltham,80

MA, Invitrogen, USA) and seeded to Laminin coated Matek Dishes (Matek, Matek81

Corp, USA) for 2 h at 37 °C and 5% CO2 prior to data acquisition following IonOptix’s82

protocol. Isolated cardiomyocytes were paced using a field stimulator at 1Hz (14V,83

10ms pulse width). Cells with optimal sarcomere lengths were selected for data84

acquisition. Each cell location was recorded for the repeated assays. Data were85

analyzed using either Cytosolver or Transient Analysis Tool (IonOptix LLC, USA)86

software environments.87

88



Neonatal Cardiomyocyte Isolation and Contractile Analysis89

Neonatal mouse ventricular myocytes (NMVMs) were isolated from day 1–2 mouse90

hearts using 0.25% Trypsin-EDTA (25200072, Gibco, USA). Isolated NMVMs were91

plated at a seeding density of 1 × 104 cells/cm2 in complete DMEM supplemented with92

10% FBS and cultured at 37 °C and 5% CO2 for 3 days. Once NMVMs start to beat,93

cells were treated with 10% FBS DMEM containing either 5.5 mM glucose94

concentrations with 17.8 mM mannitol for 4 h (normal glucose group, NG), 33.3 mM95

glucose concentrations (high glucose group, HG) for 4 h, or 33.3 mM glucose for 2 h96

followed by 2.5 mM glucose supplemented with 20.8 mM mannitol for 2 h (high97

glucose following low glucose group, HLG). MEK1/2 inhibitor U0126 (10µmM, S1901,98

Beyotime, Shanghai, China), ERK1/2 activator Ceramide C6 (10µmM, 860506P,99

Avanti Polar Lipids, Alabaster, AL, USA), Akt inhibitor Triciribine (15µmM, SF2721,100

Beyotime), Akt activitor Sc79 (10µmM, SF2730, Beyotime) were added in101

HLG-treated NMVMs.102

103

Contraction videos (12 s for each video, 50 frames per second) of NMVMs under104

different conditions were recorded under brightfield mode using a 40x objective lens105

on an Olympus IX83 inverted microscope (Olympus, Tokyo, Japan). Each cell location106

was recorded and repeated every 1 h. The contraction speed and frequency were107

determined using previously established protocol in MATLAB [2]. Data statistics were108

compared with 0 h (NG condition) for normalization.109

110



Impedance (Contractility) and Extracellular Field Potential Measurement.111

The impedance (IMP) and extracellular field potential (EFP) of NMVMs were112

measured using CardioExcyte96 (Nanion Technologies, Munich, Germany). Cells113

(40,000-60,000/well) were seeded in each well using DMEM/10% FBS on an NSP-96114

plate and cultured for 3 days prior to the assay. Contractile function of spontaneous115

beating NMVMs was measured using the CardioExcyte Control software (Nanion116

Technologies, Germany). 30 second video recordings of IMP and EFP were taken117

every 10 min for 4 h. Data were analyzed using DataControl 96 (Nanion Technologies,118

Germany) and data statistics were compared with 0 h (NG condition) for119

normalization.120

121

Immunoelectron Microscopy122

A small piece of heart sample was obtained by a fine-needle biopsy and placed in a123

type A (200 μm depth) specimen carrier filled with 1-hexadecen (H2131,124

Sigma-Aldrich, USA). After being covered with a type B carrier, the sample was snap125

frozen using a High-pressure Freezing Machine (EM ICE, Wetzlar, Germany) and126

rapidly transferred into liquid nitrogen for storage. Next, frozen samples were127

transferred into a Freeze-substitution Unit (EMAFS2, Leica, Germany) for substitution.128

Samples were incubated for 48 h in Acetone (G75902A, Sigma-Aldrich, USA)129

containing 0.2% Uranyl Acetate Reagent (22400, Electron Microscopy Science,130

Hatfield, PA, USA) at -90°C. The temperature was gradually raised to -50°C for 4 h131

span, maintained at -50°C for 12 h, gradually warmed up to -30°C over 4 h span, and132



followed by another 2 h -30°C incubation. Samples were then washed 3×15 min with133

pure acetone. The samples were then stepwise infiltrated by HM20 Resin (14340,134

Electron Microscopy Science,Switzerland) with grades of 25%, 50%, 75% and pure135

Resin (1 h incubation each) at -30°C. After infiltration in pure Resin overnight, the136

samples were embedded in Gelatin Capsules (CZ130, Zhongjingkeyi Technology,137

Beijing, China). The samples were polymerized under UV light on a Leica EM AFS2138

machine (Leica, Germany) for 48 h at -30°C and 12 h at 25°C. The samples were then139

trimmed and ultra-thin sectioned with an UC7 Microtome (Leica, Germany). Serial thin140

sections (100 nm thick) were collected on Formvar-coated nickel grids.141

142

The Formvar-coated nickel grids with sections were incubated in 0.01 M PBS143

containing 1% BSA (B2064, Sigma-Aldrich, USA), 0.05% Triton X-100 (X100,144

Sigma-Aldrich, USA) and 0.05% Tween 20 (P1379, Sigma-Aldrich, USA) for 5 min.145

The sections were then incubated in rabbit anti-GJA1 primary antibody diluted in 0.01146

M PBS contain 1% BSA and 0.05% Tween 20 (1:100) at 4°C overnight. Sections were147

washed twice for 6 min with 0.01 M PBS, the sections were incubated in goat148

anti-rabbit conjugated with 10 nm gold secondary antibody (1:50, G7402,149

Sigma-Aldrich, USA) diluted in 0.01 M PBS contain 1% BSA and 0.05% Tween 20 for150

1 h at 25 °C. Samples were washed twice for 6 min, with 0.01M PBS, twice for 4 min151

with distilled water, dried at 25 °C, and then examined and photographed using152

transmission electron microscopy (FEI Talos L 120C; Thermo Fisher, Waltham, MA,153

USA). Images were analyzed with Imaris software (Oxford Instruments, UK) and154



Image J (National Institutes of Health, USA).155

156

Immunofluorescence Staining.157

Cells were fixed for 15 min using cold 4% paraformaldehyde (PFA) in PBS. Fixed158

samples were then washed thrice for 5 min and blocked with blocking buffer (0.3%159

Triton X-100 / 20% FBS / PBS) for 1 h at room temperature. Primary antibodies160

anti-Vimentin antibody (rabbit monoclonal, 1:1000, ab92547, Abcam, Cambridge, UK),161

anti-ACTN2 (mouse monoclonal, 1:500, ab9465, Abcam, USA), anti-GJA1 antibody162

(mouse monoclonal, 1:200, ab78055, Abcam), anti-N-cadherin antibody (rabbit163

polyclonal, 1:500, ab18203, Abcam) anti-TOM20 (rabbit polyclonal, 1:1000,164

11802-1-AP, Proteintech, Wuhan, China) were diluted in blocking buffer and incubated165

overnight at 4°C protected from light. Samples were washed thrice for 10 min with166

blocking buffer, and then stained with goat anti-mouse or anti-rabbit Alexa 488, 546,167

or 647 secondary antibodies (1:1000, Invitrogen) incubation in the dark at RT for 1 h.168

Samples were washed 3×10 minutes with blocking buffer and thrice for 10 min with169

PBST (0.3% Triton X-100 / PBS) and stained with DAPI for 5 minutes at RT. Samples170

were washed thrice for 10 min with blocking buffer and thrice for 10 min with PBST171

(0.3% Triton X-100/PBS) and stained with DAPI for 5 min at 25 °C. The samples were172

then washed and mounted with anti-fade mounting medium (E675011; BBI Life173

Science, Shanghai, China). All cell immunofluorescence was performed using an LSM174

880 confocal microscope (Zeiss, Oberkochen, Germany). Multiple layers of detailed175

three-dimensional images were superimposed and analyzed using the Imaris176



software (Oxford Instruments, Abingdon, UK). Staining intensity values were177

quantified and plotted as mean ± standard error of the mean (SEM). The Pearson178

coefficient in the co-localized volume was calculated to analyze the co-localization179

correlation between proteins.180

181

Co-immunoprecipitation182

Cell lysates were extracted from treated cells using RIPA Lysis Buffer (P0013B;183

Beyotime) supplemented with protease and phosphatase inhibitor cocktail (P1045;184

Beyotime). Next, a BCA assay (P0012; Beyotime) was performed to assess protein185

concentrations at 300 µg/mL and incubated with primary antibody in dilution buffer186

(P0256; Beyotime) overnight at 4 °C. The complexes were mixed with Protein G187

Agarose (10001D; Invitrogen) and shaken for 3 h at 4 °C to capture the188

antigen-antibody mixture. The beads were then washed five times with cell lysis buffer189

(20 mM Tris∙HCl, 150 mM glycerol, 0.5% Triton X-100, 1 mM EDTA,1 mM EGTA). The190

eluted proteins were analyzed using a Q Exactive HF Orbitrap Mass Spectrometer191

(Thermo Scientific). Data were analyzed using DAVID Bioinformatics Resources v6.8192

(https://david.ncifcrf.gov/).193

194

Immunoblotting195

Cells were lysed using RIPA lysis buffer (P0013B; Beyotime) supplemented with196

protease and phosphatase inhibitor cocktail (P1045; Beyotime) for 30 min and then197

centrifuged at 15,000×g for 15 min at 4 °C. Protein concentrations were determined198



using a BCA assay (P0012; Beyotime). Samples were mixed with 4X SDS loading199

buffer (P0285; Beyotime), boiled for 5 min, and chilled on ice for 5 min before loading.200

Proteins (30 μg) was loaded onto a 10% PAGE Bis-Tris gel (PG112; Epizyme,201

Cambridge, MA, USA) for electrophoresis. Proteins were transferred onto PVDF202

membranes, blocked with blocking buffer (P0252; Beyotime), and probed with primary203

antibodies in dilution buffer (P0256; Beyotime) overnight at 4 °C. Blots were washed204

and probed with HRP-conjugated secondary antibodies for 1 h at 25 °C. The blots205

were imaged using the ChemiDoc Developer System (Bio-Rad, Hercules, CA, USA).206

All bands were exposed within the linear range to avoid overexposure. Data images207

were processed and analyzed using ImageJ v1.51 (National Institutes of Health,208

Bethesda, MD, USA).209

210

Cloning of mitochondria targeted EGFP and Cx43 vectors and transfection211

Cx43 coding region was first PCR-amplified and inserted into an212

pAAV2/hTNNT2/EGFP/mito backbone vector [3] to construct a213

mitochondrial-targeting Cx43 (Fig. 7a and Additional file: Figure S6a). The plasmid214

was amplified and the sequence was verified by Taitool Bioscience (Shanghai, China).215

For overexpression experiments, mtCx43 plasmids were transfected using216

Lipofectamine 3000 Reagent (L3000001, Invitrogen, USA) following the217

manufacturer's protocol. NMVM cells were seeded in a six-well plate at a density of218

5×105 cells/well. First, 2 µg of either mtCx43 plasmid or vehicle control was first mixed219

with 2 µL of the P3000 Reagent and 125 µL Lipofectamine 3000 Reagent, diluted with220



Opti-MEM Medium (1:1), incubated for 10-15 min at 25 °C, and added to the culture221

medium in a drop-wise fashion. Transfected cells were assayed 48 h post-transfection.222

For overexpression of mtCx43 or vector control, C57/6N mice were administered with223

2E+11 V.G. p-AAV2-mtCx43 virus and vehicle control through tail vein injection. The224

animals examined to determine cardiac function and sacrificed 4 weeks after225

infection.226

227

Statistical Analysis228

All data were analyzed using GraphPad Prism v8.0 (GraphPad Software, La Jolla, CA,229

USA) and presented as mean ± standard error of the means (SEM). For statistical230

analysis, one-way ANOVA with Tukey’s correction for post hoc comparisons, and231

Two-tailed Student’s t-test were used. Statistical significance was set at P<0.05. For232

complete statistical analyses, please see Supplementary Excel.233

234

235

236

237

238

239

240

241

242



Additional Tables and Figure Legends243
244

Table S1 General clinical characteristic of non-diabetes mellitus (Non-DM) and245
DM patients.246

247
Table S2 Buffer formulations for cardiac perfusion experiments.248

249
Figure S1. Changes in blood glucose levels, body weight and body size of250
experimental animals. a. Blood glucose levels in experimental animals post STZ or251
saline injection (measured in the morning) (n = 10 mice for Control group, n = 20 mice252
for DCM group). b. Body weight changes in experimental animals post STZ or saline253
injection (weighed in the morning) (n = 5 mice per group). c. Comparison of mice in254
Control and DCM 10 weeks after injection. d. Blood glucose level changes of HDCM255
animals over 2 h after insulin injection (n = 10 mice per group). Data are shown as256
mean ± SEM. One-way analysis of variance (ANOVA) was used. ****P<0.0001.257

258
Figure S2. Ca2+ transients of cardiomyocytes under different treatments from259
Control and DCM mice. a. Measurement of Ca2+ transient ratio from ventricular260
cardiomyocytes loaded with fura-2. b-e. Transient amplitude (b), decay tau (c), time to261
peak 90 (d) and time to baseline 90 (e) of Ca2+ transients comparison of Control262
(black and gray, n = 4 mice) and DCM (red, n = 4 mice, each mice had 5 myocardial263
cells measurements). Data are shown as mean ± SEM. One-way analysis of variance264
(ANOVA) was used. **P<0.01, ***P<0.001, ****P<0.0001.265

266
Figure S3. Neonatal mouse ventricular myocytes (NMVMs) and their beating267
condition. a. NMVMs identification via immunofluorescence staining (Scale bars, 50268
μm). b-c. Tracing of mean contraction velocity and beat rate under different treatments269
over 4 h (n = 8 field views per condition). d. Analysis of base impedance changes270
under different culture conditions over 4 h (n = 17 wells for NG, n = 32 wells for HG, n271
= 31 wells for HLG). Data are shown as mean ± SEM. One-way analysis of variance272
(ANOVA) was used. *P<0.05, ***P<0.001, ****P<0.0001.273

274
275

Figure S4. Expression of Cx43 and N-cadherinin after HLG treatment. a.276
Immunofluorescence staining of Cx43 and N-cadherin colocalization in NMVMs (white277
arrow: Cx43 at cell-cell interactions, yellow arrow: Cx43 at mitochondria. Scale bars,278
60μm). b-c. Analysis of mean intensity of Cx43 and N-cadherin (n = 12 field views per279
condition). Data are shown as mean ± SEM. One-way analysis of variance (ANOVA)280
was used. *P<0.05, ****P<0.0001.281

282
Figure S5. Regulation of Src, MEK/ERK, and PI3k/Akt pathways on NMVMs after283
HLG treatment. a-b. Coverage changes of mitochondrial proteins and Src interactive284
proteins binding to purified Cx43 protein in different culture media analyzed by mass285
spectrometry (n = 50 proteins per condition). c. Coverage and PSMs changes of Src286



binding to purified Cx43 protein in different culture conditions. d. Immunofluorescence287
staining of Cx43 and Src in NMVMs (Scale bars, 60μm). e. Analysis of colocalization288
of Cx43 and Src (n = 5 field views per condition). f. Western blot of Src in differentially289
treated NMVMs. g-h. Tracing of mean contraction velocity and beat rate of HLG290
NMVMs treated with U0126, Ceramide C6, Sc79 and Tricirbine (n = 8 field views per291
condition). One-way analysis of variance (ANOVA) was used. *P<0.05, **P<0.0001,292
***P<0.001, ****P<0.0001.293

294
295

Figure S6. Validation of mtCx43 Overexpression in vitro and in vivo. a.296
mito-Cx43-FLAG plasmid. b. Immunofluorescence staining of Cx43, N-Cadherin and297
Tomm 20 in NMVMs (yellow arrows: Cx43 in mitochondria; scale bars, 60μm). c.298
Mean contraction velocity of NMVMs of Untreated (black), mtEGFP (shaded teal), and299
mtCx43 overexpression (solid teal). d-e. Average speed and beat rate of Untreated300
(black), mtEGFP (shaded teal), and mtCx43 overexpression (solid teal) (n = 10 field301
views per group). f. Immunoelectron Microscopy images of Cx43 in myocardial tissue302
of Untreated, mtEGFP, and mtCx43 overexpressing mice (yellow arrows: Cx43 at303
mitochondria; scale bars, 500nm).304
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Additional Tables and Figures331
332

Additional file: Table S1333
334

ID Age Sex Diagnosis
Sampling
location

Control 1 76 M Coronary heart disease Left auricle

Control 2 51 M
Aneurysm of ascending aorta, pericardium
hydrops

Left auricle

Control 3 63 M
Severe aortic stenosis, coronary heart
disease, valvular heart disease

Left auricle

Patient 1 77 M
Coronary heart disease, Unstable angina
pectoris, essential hypertension grade III,
type 2 diabetes

Left auricle

Patient 2 71 M
Severe aortic stenosis, hypertension,
coronary heart disease, type 2 diabetes

Left auricle

Patient 3 67 M
Dilated cardiomyopathy, essential
hypertension grade I, atrial fibrillation, type
2 diabetes

Left auricle
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Additional file: Table S2360
361

Cardiomyocyte isolation buffer (CIB)/Perfusion buffer
Add 900 ml of ultrapure water to a clean beaker under magnetic stirring.
Component MW Final Conc (mM) 1× (g/L)
NaCl (A501218, Sangon Biotech, China) 58.44 120 7.013
KCl (A100395, Sangon Biotech, China) 74.55 5.4 0.403
Na2HPO4.7H2O (S9390, Sigma-Aldrich, USA) 268.07 0.33 0.088
MgSO4.7H2O (63138, Sigma-Aldrich, USA) 246.48 0.5 0.123
Taurine (T0625, Sigma-Aldrich, USA) 125.1 30 3.753
BDM (B0753, Sigma-Aldrich, USA) 101.1 10 1.011
HEPES (H3375, Sigma-Aldrich, USA) 238.3 25 5.958
Glucose (S11022, Yuanye Bio-Technology, China) 180.16 22 3.964

Adjust the pH with 5 M NaOH.
Adjust the volume to 1 L with ultrapure water.
Use 0.22 μM vacuum filter to filter solution.

Digestion buffer
Component Final Amount
CIB - 30ml
Protease XIV (P5147, Sigma-Aldrich, USA) 0.1mg/ml 3mg
Collagenase II (2275GR001, BioFroxx, Germany) 1.17mg/ml 35mg
Collagenase IV (2091GR001, BioFroxx, Germany) 1.67mg/ml 50mg
Total - 30ml

MEM base solutions
Component Final Amount
MEM (41500018, Sigma-Aldrich, USA) 11.19mg/ml 11.19g
NaHCO3 (792519, Sigma-Aldrich, USA) 0.84mg/ml 0.84g
Na-Pyruvate (P2256, Sigma-Aldrich, USA) 0.22mg/ml 0.22g
Na-HEPES (H0527, Sigma-Aldrich, USA) 2.6mg/ml 2.6g
HEPES 2.38mg/ml 2.38g
Penicillin-Streptomycin Solution (15140122,
Gibco, USA)

0.5% 5ml

Adjust the volume to 1 L with ultrapure water.
Use 0.22 μM vacuum filter to filter solution.

Stop buffer
Component Final Amount
MEM base solutions - 30ml
BSA (B2064, Sigma-Aldrich, USA) 10mg/ml 300mg
Taurine 0.62mg/ml 18.7mg
Total - 30ml
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Additional file: Figure S1365
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