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Abstract: Using anaerobic membrane bioreactors (AnMBRs) to treat swine wastewater30

is an effective method to recover bioenergy. However, due to the inhibitory effect of high31

concentrations of organic matter and ammonia nitrogen on microbial activities in swine32

wastewater, some problems are evident such as low recovery efficiency and serious33

membrane fouling. In this study, biochar prepared from spent coffee grounds (SCG-BC)34

was added to AnMBR to investigate its effect on the operation process. Results reported35

that methane yield rose from 0.227 LCH4/g-CODremoved to 0.267 LCH4/g-CODremoved36

along with a reduction in CO2 being produced at 35.25% after adding SCG-BC. It37

confirmed that in-situ biogas upgrading was achieved. As well, the total volatile fatty38

acids declined to a low concentration of 194.87 ± 51.82mg/L while pH remained steadily39

at 7.70 ± 0.31. Adding SCG-BC reduced irreversible membrane fouling by 34.69%.40

Microbial community analysis showed that SCG-BC increased the relative abundance of41

methanogenic archaea, especially Methanosarcina (from 1.47% to 8.03%). Also,42

Anaerolinea and Methanosaeta participating in direct interspecies electron transfer were43

enriched onto biochar. They acted together to enhance the biogas production. It can be44

concluded that AnMBR with SCG-BC addition has good application prospects in45

recovering bioenergy from wastewater.46

Keywords: Anaerobic membrane bioreactor, Spent coffee grounds biochar, Methane47

production, Membrane fouling, Microbial community48

49
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1. Introduction50

The swine industry has become one of the fastest growing sectors in China, with51

47.3% of the world’s swine production in 2020, mainly due to the rising demand by52

people for meat [1]. At present, large-scale breeding is a crucial change in how the swine53

industry in China functions, and single farms can now produce much more. However, the54

large-scale swine factory has the problems of large wastewater discharge, which55

comprises mixed solid and liquid, many insect eggs and microorganisms, and large56

amounts of heavy metals, antibiotics and hormones [2, 3]. Besides, the swine wastewater57

produced contains a high level of organics, nitrogen, phosphorus, potassium and other58

chemical pollutants [4, 5]. In general, the traditional processes treating swine wastewater,59

such as lagoon, anaerobic digestion tank or three-stage A/O process, can only remove less60

than 90% of chemical oxygen demand (COD) and the removal capacity of nitrogen and61

phosphorus is extremely limited. Subsequently, this might cause a large amount of62

recyclable energy loss and long-term environmental problems [6]. In recent decades, as63

environmental regulations become increasingly strict, it is of importance to guarantee64

effluent quality of swine wastewater for a society much more concerned about what is65

happening to the environment. Moreover, simultaneous wastewater treatment and energy66

recovery has become a hotly debated topic. The purpose is to drive the technical67

efficiency of the wastewater treatment plant as well as its profitability [7].68

Anaerobic digestion (AD) consists of hydrolysis, acidogenesis and methanogenesis,69

which is widely used to degrade swine wastewater and recover bioenergy presently,70

including biogases such as H2S, CO2, H2 and CH4 and digestive fluid containing residual71
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COD and other nutrients [8-11]. However, its poor efficiency in producing methane is a72

serious problem in practical application, which is due to the slow growth of anaerobic73

microorganisms, especially methanogens [12, 13]. Microbial activity in the reactor is an74

important factor for the efficient operation of the anaerobic digestion process [14, 15].75

Anaerobic membrane bioreactor (AnMBR) can effectively separate solid retention time76

(SRT) and hydraulic retention time (HRT) through membrane modules, and be applied77

to wastewater treatment in recent years. In some cases, AnMBR achieved a high organic78

matter removal rate (81%-95%) and methane recovery rate (60%-80%) with a low sludge79

yield (0.05-0.22 gVSS/g-CODremoved) [16- 18].80

AnMBRs can effectively improve the digestion performance but there are still some81

difficulties and challenges in them when treating swine wastewater. On one hand, the82

organic matter in swine wastewater is very high amount-wise. Tang et al. [18] found that83

the methanogenic capacity of anaerobic digestion becomes weak (lower than 0.24 L/g-84

CODremoved) in swine wastewater with a high organic concentration (13.5-27.2 gCOD/L).85

This is because the larger amount of organic matter in the substrate resulted in producing86

more volatile fatty acid, which inhibited the growth of methanogens. With the increase of87

organic load, the contents of soluble microbial products (SMP) and extracellular polymers88

(EPS) in the reactor also rose. SMP and EPS are considered to be the main pollutants that89

trigger membrane fouling [20]. On the other hand, swine wastewater also contains a lot90

of ammonia nitrogen. According to the research by Yan et al. [21], with the ammonia91

nitrogen shock of 4.5 gNH4+-N/L, the methane production diminished rapidly, which was92

48.7-58.2% lower than before. This was because methanogens are very sensitive to93
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ammonia toxicity during methane production from intermediate products, and their94

methanogenic performance decreases sharply with the impact of high concentration95

ammonia nitrogen in wastewater [22, 23].96

Some corresponding strategies were put forward, such as controlling the anaerobic97

digestion temperature and prolonging HRT, to overcome these problems. The measures98

are widely used to enhance the performance of the reactor to a certain extent; however,99

they have the disadvantages of reducing the volume load and increasing operational costs100

[24]. Some researchers have focused on the use of various enhancers in AnMBR,101

including waste yeast, iron, calcium, polyaluminum chloride, zeolite and beans [25-30].102

Among these materials, iron and calcium can improve biogas production in the digestion103

process. However, they also introduce serious inorganic pollution problems. Beans104

damage the membrane module to some degree during fluidization [31]. Moreover, these105

materials greatly increase the cost of reactors’ operations.106

Carbon-based materials as AnMBR performance enhancers play an important role107

in improving COD removal rate, improving membrane flux and delaying the formation108

of filter cake layer. These materials are also environmentally friendly as they are produced109

from agricultural wastes [32]. Sohn et al. [20] found that the removal rates of COD and110

total organic carbon (TOC) in AnMBR significantly increased by 15.7% and 15.6%,111

respectively, after the addition of 5g/L powdered activated carbon (PAC). A higher112

methane yield of about 3483 nmol/L was achieved in the degradation of rapeseed oil,113

while the methane yield of the control group without GAC was lower than 3000 nmol/L114

[33]. By adding bamboo charcoal in AnMBR to treat bamboo industrial wastewater, the115
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removal rate of COD increased by 5%, as well as the content of SMP and the resistance116

of filter cake layer abated [34]. Chen et al. [35] found that the AnMBR with the addition117

of biochar exhibited an enhancement of 4.6% in the COD removal rate when treating118

pharmaceutical wastewater. It also improved the methane content in biogas production119

and effectively curtailed membrane fouling. Moreover, some research showed that120

carbon-based materials can strengthen the direct interspecies electron transfer (DIET)121

process by enriching microbes that can directly produce or receive electrons, such as122

Geobacter metallireducens, Geobacter sulfurreducens andMethanosaeta [36]. Thus, the123

electron transfer of microorganisms does not need to pass through the intermediate media124

that easily cause energy loss, such as conductive pili and hydrogen, and greatly increases125

the conversion rate from organic matter to methane [24]. This is also an important reason126

why carbon-based materials can effectively promote anaerobic digestion and control127

membrane fouling.128

Of carbon-based materials, the specific surface area and conductivity of biochar are129

much lower than those of activated carbon, yet it has been reported that biochar has the130

same ability to promote anaerobic digestion and enhance DIET as activated carbon [37].131

Although powdered activated carbon can promote anaerobic digestion, it is a potential132

pollution source. Because the small particle PAC increases the turbidity of the mixture, it133

results in more membrane hole blockage and membrane surface abrasion [31]. The134

specific gravity of granular activated carbon (GAC) is higher than that of biochar, which135

means that it takes more energy to mix GAC with sludge into fluidization [38].136

Furthermore, terms of preparation cost, biochar does not need an activation process,137
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which can undoubtedly reduce overheads [39]. These are also the reasons why biochar138

has better prospects compared with activated carbon in the application of anaerobic139

digestion.140

In conclusion, biochar has good application potential as an enhancer in AnMBR for141

treating swine wastewater. It may affect methanogenic performance and membrane142

fouling by changing the microbial community structure and microbial interspecific143

cooperation. These need to be further studied. In this work, spent coffee grounds biochar144

(SCG-BC) was introduced in AnMBR acting as a performance enhancer. The objectives145

were to: (i) evaluate the digestion performance of AnMBR system after the addition of146

spent coffee grounds biochar; (ii) investigate membrane fouling behaviors; and (iii)147

explore the impact of biochar on microbial community.148

2. Materials and methods149

2.1 Preparation of biochar150

The spent coffee grounds were sourced from a local Starbucks Cafe in Tianjin, China.151

First, the collected waste coffee grounds were dried to constant weight in an oven at152

105 ℃. Then the waste coffee residue was put into a muffle furnace to prepare biochar153

via pyrolyzation. The spent coffee grounds were heated to 900℃ at the rate of 5℃/min154

and maintained for 2 hours under oxygen limitation conditions [40]. Finally, the produced155

biochar with a particle size of 0.15-0.178 mm was passed through an 80-mesh sieve to156

remove large particles and retained by a 100-mesh sieve to remove small particles. The157

characteristics of SCG-BC are shown in supplementary material.158
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2.2 AnMBR set-up and operation159

The AnMBR system consists of anaerobic digestion reactor, gas circulation160

equipment, gas-liquid replacement gas gathering device and membrane module (shown161

in Figure 1). The effective working volume of AnMBR is 2.5 L and the total volume is 4162

L. The membrane information is shown in supplementary material.163

164
Fig. 1. Schematic of the AnMBR system165

166

The inoculated sludge of the reactor was taken from the SBR sludge of a sewage167

treatment plant in Tianjin, China. The mlvss amount was 8 g/L. Following the inoculated168

sludge was domesticated for two months to adapt to synthetic swine wastewater. The169

experiments were divided into two stages. The first was phase 1(P1), running for 50 days170

(day 1-50) after acclimatization. The second phase commenced on the 51st day, when171

spent coffee grounds biochar was added into the reactor at the dose of 4 g/L, and the effect172

of biochar on AnMBR was investigated. This period (P2) lasted from day 51 to 100.173

During the whole operation, HRT was set at 8.3d, the temperature was maintained174
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at 35 ± 1℃, sludge was discharged regularly, and the sludge residence time was 120d.175

The biogas inside the reactor was extracted from the top gas space through the pump and176

transported to the aeration plate at the bottom of the reactor to activate the gas cycle. The177

aeration process was intermittent for 1 min every 30 min with the flow of 1 L/min.178

The swine wastewater treated by the reactor was synthesized in the laboratory.179

Glucose, NH4Cl and KH2PO4 were carbon, nitrogen and phosphorus sources, respectively.180

The ratio of COD: N: P is 350: 27: 1. The swine wastewater quality indicators at different181

operation periods are shown in supplementary material. To promote microbial growth182

and granular sludge formation, 10 mL of trace element solution was added to each liter183

of synthetic swine wastewater. The trace element solution is shown in supplementary184

material.185

2.3 Analytical methods186

The COD concentration was analyzed using the rapid digestion-spectrophotometric187

method (Shimadzu, UV-2600). The concentrations of protein (PN) and polysaccharide188

(PS) were determined utilizing a modified Folin Ciocalteu colorimetry method [41] and189

phenol-vitriolic acid colorimetry system [42], respectively. Volatile fatty acids (VFA)190

and biogas composition were measured by gas chromatograph (Perkin Element GC590,191

USA) and gas chromatograph (Perkin Element GC500, USA), respectively. TMP was192

recorded by vacuum pressure gauge and paperless recorder. The surface functional groups193

of biochar were detected by Fourier transform infrared spectroscopy (FTIR, Nicolet iS10,194

US). The specific surface area, pore volume and pore diameter of carbon-based materials195

were measured by Brunauer Emmett Teller (BET). The morphology of the original and196
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used biochar was analyzed by scanning electron microscope (SEM, ESCAN MIRA4,197

Czech Republic).198

2.4 Membrane fouling resistance analysis199

In order to investigate the filtration characteristics of the membrane, the membrane200

fouling resistance was measured by resistance-in-series model [20].201

J=ΔP/μRt (1)202

Where J is the permeate flux, ΔP stands for the TMP, and μ denotes the viscosity of203

the permeate. The total resistance RT consists of four parts, which are Rc, Rm, Rp-org and204

Rp-inorg. It can be described as follows:205

RT =Rm+Rp-org+Rp-inorg +Rc (2)206

Where Rm is the inherent resistance of the membrane, Rc, Rp-org and Rp-inorg represent207

the resistance of the cake layer, organic matter blockage, and inorganic matter blockage,208

respectively.209

After the operation was completed, the membrane module was taken out and RT with210

different flow in distilled water was measured. Next the membrane was rinsed with211

distilled water and wiped gently with a sponge to remove the cake layer. The measured212

value at this stage was Rm + Rp-org + Rp-inorg. Then the membrane was immersed in alkaline213

reagent (0.1% NaClO solution) for 24 hours to remove any organic matter remaining in214

the membrane pore. The measured value at this stage was Rm + Rp-inorg. Finally, the215

membrane was soaked in an acidic reagent citric acid solution (10 g/L) for 4 hours to216

remove inorganic pollutants from the membrane pores. The measured value at his stage217

was Rm.218
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2.5 Microbial analyses219

The four samples (SS, SP1, SP2 and BC) for microbial analysis were the seed sludge,220

the mixed sludge taken from the AnMBR on day 45 and day 96, and the biomass taken221

from SCG-BC carriers on day 101, respectively. The universal primer set 515F (5’-222

GTGCCAGCMGCCGCGG-3’) and 806R (5’-GGACTACHVGGGTWTCTAAT-3’)223

served to target both bacterial and archaeal 16S rRNA V4 regions. The AxyPrepDNA224

Gel Extraction Kit (AXYGEN, USA) helped to purify each sample. The samples of this225

experiment were entrusted to Shanghai Majorbio (Shanghai, China) for high-throughput226

sequencing. Data analysis was conducted on the Majorbio bioinformatics date cloud227

platform.228

3. Results and discussion229

3.1 COD removal and biogas production230

Fig. 2 shows the COD removal efficiencies of AnMBR system before and after the231

SCG-BC addition. The COD removal rate during phase 1 without SCG-BC addition was232

96.88 ± 0.27% with the effluent concentration of 326.61 ± 42.58 mg/L. In phase 2, after233

adding SCG-BC, the COD removal rate was 98.85 ± 0.13% when the effluent234

concentration was 109.73 ± 35.43 mg/L. It can be seen that the effluent COD235

concentration diminished significantly after adding SCG-BC. This be due to the abundant236

pore structure and large pore volume of SCG-BC (see supplementary material), which237

facilitated: firstly, the adsorption of undegraded organic matter; and secondly, the238

reduction of effluent COD concentration [43, 44]. Meanwhile, according to SEM analysis239

of pure and used SCG-BC (see supplementary material), it can be observed that a large240
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number of microorganisms grew and colonized onto the surface and pores of SCG-BC.241

Biochar provided a good environment for microorganisms in which to grow and raised242

microbial metabolic activity and its adaptability, so this contributed to the COD removal243

rate [24]. This also explained why the effluent from the AnMBR in P2 maintained a low244

COD concentration.245

246
Fig. 2. COD concentration and removal efficiency before (P1) and after (P2)247

adding SCG-BC248

The biogas production performance and CH4 yield of the AnMBR system in P1 and249

P2 are illustrated in Fig. 3. Before and after adding SCG-BC, the CH4 production of250

AnMBR was 593.10 ± 33.75 mL/d and 692.92 ± 56.54 mL/d, while the CO2 production251

was 89.26 ± 8.96 mL/d and 58.57 ± 5.96 mL/d, respectively. Compared with P1, the CH4252

production in P2 increased significantly by 16.83%, while CO2 production clearly253

decreased by 34.37%. The methane yield reached 0.256 LCH4/gCOD in P2, which was254
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12.7% higher than 0.227 LCH4/gCOD in P1. The elevated CH4 production was due to the255

rapid decomposition of organic matter and more efficient microbial metabolism in the256

anaerobic digestion process enhanced by SCG-BC [21]. As well, the reduction of CO2257

production confirmed the in-situ purification and upgrading of biogas due to the addition258

of SCG-BC. The phenomenon can be explained in the following two ways. On one hand,259

biochar has a good adsorption effect on CO2 and can reduce the loss of CO2 [45]. On the260

other hand, the pH value of AnMBR modified by SCG-BC was slightly alkaline. It may261

be because more inorganics were retained in the SCG-BC prepared at the higher pyrolysis262

temperature. As a result, base cation and carbonate in the SCG-BC increased, while acidic263

functional groups decomposed [40]. In this state, CO2 was transformed into264

bicarbonate/carbonate and stored in the liquid phase, which helped convert it into methane265

by hydrogenotrophic methanogens [46].266
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267
Fig. 3. Biogas production performance of AnMBR (a) and normalized methane268

yield (b)269

270

Specifically, in the P2 phase it can be seen that CH4 and CO2 production showed a271

gradual upward and downward trend, respectively, at the initial stage of SCG-BC addition.272

After day 64, the methane production reached a relatively stable state with the CH4 and273

CO2 production of 717.37 ± 35.37 mL/d and 57.79 ± 5.67 mL/d, respectively. Compared274

to the scenario without SCG-BC, they increased by 20.95% and decreased by 35.25%,275
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respectively. This is close to the 17.6% increase in methane production mentioned in one276

recent study [47]. The addition of SCG-BC led to more biogas production and enhanced277

biogas production structure. This was because a large number of microorganisms adhere278

to the outer and inner surfaces of the biochar, making better use of the adsorption capacity279

and conductivity [48].280

Obviously, the addition of SCG-BC had a good effect on improving the281

methanogenic capacity of the AnMBR system. The CH4 yield reached 0.269 LCH4/gCOD282

during the stable period of P2 which was increased by 18.50%, compared with the yield283

of 0.227 LCH4/gCOD in phase P1. Similarly, Kaur et al. [49] found that wheat straw284

pellet biochar increased the CH4 yield in the digestion process by 24%. However, Giwa285

et al. [50] added biochar to the medium temperature continuous reactor, and discovered286

the methane yield only increased by 5%. These research studies revealed the different287

biogas production performance varied with the biochar properties and operation288

conditions of reactors. In general, when the yield of CH4 increases by more than 15%, it289

means that biochar can significantly improve the energy recovery potential of AnMBR290

[16].291

3.2 Variations of pH and VFAs292

VFAs as important raw materials in methanogenic process, affect the performance293

of AD. The accumulation of VFAs reduces the alkalinity and pH value, thus inhibiting294

the methane production process [7]. The pH and VFAs of the AnMBR system in the two295

phases are shown in Fig. 4. As can be seen from Fig. 4, the pH values before and after296

SCG-BC addition were 6.76 ± 0.28 and 7.70 ± 0.31, respectively. After SCG-BC addition,297
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the pH in phase 2 increased significantly and then stayed above 7.22. Therefore, SCG-298

BC helped restrict any decline in the pH level and improved the operational stability of299

the AnMBR. This was because SCG-BC possessed a large number of functional groups300

(see supplementary material), such as -OH, C=O, carboxyl C-O and aromatic C-H, which301

could provide alkalinity [51, 52]. The total VFAs (TVFA) concentrations before and after302

SCG-BC addition were 497.73 ± 129.48 mg/L and 194.87 ± 51.82 mg/L, respectively.303

The addition of SCG-BC greatly reduced the content of VFAs in the AnMBR. At304

the beginning of P1 the main volatile acid was propionic acid. As the operation continued,305

pentanoic acid, isobutyric acid and isovaleric acid also appeared. In phase P2, with the306

addition of SCG-BC, the content of TVFA on days 51-54 was lower than that in the phase307

P1. This may be due to the adsorption of volatile acids by SCG-BC. On days 68-101,308

TVFA in the reactor reached a good concentration status. This phenomenon can be309

interpreted in two possible ways. First, the microbial community varied duo the310

introduction of SCG-BC, and the methanogenic microorganisms which could degrade311

VFAs enriched. Second, SCG-BC acted as an electronic catheter to strengthen DIET.312

Because biochar could skip the electron carriers such as hydrogen to transfer electrons,313

in this way microbial degradation of VFA was accelerated [53]. In general, adding the314

SCG-BC not only buffered pH but also reduced the concentration of VFA in the reactor.,315

So these contributed to keeping the stable operation and enhancing the AnMBR system’316

production of biogas.317
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318
Fig. 4. Variations of pH and VFA before and after SCG-BC addition319

3.3 Membrane fouling320

Variations of transmembrane pressure (TMP) during the operation processes are321

shown in supplementary material. It can be seen that the growth rate of TMP decreased322

after adding SCG-BC. To further explore the effect of SCG-BC on membrane fouling,323

the membrane resistance was analyzed (Fig. 5). The proportion of each form of membrane324

resistance in the total resistance was very similar in the two operation stages, however,325

their values clearly varied. After adding SCG-BC, excluding the inherent resistance of326

the membrane (Rm), the total value of other membrane resistance fell by 12.33%. The327

resistance of the cake layer, organic and inorganic fouling (Rc, Rp-org and Rp-inorg) dropped328

by 6.50%, 28.41% and 58.61%, respectively.329

Clearly, the resistance of the cake layer was dominant in these two phases. Judging330

by the Rc value shown in Fig. 5, the addition of SCG-BC reduced the formation of a cake331

layer. Compared with the cake layer that can be removed by physical cleaning,332
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irreversible fouling caused by membrane pores blockage, including organic matter and333

inorganic matter blockage, was more difficult to be removed by physical cleaning.334

However, the addition of SCG-BC reduced irreversible fouling by 34.69%. The reason335

for the decline in irreversible fouling was that the simultaneous adsorption and336

biodegradation of biochar greatly reduced the organic and inorganic pollutants in the337

reactor such as EPS and SMP, and diminished the blocking of membrane pores [54]. The338

conclusion can be further confirmed by the SEM results of the membrane surface (see339

supplementary material). There were many pollutants on the surface of both two340

membranes, however, the membrane module used in P2 was smoother than the membrane341

module used in P1, and the membrane pores were purer. It strongly suggested that SCG-342

BC had a positive effect on reducingmembrane fouling, especially the irreversible fouling343

in membrane pores.344

3.4 SMP and EPS in mixed sludge345

Fig. 6 illustrated the SMP and EPS contents in the AnMBR system in two phases. It346

was well known that SMP and EPS were the main factors guiding membrane fouling.347

SMP was the main contaminant forming the gel layer due to adhering to the membrane348

surface, thus reducing the permeation flux of the membrane [55]. Additionally, the349

secreted EPS was conducive to the condensation between microorganisms and as a result350

promoted the formation of cake layer [19, 20]. The concentrations of SMP and EPS351

decreased by 28.58% and 49.36%, respectively. The main reason for the synchronous352

decline of SMP and EPS may be due to simultaneous adsorption and biodegradation of353

SCG-BC. In addition, SCG-BC improved pH and alkalinity of AnMBR, suppling a354
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suitable environment for microorganisms to function well. It reduced the secretion of EPS355

as a protective secretion and meanwhile, less cell lysis led to less SMP accumulation [56,356

57]. The decline in SMP and EPS helped to increase membrane flux and reduce357

membrane pollution.358

359

Fig. 5. The variations of membrane fouling resistance of two phases (RT, total360

resistance; Rm, inherent resistance of the membrane; Rp-org, resistance of organic matter361

blockage; Rp-inorg, resistance of inorganic matter blockage; Rc, resistance of the cake layer)362
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363

Fig. 6. SMP(a) and EPS(b) contents in the AnMBR364

365

The SMPPS, SMPPN, EPSPS and EPSPN decreased by 52.33%, 15.99%, 31.05% and366

56.31%, respectively. Furthermore, the ratio of protein to polysaccharide (PN/PS) of SMP367

and EPS was also an important factor affecting membrane fouling. As shown in Fig. 6,368

the PN/PS ratio of SMP increased significantly after the addition of SCG-BC. The SMP369

with high protein ratio would produce better settleability through better hydrophobicity,370
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which helped to control membrane fouling, especially irreversible fouling in membrane371

pores. The PN/PS ratio of EPS in AnMBRwith SCG-BCwas lower than AnMBRwithout372

SCG-BC. The smaller protein content resulted in the weaker hydrophobicity and the373

smaller viscosity of the sludge, thus delaying the formation of the cake layer [58].374

Combined with the membrane fouling analysis in section 3.3, it can be observed that the375

membrane fouling degree was positively correlated with the variety of SMP and EPS376

content. With the decrease of SMP and EPS after SCG-BC addition, both cake layer and377

the pore blockage were indeed inhibited. Therefore, adding SCG-BC to AnMBR378

proved to be an effective method for curtailing membrane fouling and increasing379

membrane flux.380

3.5 Microbial community diversity analysis381

The alpha diversity index is shown in the supplementary material. Compared with382

the seed sludgesample of SP1 showed lower community richness by Chao1 and ACE383

value, which meant some microorganisms were eliminated during the AD process. After384

adding SCG-BC, poorer community richness can be found from diversity indices.385

Meanwhile, the lower Shannon index and higher Simpson index revealed a lower386

evenness. It was evident that SCG-BC affected the environment of microorganisms and387

led to some microorganisms becoming enriched as the dominant species in AnMBR. It388

was worth noting that microorganisms attached to SCG-BC highlighted less community389

richness and evenness compared with other samples. The percentages of archaea390

increased from 4.47% (seed sludge) to 17.79% (SP1), and 23.64% (SP2). At the same391

time, methanogens accounted for more than 99.90% of the total number of archaea, which392
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was 2.91% higher than that of seed sludge (see supplementary material). The proportion393

of methanogens increased during the AD process, indicating that functional methanogens394

were enhanced. After adding SCG-BC the methanogens further increased, and thus395

improved methane production (shown in Fig. 3).396

397

Fig. 6. Relative abundance of microbial communities at phylum (a) and genus (b)398

level399

400

The relative abundance of bacterial and archaeal communities at phylum is401
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illustrated in Fig. 6a. The relative abundance of microorganisms varied significantly with402

the operation of AnMBR. Among them, phylum Thermotogota, the dominant strain in403

high-temperature anaerobic digestion, decreased from 3.10% to 0.11%. Except some404

special cases were temporarily classified as phyla Bathyarchaeota and405

Verstrateearchaeota, most of the known methanogens belonged to phyla Euryarchaeota406

andHalobacterota [59, 60]. The phylumEuryarchaeota increased significantly from 1.97%407

in the seed sludge to 13.91% in SP1. Meanwhile the phylum Halobacterota increased408

1.63-fold. The growth of these two phyla means that methanogenic microorganisms409

adapted to the operating conditions of the reactor and possessed good methanogenic410

capacity.411

The predominant phyla in SP1 were Chloroflexi (15.99%), Firmicutes (14.32%),412

Euryarchaeota (13.91%), Bacteroidota (10.09%) and Desulfobacterota (8.04%). After413

the addition of SCG-BC, the predominant phyla were Actinobacteriota (16.10%),414

Euryarchaeota (13.62%), Bacteroidota (12.95%), Halobacterota (9.85%) and415

Chloroflexi (9.01%). Therefore, it can be stated that the relative abundance of416

fermentation microorganisms changed significantly. Firmicutes, Bacteroidota,417

Proteobacteria and Actinobacteriota phyla were the main fermentation microorganisms418

in the hydrolysis and acidogensis stage which were responsible for converting organic419

matter into volatile fatty acids, H2 and CO2 [61-63]. The total relative abundances of these420

microbial phyla increased by 11.65%. This meant that the efficiency of the hydrolysis421

acidification stage was greatly improved, and the substrate was degraded more efficiently.422

Among them, the relative abundance of Proteobacteria decreased from 5.17% in SP1 to423
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1.78% in SP2. This was because Proteobacteria was the dominant strain under acidic424

conditions, but adding SCG-BC led to the increase of pH. This subsequently limited the425

growth of Proteobacteria.426

Additionally, Proteobacteria was the main bacteria causing membrane fouling. The427

decline in its relative abundance played a positive role in controlling membrane fouling428

[57]. The relative abundance of Firmicutes was 45.67% lower than that before adding429

SCG-BC, which indicated that the addition of SCG-BC had certain restrictions on its430

growth. This may be because the existence of SCG-BC greatly improved the growth431

environment of microorganisms in the bioreactor, making Firmicutes lose its competitive432

advantage of strong tolerance [64]. In contrast, the relative abundance of Actinobacteriota433

increased by 3.22 times after adding SCG-BC, and replaced Firmicutes as the main434

phylum in the hydrolysis and acidification stage. This was effective in alleviating435

membrane fouling. Further, Actinobacteriota can easily decompose polysaccharide and436

protein matrix in anaerobic environment, which contributed to the reduction of SMP and437

EPS, helping to improve the reactor’s stability [65, 66].438

The relative abundance of Chloroflexi phylum decreased from 15.99% to 9.01%439

after the addition of SCG-BC. As is well known, Chloroflexi was involved in the440

degradation of various macromolecular organics, including proteins and carbohydrates441

mainly in SMP and EPS produced by autotrophic microorganisms [67, 68]. It further442

proved that adding SCG-BC contributed to controlling the accumulation of SMP and EPS.443

As for methanogenic microorganisms, Euryarchaeota maintained a stable level before444

and after adding SCG-BC. The relative abundance of Halobacterota increased from 3.71%445
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to 9.85%. A large increase in the relative abundance of methanogenic microorganisms446

not only can accelerate the consumption of intermediate products, but also heighten the447

yield of methane. Interestingly, most of the phyla Euryarchaeota were hydrogentrophic448

methanogens, while phyla Halobacterota were mostly acetoclastic methanogens, such as449

genus Methanosarcina and genus Methanosaeta.450

Thus, it can be seen that the addition of SCG-BC enhanced the acetoclastic451

methanogenic pathway. In summary, the community structure in hydrolysis stage was452

optimized by adding SCG-BC, which increased the organic matter degradation rate,453

reduced membrane fouling and enhanced the methanogenic efficiency. The relative454

abundance of bacterial and archaeal communities at genus was illustrated in Fig. 6b. As455

can be seen that Methanobacterium was a hydrogenotrophic methanogenic archaea,456

which was a dominant strain in the whole operation stage. Therefore, the existence of457

SCG-BC in the AnMBR wielded no significant effect on its relative abundance (13.49%458

- 13.80%). Propionibacterium can decompose polysaccharide into short chain fatty acids.459

The lack of Propionibacterium would cause the accumulation of the matrix to a460

certain extent, resulting in a decline in reactor performance and the deterioration of461

effluent quality [57]. Propionibacterium was not detected in SP1, while its relative462

abundance rose to 1.79% in SP2. In the meantime, the relative abundance of463

norank_f__Propionibacteriaceae, a fermentation bacterium that could produce VFAs464

from polysaccharide, also increased from 1.25% to 11.64% after adding SCG-BC. This465

change may improve the degradation efficiency of substrate and the content of VFAs in466

AnMBR. However, a decrease in VFAs content was noted in phase P2 (see Fig. 4). This467
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was attributed to Methanosarcina. Methanosarcina is a new dominant genus with a468

relative abundance of 8.03% after SCG-BC addition. Not only can it convert CO2 into469

methane, but also carry out acetolactic methanogenesis [69]. The growth of470

Methanosarcina effectively consumed VFA in the reactor. It may be due to the relative471

abundance of norank_f__Bacteroidetes_vadinHA17, which can stimulate propionic acid472

production activity, decreasing by 19.70% [70].473

Meanwhile, the relative abundance of Blvii28_wastewater-sludge_group and474

Desulfovibrio reported as acetogenic bacteria, increased from 3.50% to 5.43% and from475

2.28% to 4.38%, respectively. This change indicated a higher proportion of acetic acid in476

VFA and a faster rate of methane production from acetic acid. Not only did propionic477

acid remain at a low level, but acetic acid was consumed rapidly, so TVFA showed a478

small concentration when an increase in methane production can be simultaneously479

realized. Interestingly, the increase total methanogens resulted in the decrease of the CO2480

output in Biogas. This is because almost all methanogens can produce methane through481

CO2 reduction, thus resulting in the in-situ upgrading of biogas [46].482

By analyzing the microbial community attached onto SCG-BC, it was found that483

several microbial genera were enriched, namely Methanobacterium, Propionibacterium,484

Methanosaeta, Smithella and Anaerolinea. Of these, Methanosaeta and Methanosarcina485

were indicative microorganisms of DIET [71]. However, Methanosarcina was not486

enriched on SCG-BC while in suspended sludge of SP2, and its relative abundance was487

5.46 times that of SP1. This showed that the addition of SCG-BC enriched488

Methanosarcina in the reactor and strengthened the acetolactic methanogenic pathway.489



27

The relative abundance of Methanosaeta on SCG-BC was 1.32%, which was 88.57%490

higher than that of SP1. Meanwhile, Anaerolinea was enriched on SCG-BC (relative491

abundance was 1.90%), which was 5.13 times more that of SP1 and 1.74 times more than492

that of SP2. Therefore, the addition of biochar promoted the syntrophic metabolism of493

Anaerolineaceae and Methanosaeta through DIET [72]. However, some studies494

documented those indicative microorganisms accounted for only a small part of the495

microbial community. These indicative microorganisms participate in DIET and other496

microorganisms were enriched on conductive carbon materials [71]. For example,497

Desulfovibrio and Blvii28_wastewater-sludge_group detected may also participate in498

DIET, because they exhibit a syntrophic growth relationship with hydrogenotrophic499

methanogenic microorganisms such as Methanobacterium [73, 74].500

Interestingly, their relative abundance revealed a positive correlation, and they were501

enriched after adding SCG-BC. Similarly, Smithella, one of the main methanogenic502

symbionts, had a positive correlation with the abundance of methanogens. It was enriched503

on the surface of SCG-BC with the relative abundance increasing from 0.67% to 1.52%.504

These outcomes suggested that DIET may occur not only between Anaerolinea and505

Methanosaeta, but also between hydrolytic bacteria and hydrogenotrophic methanogens506

such as Methanobacterium, Methanolinea, Methanospirillum and Methanoculleus,507

especiallyMethanobacterium growing on SCG-BC [75]. As an electron conductor, SCG-508

BC transferred electrons for syntrophic microorganisms, which improved two things: the509

degradation efficiency and increased the yield of biomethane.510
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4. Conclusions511

In this work, the effect of adding SCG-BC to assess the performance and membrane512

fouling of an AnMBR treating swine wastewater was systematically investigated. Results513

strongly suggested that SCG-BC played an active role in buffering pH and alleviating514

VFA accumulation in the AnMBR system. Further, the introduction of SCG-BC clearly515

enhanced COD removal and methane production in the AnMBR system. In the meantime,516

the in-situ upgrading of biogas was achieved due to the addition of SCG-BC. The analysis517

of the microbial community found that fermentation microorganisms such as518

Propionibacteriaceae were enriched, thereby accelerating the degradation of substrates.519

Meanwhile, Methanosarcina also increased in suspended sludge, and this in turn520

improved the utilization of VFAs and strengthened the methanogenic capacity of the521

AnMBR. The amounts of SMP and EPS significantly decreased after SCG-BC addition,522

while irreversible blocking of membrane pores was effectively alleviated. Finally, the523

AnMBR system with SCG-BC addition performed excellently as far as biogas production524

was concerned, and controlled membrane fouling when treating swine wastewater.525

Acknowledgements526

This research was supported by Tianjin Municipal Science and Technology Bureau527

of China (grant numbers 20JCZDJC00380, 21YDTPJC00660, and 18PTZWHZ00140).528

References529

[1] FAO. FAOSTAT. License: CC BY-NC-SA 3.0 IGO. Extracted from:530

https://www.fao.org/faostat/en/#home. Data of Access:20-March-2022.531



29

[2] B. Zhang, L. Wang, B. Riddicka, R. Li, J. Able, N. Boakye-Boaten, A. Shahbazi,532

Sustainable Production of Algal Biomass and Biofuels Using Swine Wastewater in North533

Carolina, US, Sustainability 8 (2016). https://doi.org/10.3390/su8050477534

[3] W. Michelon, M.L.B. da Silva, A. Matthiensen, E. Silva, E.J. Pilau, E. de535

Oliveira Nunes, H.M. Soares, Microalgae produced during phycoremediation of swine536

wastewater contains effective bacteriostatic compounds against antibiotic-resistant537

bacteria, Chemosphere 283 (2021) 131268.538

https://doi.org/10.1016/j.chemosphere.2021.131268539

[4] W. Wu, L.C. Cheng, J.S. Chang, Environmental life cycle comparisons of pig540

farming integrated with anaerobic digestion and algae-based wastewater treatment, J541

Environ Manage 264 (2020) 110512. https://doi.org/10.1016/j.jenvman.2020.110512542

[5] S. Shim, A. Reza, S. Kim, S. Won, C. Ra, Nutrient recovery from swine543

wastewater at full-scale: An integrated technical, economic and environmental feasibility544

assessment, Chemosphere 277 (2021) 130309.545

https://doi.org/10.1016/j.chemosphere.2021.130309546

[6] Q.Q. Zhang, J.L. Zhao, G.G. Ying, Y.S. Liu, C.G. Pan, Emission estimation and547

multimedia fate modeling of seven steroids at the river basin scale in China, Environ Sci548

Technol 48 (2014) 7982-7992. https://doi.org/10.1021/es501226h549

[7] G. Lourinho, L.F.T.G. Rodrigues, P.S.D. Brito, Recent advances on anaerobic550

digestion of swine wastewater, International Journal of Environmental Science and551

Technology 17 (2020) 4917-4938. https://doi.org/10.1007/s13762-020-02793-y552



30

[8] Q. Sui, C. Liu, H. Dong, Z. Zhu, Effect of ammonium nitrogen concentration on553

the ammonia-oxidizing bacteria community in a membrane bioreactor for the treatment554

of anaerobically digested swine wastewater, J Biosci Bioeng 118 (2014) 277-283.555

https://doi.org/10.1016/j.jbiosc.2014.02.017556

[9] H.C. Kim, W.J. Choi, A.N. Chae, J. Park, H.J. Kim, K.G. Song, Evaluating557

integrated strategies for robust treatment of high saline piggery wastewater, Water Res558

89 (2016) 222-231. https://doi.org/10.1016/j.watres.2015.11.054559

[10] D. Nagarajan, A. Kusmayadi, H.W. Yen, C.D. Dong, D.J. Lee, J.S. Chang,560

Current advances in biological swine wastewater treatment using microalgae-based561

processes, Bioresour Technol 289 (2019) 121718.562

https://doi.org/10.1016/j.biortech.2019.121718563

[11] A. Thanarasu, K. Periyasamy, S. Subramanian, An integrated anaerobic564

digestion and microbial electrolysis system for the enhancement of methane production565

from organic waste: Fundamentals, innovative design and scale-up deliberation,566

Chemosphere 287 (2022) 131886. https://doi.org/10.1016/j.chemosphere.2021.131886567

[12] L.T. Angenent, S. Sung, L.J.W.R. Raskin, Methanogenic population dynamics568

during startup of a full-scale anaerobic sequencing batch reactor treating swine waste,569

Water Research, 2002, 36(18):4648-4654. https://doi.org/10.1016/S0043-570

1354(02)00199-9571

[13] C. Gou, Z. Yang, H. Jing, H. Wang, L.J.C. Wang, Effects of temperature and572

organic loading rate on the performance and microbial community of anaerobic co-573



31

digestion of waste activated sludge and food waste, Chemosphere, 2014, 105.574

https://doi.org/10.1016/j.chemosphere.2014.01.018575

[14] L.T. Fuess, L.S.M. Kiyuna, A.D.N. Ferraz, G.F. Persinoti, F.M. Squina, M.L.576

Garcia, M. Zaiat, Thermophilic two-phase anaerobic digestion using an innovative fixed-577

bed reactor for enhanced organic matter removal and bioenergy recovery from sugarcane578

vinasse, Applied Energy 189 (2017) 480-491.579

https://doi.org/10.1016/j.apenergy.2016.12.071580

[15] C. Juntawang, C. Rongsayamanont, E. Khan, Entrapped cells-based-anaerobic581

membrane bioreactor treating domestic wastewater: Performances, fouling, and bacterial582

community structure, Chemosphere 187 (2017) 147-155.583

https://doi.org/10.1016/j.chemosphere.2017.08.113584

[16] Z. Lei, Y. Ma, J. Wang, X.C. Wang, Q. Li, R. Chen, Biochar addition supports585

high digestion performance and low membrane fouling rate in an anaerobic membrane586

bioreactor under low temperatures, Bioresour Technol 330 (2021) 124966.587

https://doi.org/10.1016/j.biortech.2021.124966588

[17] Z. Kong, J. Wu, C. Rong, T. Wang, Y.Y.J.B.T. Li, Large pilot-scale submerged589

anaerobic membrane bioreactor for the treatment of municipal wastewater and biogas590

production at 25 C, Bioresource Technology, 2021, 319:124123.591

10.1016/j.biortech.2020.124123592

[18] N. Robles, F. Durán, J. Giménez, E. Jiménez, F.J.B.T. Rogalla, Anaerobic593

membrane bioreactors (AnMBR) treating urban wastewater in mild climates, Bioresource594

Technology, 2020, 314:123763. https://doi.org/ 10.1016/j.biortech.2020.123763595



32

[19] J. Tang, Y. Pu, T. Zeng, Y. Hu, J. Huang, S. Pan, X.C. Wang, Y. Li, A.E.596

Abomohra, Enhanced methane production coupled with livestock wastewater treatment597

using anaerobic membrane bioreactor: Performance and membrane filtration properties,598

Bioresour Technol 345 (2022) 126470. https://doi.org/10.1016/j.biortech.2021.126470599

[20] W. Sohn, W. Guo, H.H. Ngo, L. Deng, D. Cheng, Powdered activated carbon600

addition for fouling control in anaerobic membrane bioreactor, Bioresource Technology601

Reports 15 (2021). https://doi.org/10.1016/j.biteb.2021.100721602

[21] Y. Yan, M. Yan, G. Ravenni, I. Angelidaki, D. Fu, I.A. Fotidis, Novel603

bioaugmentation strategy boosted with biochar to alleviate ammonia toxicity in604

continuous biomethanation, Bioresour Technol 343 (2022) 126146.605

https://doi.org/10.1016/j.biortech.2021.126146606

[22] L. Ho, G. Ho, Mitigating ammonia inhibition of thermophilic anaerobic607

treatment of digested piggery wastewater: use of pH reduction, zeolite, biomass and608

humic acid, Water Res 46 (2012) 4339-4350.609

https://doi.org/10.1016/j.watres.2012.05.016610

[23] Y. Jiang, E. McAdam, Y. Zhang, S. Heaven, C. Banks, P. Longhurst, Ammonia611

inhibition and toxicity in anaerobic digestion: A critical review, Journal of Water Process612

Engineering 32 (2019). https://doi.org/10.1016/j.jwpe.2019.100899613

[24] B.R. Tiwari, T. Rouissi, S.K. Brar, R.Y. Surampalli, Critical insights into614

psychrophilic anaerobic digestion: Novel strategies for improving biogas production,615

Waste Manag 131 (2021) 513-526. https://doi.org/10.1016/j.wasman.2021.07.002616



33

[25] Q. Zhang, S. Singh, D.C.J.B.T. Stuckey, Fouling reduction using617

adsorbents/flocculants in a submerged anaerobic membrane bioreactor, Bioresource618

Technology, 2017. https://doi.org/ 10.1016/j.biortech.2017.05.022619

[26] A. Ding, W. Pronk, F. Qu, J. Ma, G. Li, K. Li, H.J.J.o.M.S. Liang, Effect of620

calcium addition on sludge properties and membrane fouling potential of the membrane-621

coupled expanded granular sludge bed process, Journal of Membrane Science, 2015,622

489:55-63. https://doi.org/ 10.1016/j.memsci.2015.04.001623

[27] S. Wang, C. Ma, C. Pang, Z. Hu, W.J.E.S. Wang, P. Research, Membrane624

fouling and performance of anaerobic ceramic membrane bioreactor treating phenol- and625

quinoline-containing wastewater: granular activated carbon vs polyaluminum chloride,626

Environmental Science and Pollution Research, 2019, 26(33):34167-34176.627

https://doi.org/ 10.1007/s11356-018-3802-4628

[28] W.H. Chen, C.Y. Tsai, S.Y. Chen, S. Sung, J.G.J.I.B. Lin, Biodegradation,629

Treatment of campus domestic wastewater using ambient-temperature anaerobic630

fluidized membrane bioreactors with zeolites as carriers, International Biodeterioration631

& Biodegradation, 2019, 136:49-54. https://doi.org/ 10.1016/j.ibiod.2018.10.010632

[29] B. Düppenbecker, M. Engelhart, P.J.J.o.M.S. Cornel, Fouling mitigation in633

Anaerobic Membrane Bioreactor using fluidized glass beads: evaluation fitness for634

purpose of ceramic membranes, Journal of Membrane Science, 2017, 537:69-82.635

https://doi.org/ 10.1016/j.memsci.2017.05.018636



34

[30] B. Düppenbecker, S. Kale, M. Engelhart, P.J.W.e. Cornel, Technology,637

Fluidized glass beads reduce fouling in a novel anaerobic membrane bioreactor, Water638

ence & Technology, 2017, 76(4):wst2017274. https://doi.org/ 10.2166/wst.2017.274639

[31] W. Sohn, W. Guo, H.H. Ngo, L. Deng, D. Cheng, X. Zhang, A review on640

membrane fouling control in anaerobic membrane bioreactors by adding performance641

enhancers, Journal of Water Process Engineering 40 (2021).642

https://doi.org/10.1016/j.jwpe.2020.101867643

[32] A.Y. Hu, D.C.J.J.o.E.E. Stuckey, Activated Carbon Addition to a Submerged644

Anaerobic Membrane Bioreactor: Effect on Performance, Transmembrane Pressure, and645

Flux, Journal of Environmental Engineering, 2007, 133(1):73-80.646

https://doi.org/10.1061/(ASCE)0733-9372(2007)133:1(73)647

[33] J. Zhang, R. Zhang, H. Wang, K. Yang, Direct interspecies electron transfer648

stimulated by granular activated carbon enhances anaerobic methanation efficiency from649

typical kitchen waste lipid-rapeseed oil, Sci Total Environ 704 (2020) 135282.650

https://doi.org/10.1016/j.scitotenv.2019.135282651

[34] X. Mei, Z. Wang, Y. Miao, Z.J.E. Wu, Recover energy from domestic652

wastewater using anaerobic membrane bioreactor: Operating parameters optimization653

and energy balance analysis, Energy, 2016, 98:146-154. https://doi.org/654

10.1016/j.energy.2016.01.011655

[35] L. Chen, P. Cheng, L. Ye, H. Chen, X. Xu, L. Zhu, Biological performance and656

fouling mitigation in the biochar-amended anaerobic membrane bioreactor (AnMBR)657



35

treating pharmaceutical wastewater, Bioresour Technol 302 (2020) 122805.658

https://doi.org/10.1016/j.biortech.2020.122805659

[36] Q. Li, M. Xu, G. Wang, R. Chen, W. Qiao, X.J.B.T. Wang, Biochar assisted660

thermophilic co-digestion of food waste and waste activated sludge under high feedstock661

to seed sludge ratio in batch experiment, Bioresour Technol, 2017:1009-1016.662

https://doi.org/ 10.1016/j.biortech.2017.11.002663

[37] Q. Li, X. Gao, Y. Liu, G. Wang, R.J.J.o.H.M. Chen, Biochar and GAC intensify664

anaerobic phenol degradation via distinctive adsorption and conductive properties,665

Journal of Hazardous Materials, 2020, 405:124183. https://doi.org/666

10.1016/j.jhazmat.2020.124183667

[38] E.N. Yargicoglu, B.Y. Sadasivam, K.R. Reddy, K. Spokas, Physical and668

chemical characterization of waste wood derived biochars, Waste Manag 36 (2015) 256-669

268. https://doi.org/10.1016/j.wasman.2014.10.029670

[39] C.J.S.U. Steiner, Management, Book Review: Biochar: A Guide to Analytical671

Methods, CRC Press, Boca Raton, FL. Edited by Balwant Singh, Marta Camps-Arbestain672

and Johannes Lehmann,ix + 320 pp, ISBN 9781498765534; Paperback, £44.99, (2017).673

https://doi.org/10.1111/sum.12389674

[40] Y. Yang, X. Zhang, H.H. Ngo, W. Guo, Z. Li, X. Wang, J. Zhang, T. Long, A675

new spent coffee grounds based biochar - Persulfate catalytic system for enhancement of676

urea removal in reclaimed water for ultrapure water production, Chemosphere 288 (2022)677

132459. https://doi.org/10.1016/j.chemosphere.2021.132459678



36

[41] J.H. Waterborg, The Lowry Method for Protein Quantitation, The Protein679

Protocols Handbook2009. https://doi.org/ 10.1385/0-89603-268-X:1680

[42] Nielsen, S.J.S.U. Suzanne, Phenol-Sulfuric Acid Method for Total681

Carbohydrates, Springer US, 2010. https://doi.org/ 10.1007/978-1-4419-1463-7_6682

[43] X. Hu, X. Zhang, H.H. Ngo, W. Guo, H. Wen, C. Li, Y. Zhang, C. Ma,683

Comparison study on the ammonium adsorption of the biochars derived from different684

kinds of fruit peel, Sci Total Environ 707 (2020) 135544.685

https://doi.org/10.1016/j.scitotenv.2019.135544686

[44] G. Wang, Y. Li, L. Sheng, Y. Xing, G. Liu, G. Yao, H.H. Ngo, Q. Li, X.C.687

Wang, Y.Y. Li, R. Chen, A review on facilitating bio-wastes degradation and energy688

recovery efficiencies in anaerobic digestion systems with biochar amendment, Bioresour689

Technol 314 (2020) 123777. https://doi.org/10.1016/j.biortech.2020.123777690

[45] H. Madzaki, W.A.W.A.B. KarimGhani, NurZalikhaRebitanim,691

AzilBahariAlias, Carbon Dioxide Adsorption on Sawdust Biochar, Procedia Engineering692

148 (2016) 718-725. https://doi.org/10.1016/j.proeng.2016.06.591693

[46] Y. Shen, J.L. Linville, M. Urgun-Demirtas, R.P. Schoene, S.W. Snyder,694

Producing pipeline-quality biomethane via anaerobic digestion of sludge amended with695

corn stover biochar with in-situ CO2 removal, Applied Energy 158 (2015) 300-309.696

https://doi.org/10.1016/j.apenergy.2015.08.016697

[47] X. Pan, N. Lv, G. Cai, M. Zhou, R. Wang, C. Li, J. Ning, J. Li, Y. Li, Z. Ye, G.698

Zhu, Carbon- and metal-based mediators modulate anaerobic methanogenesis and phenol699



37

removal: Focusing on stimulatory and inhibitory mechanism, J Hazard Mater 420 (2021)700

126615. https://doi.org/10.1016/j.jhazmat.2021.126615701

[48] T. Xia, X. Gao, C. Wang, X. Xu, L. Zhu, An enhanced anaerobic membrane702

bioreactor treating bamboo industry wastewater by bamboo charcoal addition:703

Performance and microbial community analysis, Bioresour Technol 220 (2016) 26-33.704

https://doi.org/10.1016/j.biortech.2016.08.057705

[49] G. Kaur, D. Johnravindar, J.W.C. Wong, Enhanced volatile fatty acid706

degradation and methane production efficiency by biochar addition in food waste-sludge707

co-digestion: A step towards increased organic loading efficiency in co-digestion,708

Bioresour Technol 308 (2020) 123250. https://doi.org/10.1016/j.biortech.2020.123250709

[50] A.S. Giwa, H. Xu, F. Chang, J. Wu, Y. Li, N. Ali, S. Ding, K. Wang, Effect of710

biochar on reactor performance and methane generation during the anaerobic digestion711

of food waste treatment at long-run operations, Journal of Environmental Chemical712

Engineering 7 (2019). https://doi.org/10.1016/j.jece.2019.103067713

[51] H. Kazemi Shariat Panahi, M. Dehhaghi, Y.S. Ok, A.-S. Nizami, B.714

Khoshnevisan, S.I. Mussatto, M. Aghbashlo, M. Tabatabaei, S.S. Lam, A comprehensive715

review of engineered biochar: Production, characteristics, and environmental applications,716

Journal of Cleaner Production 270 (2020). https://doi.org/10.1016/j.jclepro.2020.122462717

[52] H. Ma, Y. Hu, T. Kobayashi, K.Q. Xu, The role of rice husk biochar addition718

in anaerobic digestion for sweet sorghum under high loading condition, Biotechnol Rep719

(Amst) 27 (2020) e00515. https://doi.org/10.1016/j.btre.2020.e00515720



38

[53] M. Rasapoor, B. Young, R. Brar, A. Sarmah, W.Q. Zhuang, S. Baroutian,721

Recognizing the challenges of anaerobic digestion: Critical steps toward improving722

biogas generation, Fuel 261 (2020). https://doi.org/10.1016/j.fuel.2019.116497723

[54] L.D. A, W.G. A, H.H.N. A, J.Z. B, S.L. B, S.X. C, Z.Z. C, J.L.J.B.T. D A724

comparison study on membrane fouling in a sponge-submerged membrane bioreactor and725

a conventional membrane bioreactor - ScienceDirect, Bioresource Technology, 2014,726

165(8):69-74. https://doi.org/ 10.1016/j.biortech.2014.02.111727

[55] M. Zhang, K.T. Leung, J. Chen, H. Hong, H. Lin, B.Q.J.W.R. Liao], A unified728

thermodynamic mechanism underlying fouling behaviors of soluble microbial products729

(SMPs) in a membrane bioreactor, Water Research, 2019.. https://doi.org/730

10.1016/j.watres.2018.11.043731

[56] D. Cheng, H.H. Ngo, W. Guo, S.W. Chang, D.D. Nguyen, Q.A. Nguyen, J.732

Zhang, S. Liang, Improving sulfonamide antibiotics removal from swine wastewater by733

supplying a new pomelo peel derived biochar in an anaerobic membrane bioreactor,734

Bioresour Technol 319 (2021) 124160. https://doi.org/10.1016/j.biortech.2020.124160735

[57] J. Liu, X. Liang, C. Yang, S. Yu, H. Guo, Tracing membrane biofouling to the736

microbial community structure and its metabolic products: An investigation on the three-737

stageMBR combined with worm reactor process, Bioresour Technol 278 (2019) 165-174.738

https://doi.org/10.1016/j.biortech.2019.01.069739

[58] T. Yu, C. Lin, S. Zhang, Z.J.C.E.J. Shuai, A systematic study of soluble740

microbial products and their fouling impacts in membrane bioreactors, Chemical741

Engineering Journal, 2011, 168(3):1093-1102. https://doi.org/ 10.1016/j.cej.2011.01.090742



39

[59] L.B. S, N. Basiliko, M.P.S. H, H.Z. S, Methanogenic archaea in peatlands,743

FEMS Microbiol Lett 367 (2020). https://doi.org/10.1093/femsle/fnaa172744

[60] X. Zhu, S. Campanaro, L. Treu, R. Seshadri, N. Ivanova, P.G. Kougias, N.745

Kyrpides, I. Angelidaki, Metabolic dependencies govern microbial syntrophies during746

methanogenesis in an anaerobic digestion ecosystem, Microbiome 8 (2020) 22.747

https://doi.org/10.1186/s40168-019-0780-9748

[61] M.S. Romero-Gueiza, J.J. Vila, J. Mata-Alvarez, J.M. Chimenos, S.J.R. Astals,749

S.E. Reviews, The role of additives on anaerobic digestion: A review, Renewable &750

Sustainable Energy Reviews, 2016, 58(May):1486-1499.. https://doi.org/751

10.1016/j.rser.2015.12.094752

[62] R.Z. Xu, S. Fang, L. Zhang, W. Huang, Q. Shao, F. Fang, Q. Feng, J. Cao, J.753

Luo, Distribution patterns of functional microbial community in anaerobic digesters754

under different operational circumstances: A review, Bioresour Technol 341 (2021)755

125823. https://doi.org/10.1016/j.biortech.2021.125823756

[63] B.Y. Li, Z.Y. Xia, M. Gou, Z.Y. Sun, Y.L. Huang, S.B. Jiao, W.Y. Dai, Y.Q.757

Tang, Production of volatile fatty acid from fruit waste by anaerobic digestion at high758

organic loading rates: Performance and microbial community characteristics, Bioresour759

Technol 346 (2022) 126648. https://doi.org/10.1016/j.biortech.2021.126648760

[64] R. Slezak, J. Grzelak, L. Krzystek, S.J.E.T. Ledakowicz, Influence of initial pH761

on the production of volatile fatty acids and hydrogen during dark fermentation of kitchen762

waste, Environmental Technology, 2020:1-35. https://doi.org/763

10.1080/09593330.2020.1753818764



40

[65] A. Alvarez, J.M. Saez, J.S. Davila Costa, V.L. Colin, M.S. Fuentes, S.A.765

Cuozzo, C.S. Benimeli, M.A. Polti, M.J. Amoroso, Actinobacteria: Current research and766

perspectives for bioremediation of pesticides and heavy metals, Chemosphere 166 (2017)767

41-62. https://doi.org/10.1016/j.chemosphere.2016.09.070768

[66] J. Yong, B. Yla, W.C. Pan, B. Rja, G. Ming, B. Qwa, D. Tcc, B.J.B.T. Hma,769

Volatile fatty acids production from saccharification residue from food waste ethanol770

fermentation: Effect of pH and microbial community, Bioresource Technology, 2019,771

292:121957-. https://doi.org/ 10.1016/j.biortech.2019.121957772

[67] Z.-r. Chu, K. Wang, X.-k. Li, M.-t. Zhu, L. Yang, J. Zhang, Microbial773

characterization of aggregates within a one-stage nitritation–anammox system using774

high-throughput amplicon sequencing, Chemical Engineering Journal 262 (2015) 41-48.775

https://doi.org/10.1016/j.cej.2014.09.067776

[68] L.N. Nguyen, A.S. Commault, P.J. Ralph, M. Johir, T.J.S.o.T.T.E. Kahlke,777

Genome sequencing as a new window into the microbial community of membrane778

bioreactors – A critical review, Science of The Total Environment, 704. https://doi.org/779

10.1016/j.scitotenv.2019.135279780

[69] D.Y. Sorokin, A.Y. Merkel, B. Abbas, K.S. Makarova, W. Rijpstra, M. Koenen,781

J.D. Sinninghe, E.A. Galinski, E.V. Koonin, M.L. Van, Methanonatronarchaeum782

thermophilum gen. nov., sp. nov. and 'Candidatus Methanohalarchaeum thermophilum',783

extremely halo(natrono)philic methyl-reducing methanogens from hypersaline lakes784

comprising a new euryarchaeal class Methanonatronarchaeia classis nov, (2018).785

https://doi.org/10.1099/ijsem.0.002810786



41

[70] R. Wang, C. Li, N. Lv, X. Pan, G. Cai, J. Ning, G. Zhu, Deeper insights into787

effect of activated carbon and nano-zero-valent iron addition on acidogenesis and whole788

anaerobic digestion, Bioresour Technol 324 (2021) 124671.789

https://doi.org/10.1016/j.biortech.2021.124671790

[71] B. Guo, Y. Zhang, L. Zhang, Y. Zhou, Y. Liu, RNA-based spatial community791

analysis revealed intra-reactor variation and expanded collection of direct interspecies792

electron transfer microorganisms in anaerobic digestion, Bioresour Technol 298 (2020)793

122534. https://doi.org/10.1016/j.biortech.2019.122534794

[72] G. Wang, L. Qian, G. Xin, X.C.J.B.T. Wang, Synergetic promotion of795

syntrophic methane production from anaerobic digestion of complex organic wastes by796

biochar: Performance and associated mechanisms, 250 (2018). https://doi.org/797

10.1016/j.biortech.2017.12.004798

[73] K.A. Brileya, L.B. Camilleri, G.M. Zane, J.D. Wall, M.W.J.F.i.M. Fields,799

Biofilm growth mode promotes maximum carrying capacity and community stability800

during product inhibition syntrophy, 5 (2014) 693. https://doi.org/801

10.3389/fmicb.2014.00693802

[74] X.-L., Su, Q., Tian, J., Zhang, X.-Z., Yuan, X.-S., S.J.I.J.o. Systematic, E.803

Microbiology, Acetobacteroides hydrogenigenes gen. nov., sp. nov., an anaerobic804

hydrogen-producing bacterium in the family Rikenellaceae isolated from a reed swamp,805

INTERNATIONAL JOURNAL OF SYSTEMATIC AND EVOLUTIONARY806

MICROBIOLOGY, 2014, 64(Pt 9). https://doi.org/10.1099/ijs.0.063917-0807



42

[75] Q. Du, Q. Mu, G.J.S.o.T.T.E. Wu, Metagenomic and bioanalytical insights into808

quorum sensing of methanogens in anaerobic digestion systems with or without the809

addition of conductive filter, Science of The Total Environment, 2020, 763(9):144509.810

https://doi.org/10.1016/j.scitotenv.2020.144509811


