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Production of organic acids through fermentation of biomass feedstock is a potent strategy for co-product generation and 

improving economics in lignocellulose biorefinery. Sugar cane trash (SCT), a surplus available agro-residue, was exploited 

for the production of fumaric acid - a dicarboxylic acid with applications in the synthesis of polyester resins, as mordant and 

as a food additive. The isolate NIIST 1 which showed the production of fumaric acid was identified as Rhizopus oryzae. Media 

engineering was carried out and a maximum production of fumaric acid in SCT hydrolysate incorporated media was 5.2 g/L. 

Response surface analyses of the interaction of parameters indicated the importance of maintaining a high C/N ratio. Results 

indicate the scope for developing the Rhizopus oryzae strain NIIST 1 as a potent organism for fumaric acid production, since 

only a few microorganisms have the ability to produce industrially relevant compounds using lignocellulose biomass 
hydrolysates.  
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Microbially produced organic acids are important 

market products after antibiotics and amino acids1. The 

organic acid market is growing rapidly and fumaric acid 

(FA) has been considered as an important biobased 

building block for future applications2. The non-

hygroscopic and nontoxic nature of FA attracts its use in 

various industries. Fumaric acid is a C4 compound with 

a carbon-carbon double bond and two carboxylic acid 

groups. The bifunctional nature of the two carboxylic 

acid groups in FA promotes easy esterification, and the 

unique structure makes it an ideal source for polymer 

production, resins, and intermediate compound for 

various chemical reactions3. It is as an effective 

medication for psoriasis, and also used as an additive in 

cattle feed3.  
 

The fumaric acid (FA) is commercially produced by 
cis-trans isomerization of maleic acid in a catalytic 

process4. The malic acid obtained by the hydrolysis of 

malic anhydride which industrially produced by 
catalytic oxidation of petroleum derived benzene or  

n-butane5. The increasing price of petrochemicals, high 
cost of recovery technologies and environmental 

concerns of the current processes promote biological 

methods as a sustainable source of FA production. 
Biological production of FA occurs in the tricarboxylic 

acid (TCA) cycle of aerobic organisms from malate 
with the help of a fumarase enzyme. However, the 

fumarate produced during cell growth mainly 
consumed for biosynthesis, and thus its concentration 

cannot build up to a significant amount during growth4. 
In FA-secreting microorganisms, a reductive TCA 

(rTCA) pathway in the cytoplasm promotes acid 
production under stress conditions (Fig. 1). Fumaric 

acid yield through the rTCA pathway varies with 
different strains and process conditions6. 

 

Before the petrochemical industry, the fumaric acid 

(FA) was mainly produced through fermentation. Many 
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fungal species can synthesize FA, but production at 
industrially feasible levels reported from only a few 

species. Industrially relevant fungal species showing FA 
production mostly belong to Rhizopus. The fungal species 

R. nigricans, R. formosa and R. oryzae have remained the 
highest producers of FA during fermentation conditions7-9. 

R. oryzae is an efficient producer of fumaric acid owing 

to simple nutrient requirement and lower production 
costs. The high productivity of FA was reported from 

R. oryzae (4.25 g/L/h) in a glucose medium with rotary 
biofilm reactor10.  

Fermentative production of FA varies with the 

different species, nutrient sources, and fermentation 

conditions. Carbon and nitrogen sources are the key 

factors affecting the growth and production of FA in 

microbial fermentation11. The parameters like pH, 

agitation, inoculum size, and fungal morphology 

influence the production of FA during the industrial 

fermentation process. Even though batch reactors 

usually used, the other configurations like biofilm 

bioreactors, bubble reactors, fluidized, and fixed beds 

reactors also tried for industrial production of fumaric 

acid11. Large-scale FA production by fermentation has 

become unfavourable due to the high production cost 

and makes it economically not feasible. The price of 

media components is the major factor affecting the FA 

production cost. Glucose is the most widely used 

carbon sources and it is readily metabolized by fungi. 

As the second largest component in medium, various 

organic nitrogen sources like yeast extract, and 

inorganic ammonium salts used for the industrial 

production of FA. The use of low cost media 

components can significantly reduce the cost of FA 

production in fungal fermentation.  

Recently, the substrates derived from lignocellulosic 

biomass is used as a low cost feedstock and become 

popular for fermentation industry12. Fungal species 

which can ferment sugars derived from lignocellulose 

material is ideal for FA production, as they can 

significantly reduce the production costs. In this study, 

sugarcane trash hydrolyzate was used as a carbon 

source for fumaric acid production by a newly isolated 

Rhizopus sp. The media components for FA production 

were optimized using statistical design of experiments. 
 

Materials and Methods 
 

Fungal isolation and screening  

Partially decomposed vegetable samples collected 

from local markets and fungal isolation performed by 

serial dilution and pour plating on Potato Dextrose 

Agar (PDA). Purified fungal isolates screened for acid 

production using acid indicator medium (AIM) 

containing bromocresol green dye. Quantification of 

fumaric acid production performed after cultivating the 

selected fungal isolates in potato dextrose broth (PDB) 

medium for five days and collecting the culture 

supernatants after centrifugation. The diluted (1:10) 

samples were filtered through 0.45 m nylon filters 

and subjected to HPLC (Prominence UFLC-XR, 

Shimadzu Co, Japan) analysis. Isolate producing the 

highest amount of fumaric acid was selected for further 

studies. 
 

Fungal identification 

Fungal isolate showing fumaric acid production was 

identified through the sequence analysis of the 

ribosomal internal transcribed spacer (ITS) gene. 

Genomic DNA prepared and conserved primers were 

used for amplification of the ITS gene. The primers  

used were (i) ITS1-5TCCGTAGGTGAACCTGCGG3  

(ii) ITS4-5TCCTCCGCTTATTGATATGC 3. The final 

concentrations of the reagents in the PCR reaction mix 

were 1.0 mM MgCl2, 200 μM dNTP, 100 pmol 

primers, and 50 ng DNA. The PCR reaction conducted 

with following conditions in a thermal cycler (MJ 

Mini, Bio-Rad Laboratories, Germany), 94C for  

2 min, 94C for 1.0 min (35 cycles), 55C for 1.0 min, 

72C for 2 min, and a final cycle at 72C for 2 min. 

PCR product was sequenced and the sequence 

similarity analyzed through BLAST analysis. The 

isolate identified from the most similar sequence 

obtained from the NCBI database. Multiple sequence 

alignment of test and reference sequences (NCBI 

GenBank) carried out using the ClustalW2 program. 

Phylogenetic analysis was performed using the aligned 

file in MEGA413.  
 

Optimization of process parameters for fumaric acid production 

For the maximization of fumaric acid production by 

the selected fungal strain, experiments were performed 

with the statistical design of experiments in 100 mL of 

the medium. The first set of experiments conducted for 

screening different variables and the second set of 

 

 
 

Fig. 1 — Reductive carboxylation pathway in fungus for fumaric 

acid accumulation 
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experiments for the optimization of significant 

variables. Design-Expert v7 (Stat-Ease Inc. MN, USA) 

used for fractional factorial Plackett–Burman14 and the 

Response Surface Box–Behnken15 design matrices. 
 

Identifying significant variables using Plackett–Burman design 

Significant medium components were identified 

through the experiments conducted using Plackett–

Burman design14 with eleven variables in 12 trials. The 

variables were sugarcane trash hydrolysate 

concentration, NH4NO3, urea, yeast extract, Corn Steep 

Liquor (CSL), CaCO3, inoculum size, incubation 

period, initial pH, MgSO4 and ZnSO4 concentration. In 

the experimental design for fumaric acid production, 

variables were represented as numerical factors and 

studied at low (1) and high (+1) levels.  
 

Optimization of process variables by Response Surface Method 

The three most important variables selected from the 

results of the initial screening were further optimized 

and the interaction effects between these factors studied 

by response surface design15. A total of 17 experiments 

performed for this study and the independent factors 

selected in low (1), medium (0) and high (+1) levels. 

The other media components (CaCO3 5.0 g/L, KH2PO4 

1.0 g/L, MgSO4 1.0 g/L and ZnSO4 30 mg/L) conditions 

(Initial pH 5.5, Incubation period 5 days) were kept 

constant.  

A quadratic model chosen for the three variables 

shown here, 
 

𝑌 =  𝛽0 + ∑ Χi
𝑘
𝑖=1 + 𝛽𝑖𝑖 ∑ Χ𝑖

2𝑘
𝑖=1 +

𝛽𝑖𝛽𝑗 ∑ ∑ Χ𝑖Χ𝑗
𝑘
𝑗=1

𝑘
𝑖=1  

 

where the predicted response is Y, the overall 

coefficient is βо, a linear coefficient is βi, a quadratic 

coefficient is βii and the interaction coefficient is βij and 

coded values are XiXj. Analysis of variance (ANOVA) 

of the experimental data performed using the Design 

Expert® (Stat-EaeeInc, MN, USA) software. The 

model evaluated by checking the determination 

coefficient (R) and F-test. To verify the model, the 

experimental responses were compared with the 

predicted fumaric acid production. Response surface 

plots created for analyzing the interaction of 

parameters and finding the optimal quantities of 

process variables.  
 

Analytical 

Samples collected from culture broth after incubation 

and supernatants recovered after centrifugation. Samples 

diluted (1:10) with sterile MilliQ® water, filtered and 

subjected to HPLC analysis (Prominence UFLC-XR, 

Shimadzu Co, Japan). The concentration of organic acid 

estimated in HPLC with the Rezex® ROA-Organic 

Acid H+ column (300 × 7.8 mm) (Phenomenex, India) at 

a temperature of 55C using 0.01N H2SO4 as mobile 

phase, and detected using a photodiode array (PDA) 

detector. The glucose concentration is estimated by 

HPLC with the RPM-Monosaccharide Pb+2 column 

(300 × 7.8 mm) (Phenomenex, India) with a temperature 

of 70C and sterile Milli-Q water as a mobile phase.  

The detection carried out by RI detector. The fungal 

growth calculated by measuring the dry cell weight of 

biomass. 

 

Results and Discussion 
 

Fungal isolation for fumaric acid production 

Filamentous fungi are well known for their 

production of valuable organic acids. The natural 

production of organic acids provides competitive 

advantages to fungus over other organisms16. 

Filamentous fungi are the main source of organic acids 

for industrial fermentation. Fumaric acid production 

reported from several fungal species, but only a few 

species can synthesize in significant quantities. The 

major fumaric acid-producing isolates identified were 

belonged in Rhizopus, Aspergillus, Mucor, 

Cunninghamella and Circinella species17. 
 

A total of 72 distinct fungal isolates were selected 

and purified. Based on colour change on acid indicator 

medium and pH after incubation, a total of 10 different 

isolates were selected for screening fumaric acid 

production. Out of the 10 isolates, fumaric acid 

production was observed only in isolate No. 52 (Table 1). 

Based on the sequence similarity of the ribosomal 

internal transcribed spacer (ITS) gene, the isolate was 

identified as Rhizopus oryzae. The sequence of 

Rhizopus oryzae and reference sequences from the 

database (NCBI) were used to construct a 

phylogenetic tree by the MEGA4 program. The 
 

Table 1 — Screening of fungal isolates for organic acid production 

Isolate No. Colour 

change 

pH after 

incubation 

Fumaric acid production  

(g/L) 

4 yellow 3.0 Nil 

8 Pale green 4.0 Nil 

18 Yellow 3.0 Nil 

30 Yellow 3.0 Nil  

32 Pale green 4.0 Nil 

41 Yellow 3.0 Nil 

52 Yellow 3.0 0.87 

65 Yellow 3.0 Nil 

66 Pale green 4.0 Nil 
71 Yellow 3.0 Nil 
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phylogeny study was conducted by UPGMA, and the 

consistency of the phylogram was assessed by bootstrap 

analysis (Fig. 2). Fumaric acid producing Rhizopus 

nigricans was first identified by Felix Ehrlich in 191118. 

Rhizopus sp. reported as the most efficient producer of 

fumaric acid under wide range of process conditions. In 

Rhizopus species, R. nigricans, R. arrhizus, R. oryzae, 

and R. formosa reported as efficient producers of fumaric 

acid in both aerobic and anaerobic conditions8,9. 
 

Optimization of process parameters 
 

Identification of significant variables using Plackett-Burman design 

The species, Rhizopus arrhizus was used for the 

industrial production of fumaric acid since 1940s19. 

Later, the fermentation method was substituted by a 

petrochemical method due to its higher yield and better 

economics. However, the fungal fermentation process 

is getting more interest due to consumer preference for 

natural products and the need for sustainable processes 

for future20. The economic feasibility of fumaric acid 

production through fermentation is not as good as 

chemical processes, and more studies are needed  

to improve the fermentation process. The use of 

filamentous fungus in bio-refineries as a catalyst is 

promising, and their growth on lignocellulose-based 

substrates gives a chance to exploit cost effective 

substrates.  

The present study used sugarcane trash (SCT) 

hydrolysate as a carbon source for fumaric acid 

production. The Plackett–Burman design were used to 

study the parameters affecting fumaric acid production 

by R. oryzae NIIST 1. The experiments conducted 

based on Plackett–Burman’s design showed wide 

ranges in fumaric acid production (Table 2). 

Regression analysis performed on the data and an 

equation was developed for fumaric acid production as 

follows: 
 

𝑌 =  0.7 − 0.4B + 0.3D + 0.41J 
 

where, B, ammonium sulfate; D, yeast extract; and J, 

corn steep liquor. The F value of 5.59 and the Prob>F 

value of 0.0230 showed the significance of the 

predicted model. The effects of variables on fumaric 

acid production in a given range were detected. The 

estimated effects of individual variables on fumaric 

acid production are given in Fig. 3. The concentrations 

of ammonium sulfate, hydrolysate sugar, and 

incubation time had a negative influence, indicating 

that these parameters can be operated at lower levels to 

 

 
 

Fig. 2 — Phylogenetic tree expressing the relationships of 

identified isolate with references 
 

 

Table 2 — Plackett and Burman design matrix and the responses (fumaric acid yields) 

Run SCT Hydrolysate 

sugar (g/L) 
(NH₄)₂SO₄ 

(g/L) 

Urea 

(g/L) 

YE 

(g/L) 

CaCO3 

(g/L) 

pH Inoculum 

(bits) 

Time 

(Days) 

CSL 

(mL/L) 

Mg SO4 

(g/L) 

Zn SO4 

(mg/L) 

Fumaric acid 

(mg/mL) 

2 60 2 0 0.5 50 6 5 5 5 0.5 5 0.34 

12 60 1 0.2 0.5 20 6 10 7 5 0.2 5 0.32 

10 30 2 0 0.5 50 6 10 7 10 0.2 5 0.05 

7 30 1 0.2 0 50 6 5 7 10 0.5 5 0.65 

9 30 1 0 0.5 20 6 10 5 10 0.5 20 1.15 

8 60 1 0 0 50 6 10 7 5 0.5 20 2.22 

5 60 2 0 0 20 6 5 7 10 0.2 20 0.49 

3 60 2 0.2 0 20 6 10 5 10 0.5 5 0.21 

1 30 2 0.2 0.5 20 6 5 7 5 0.5 20 0.00 

11 60 1 0.2 0.5 50 6 5 5 10 0.2 20 0.28 

4 30 1 0 0 20 6 5 5 5 0.2 5 2.47 

6 30 2 0.2 0 50 6 10 5 5 0.2 20 0.27 
 

 

 
 

Fig. 3 — Effect of process parameters on fumaric acid production 

by Rhizopus oryzae 
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improve productivity. The concentrations of ZnSO4, 

yeast extract, and CaCO3 had a positive influence on 

fumaric acid production. The parameters with 

significant effects were ammonium sulfate and corn 

steep liquor with confidence levels above 95%. 
 

The cost of the fermentation medium is a key factor 

for the commercialization of fumaric acid production, 

and the use of low cost media is the major focus of many 

researchers. The present study investigated the potential 

of sugar cane trash hydrolysate as a carbon source for 

fumaric acid production. Even though fumaric acid 

production observed in sugarcane trash hydrolysate, the 

high concentration negatively affects the production and 

the low concentration selected for further experiments. 

The studies conducted using corn straw hydrolysate 

showed a significant reduction in fumaric acid 

production with high concentrations of glucose21. 

Nitrogen concentration is another major factor 

determining the fermentative production of fumaric acid. 

Ammonium sulfate is the most commonly used inorganic 

nitrogen source used for fumaric acid22. Although the 

ammonium sulfate is the most commonly used nitrogen 

source, the ammonium sulfate in this study yielded low 

concentrations of fumaric acid and a similar result 

observed in the previous report23. The organic source of 

nitrogen is another option and has some advantages over 

inorganic nitrogen sources. The studies conducted by 

Kang et al.23 reported that organic nitrogen source is 

more effective than inorganic nitrogen sources for 

fumaric acid production. The different organic nitrogen 

sources and their concentration have different potential 

for fumaric acid production. Some studies also reported 

the combination of organic and inorganic nitrogen 

sources provided better fumaric acid yield than single 

sources. The present study also reported the positive 

influence of organic nitrogen source, CSL, in the 

production of fumaric acid. The nitrogen content in the 

CSL is comparable to yeast extract, while the major 

advantage is the low cost compared to other organic 

nitrogen sources24. Since nitrogen is the second-largest 

component in the fermentation medium, cheap nitrogen 

sources like CSL can significantly reduce the cost of 

production of fumaric acid.  
 

Optimization of process variables using RSM 

Based on the results from Plackett–Burman design 

experiments, the ammonium sulfate concentration and 

the concentration of corn steep liquor were selected for 

further optimization. Since high SCT hydrolysate 

concentration showed a negative effect on fumaric acid 

production, it was also decided to optimize the levels 

of carbon source, sugarcane trash (SCT) hydrolysate, 

in the medium. The two variables with a confidence 

level above 95% and hydrolysate concentration were 

optimized, and the concentration of other media 

components was kept at the levels as specified in 

published literature (Table 3). The data was analyzed 

and a second-order polynomial equation was derived 

as follows: 
 

𝑌 = 1.46 − 1.87𝐴 − 0.64𝐵 − 0.22𝐶 + 0.63𝐴𝐵 + 0.29𝐴𝐶
+ 0.12𝐵𝐶 + 0.95𝐴2 − 0.39𝐵2 − 0.043𝐶2 

 

where the predicted response is Y, and concentrations 

of hydrolysate (sugar), ammonium sulfate and corn 

steep liquor (CSL) are represented as A, B and C, 

respectively. Adequacy of the model tested using 

Design -Expert software (Table 4). The significance of 

the model was evident from the F value of 31.3 and a 

p-value lower than 0.05. The correlation coefficients 

(R2) were 0.98, which indicated a better correlation in 

this study. Table 4 gives the p-values, and more 

significant variables calculated from their lower p-values. 

In the present study, hydrolysate and ammonium sulfate 

(A and B) predicted as significant model parameters. The 

interaction between hydrolysate concentration and the 

ammonium sulfate concentration was significant. The 

interaction of variables and its optimum levels for 

maximum fumaric acid production evaluated from the 

response surface curves analysis (Fig. 4). 

 

Table 3 — Box-Behnken experiment design matrix with responses 

for different trials 

 

Run 

Order 

F1 

(%) 

F2 

(g/L) 

F3 

(g/L) 

R1 

(g/L) 

R2 

(g/L) 

R3 

(g/L) 

 

1 7.5 0.5 4 1.24 16.56 26.16  

2 7.5 1 1 0.57 20.47 16.14  

3 10 1 2.5 0.10 20.89 32.93  

4 7.5 0.5 1 1.85 15.42 28.41  

5 5 0.75 4 3.78 15.98 0.90  

6 5 0.75 1 4.88 16.74 0.90  

7 7.5 0.75 2.5 1.55 25.00 21.48  

8 7.5 0.75 2.5 1.87 20.96 29.05  

9 10 0.5 2.5 0.37 20.40 40.39  

10 10 0.75 4 0.45 22.28 37.17  

11 7.5 0.75 2.5 1.84 16.81 20.10  

12 7.5 0.75 2.5 1.14 18.02 24.43  

13 5 0.5 2.5 5.19 16.22 0.90  

14 5 1 2.5 2.41 17.66 0.90  

15 7.5 1 4 0.45 19.41 7.90  

16 10 0.75 1 0.39 17.35 46.39  

17 7.5 0.75 2.5 0.89 17.43 11.40  

[F1-F3, (Factors 1-3= A: Hydrolysate; B: (NH4)2SO4; and C: CSL), 

respectively; and R1-R3, (Response 1-3= Fumaric acid production; 
Biomass; and Glucose left in the medium, respectively] 
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The data presented in Fig. 4A indicated a significant 

interaction between ammonium sulfate and 

hydrolysate concentration on fumaric acid (FA) 

production. At lower levels of hydrolysate, an increase 

in ammonium sulfate not showed any noticeable 

improvement of FA production while at higher 

hydrolysate concentration, an increase in ammonium 

sulfate had a deleterious effect on FA production. The 

best production of FA recorded at the lowest 

ammonium sulfate and the highest hydrolysate 

concentration tested. The interaction between 

hydrolysate and CSL concentration was not significant, 

though an increase in CSL resulted in a decreased FA 

yield (Fig. 4B). The interaction between the organic 

and inorganic nitrogen sources was also not significant 

though the increase in either of the nitrogen sources at 

any given concentration of the other resulted in a 

reduced FA yield (Fig. 4C). The results indicated for 

maintaining lower nitrogen content to carbon in the 

medium for efficient fumaric acid production. 
 

The C/N ratio has a prominent role in fumaric acid 

production as indicated by the above results and in both 

cases (Fig.4 A & B), a higher C/N ratio resulted in 

higher FA production. The C/N ratio has a significant 

role in the growth and production of various 

metabolites in microorganisms. The various 

researchers reported the crucial role of the C/N ratio for 

fumaric acid production and it was in a range of 120:1 

~ 200:1. It reported that C: N ratios of 120:1 and 150:1 

converted 60 and 70% of the carbon source to FA 

(w/w) in submerged fermentation25. A fumaric acid 

yield of 85% obtained from R. arrhizus in a glucose 

medium with a C: N ratio of 200:13. The influence of 

the C:N ratio on the FA production investigated in  

R. oryzae and the production was increased by 

decreasing the concentration of nitrogen source (urea) 

in the medium6. The present study also showed 

maximum production of FA under the higher C/N ratio 

in the medium. 

 

Table 4 — Analysis of variance for the response surface  

quadratic model 

Source Sum of 

Squares 

DF Mean 

Square 

F Value p value 

Model 37.79 9 4.2 31.3 <0.0001 

A-Hydrolysate 27.83 1 27.83 207.5 <0.0001 

B- (NH₄)₂SO₄ 3.29 1 3.29 24.5 0.002 

C-CSL 0.38 1 0.38 2.9 0.135 

AB 1.59 1 1.59 11.8 0.011 

AC 0.32 1 0.32 2.4 0.164 

BC 0.06 1 0.06 0.4 0.525 

A^2 3.84 1 3.84 28.6 0.001 

B^2 0.63 1 0.63 4.7 0.066 

C^2 0.01 1 0.01 0.1 0.818 

Residual 0.94 7 0.13 
  

Lack of Fit 0.19 3 0.06 0.3 0.799 

Pure Error 0.75 4 0.19 
  

Corrected Total 38.73 16 
   

 

 

 
 

Fig. 4 — Surface plots showing interactions of (A) ammonium 

sulfate and hydrolysate; (B) hydrolysate and CSL; and  

(C) ammonium sulfate and CSL concentration during fumaric acid 

production 
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Nitrogen source concentration was crucial for 

controlling the dynamic between the cell growth phase 

and fumaric acid production in a filamentous fungus. 

The studies conducted by Zhou et al.26 showed similar 

results, were nitrogen source regulates the fungal growth 

and acid production phase in the medium. The fumaric 

acid biosynthesis in filamentous fungus occurred 

through a reductive TCA pathway in the cytoplasm. The 

pyruvate carboxylate enzyme promotes an ATP 

dependent condensation pyruvic acid with CO2 to 

oxaloacetic acid. Oxaloacetate is converted to malate by 

malate dehydrogenase and malate to fumarate by 

fumarase in the cytosol27. The oxidative TCA cycle in 

mitochondria and rTCA cycle in cytoplasm compete for 

pyruvate formed in the glycolysis pathway. The stress is 

essential for acid production in filamentous fungus and 

under nitrogen limiting conditions; the cell cannot 

produce biomass from excess carbon source and switch 

to acid production28. The studies also showed that the 

nitrogen limitation is a key factor to induce cytosolic 

fumarase for FA production in R. oryzae6. When 

adequate nitrogen was present in the medium, carbon 

was initially consumed for biomass generation than FA 

production29. In fungal fermentation, when the nitrogen 

source is fully depleted, FA can be secreted into the 

medium19. Other studies have also revealed that under 

limited nitrogen conditions, fungi such as Rhizopus sp. 

can accumulate and secrete FA via cytosolic reductive 

TCA pathway30,31. This is evident in our correlation 

analyses that the FA yield did not indicate any 

noticeable correlation with biomass. However, it was 

observed that there is a correlation between FA 

production and glucose consumption (Fig. 5). Under a 

higher C/N ratio, after fungal growth, the additional 

glucose is channelized to acid production. 
 

Modern industrial fermentation production systems 

replace more expensive pure carbon sources by 

carbohydrate-rich low-cost substrates like molasses, 

dairy manure, and potato wastes. Lignocellulose is the 

most abundant biological material for a cheap carbon 

source in industrial fermentation. Only a few studies 

are reported for FA production from lignocellulosic 

materials. Woiciechowski et al.32 reported the FA 

production using hydrolysate obtained from wood 

chips after the steam explosion. The maximum 

production of FA from the best producer, R. arrhizus 

16179, was around 5.085 g/L and FA yield of 0.31 g/g 

was obtained with manure fibre hydrolysate 

supplemented with glucose33. Xu et al.21 reported an 

FA yield of 0.35 g/g with processed corn straw.  

The highest yield of FA (0.44 g/g) was reported  

when wood hydrolysate of Eucalyptus globules  

was used as a substrate for production34. Fumaric  

acid production using lignocellulose carbon sources  

is shown in Table 5. 

 

Conclusion 

Microbial fumaric acid production was first noted at 

the beginning of the twentieth century and continues to 

be an interesting field of research due to the expanding 

application of fumaric acid and its derivatives. Fumaric 

acid production was significantly improved by 

screening for high-producing microbial strains and the 

development of efficient bioprocesses. However, the 

fermentation processes remain unable to compete 

economically with the chemical methods, and recent 

research has involved in the selection of raw materials 

and the development of processes for reducing the cost 

of production. The ability of microorganisms to utilize 

 

 
 

Fig.5 — Graph showing correlation between glucose consumption, 

biomass accumulation and fumaric acid production 

 

Table 5 — Fumaric acid production using different lignocellulosic carbon sources 

Substrate Strain Fermentation Yield Reference 

Wood chips Rhizopus arrhizus Shake flask 5.08 g/L 32 

Cassava bagasse R. formosa MUCL 28422 Shake flask (32°C, 200 rpm) 21.3 g/L 8 

Diary manure  R. oryzae ATCC 20344 Stirred tank (30°C, 200 rpm, 4 days) 31.0 g/L 33 

Corn straw R. oryzae ME-F12 (mutant) Shake flask (35°C, 200 rpm,96 h) 27.7 g/L 21 

Eucalyptus globules wood hydrolysate  R. arrhizus DSM 5772 Shake flask (31°C,200 rpm, 32 h) 9.6 g/L 34 

Alkali-pretreated corncob (APC) R. oryzae Shake flask, SSF (38°C, 220 rpm, 60 h) 19.1 g/L 35 
Sugarcane trash hydrolysate R. oryzae NIIST 1 Shake flask (30°C, 200 rpm, 5 days)  5.2 g/L Present study 
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lignocellulose-derived carbon source opens the 

possibility of a cost-effective medium for fumaric acid 

production. The present study reveals the potential of 

SCT hydrolysate as a carbon source for the production 

of fumaric acid (FA) by R. oryzae. Maximum 

concentration (5.2 g/L) of FA was reported in a 

medium containing sugarcane trash hydrolysate (with 

5.0% glucose), 0.50 g/L of (NH4)2SO4, 2.50 mL/L of 

CSL, 5.0 g/L of CaCO3, 1.0 g/L of KH2PO4, 1.0 g/L of 

MgSO4, 30 mg/L of ZnSO4 with a pH of 5.5 at 30°C, 

200 rpm and an incubation period of 5 days. Response 

surface analyses of the interaction of parameters 

indicated the importance of the C/N ratio and the need 

to keep it high (i.e., low nitrogen levels). So far, 

sugarcane trash hydrolysate has not been exploited for 

fumaric acid production. The results of the study 

suggested that sugarcane trash hydrolysate could be a 

cheap carbon source for fumaric acid fermentation. 

The novel fermentation strategies are also essential to 

scale up microbial fumaric acid production at an 

industrial scale. Solid-state fermentation is an 

unexploited area for fumaric acid production and offers 

higher productivity over submerged fermentation. The 

fungal immobilization enhanced production of fumaric 

acid from Rhizopus sp. and novel immobilized 

bioreactor systems can support the scale-up of fumaric 

acid production with low-cost production medium. 

 

Acknowledgment 

The first author AA and author AKM acknowledge 

KSCSTE and KSCSTE-KBC, respectively for post-

doctoral fellowship; while ARSR, CSIR for JRF. 

Author RS acknowledges DST for sponsoring DST 

WOS-B scheme.  

 

Conflict of Interest 

Authors declare no conflict of interests. 

 

References 
1 Sauer M, Porro D, Mattanovich D & Branduardi P, Microbial 

production of organic acids: Expanding the markets. Trends 

Biotechnol, 26 (2008) 100. 

2 Werpy T & Petersen G, Top value added chemicals from 

biomass: volume 1- results of screening for potential 

candidates from sugars and synthesis Gas. US Department of 

Energy Report no. DOE/GO-102004- 1992, US Department 

of Energy, 2004. 

3 Engel CAR, Straathof AJ, Zijlmans TW, van Gulik WM & 

van der Wielen LA, Fumaric acid production by fermentation. 

Appl Microbiol Biotechnol, 78 (2008) 379. 

4 Tsao GT, Cao NJ, Du J & Gong CS, Production of 

multifunctional organic acids from renewable resources. In: 

Advances in Biochemical Engineering (Ed. T Scheper; 

Springer-Verlag, Berlin), 1999, 243. 

5 Lohbeck K, Haferkorn H, Fuhrmann W & Fedtke N, Maleic 

and fumaric Acids. Ullmann’s Encyclopedia of Industrial 

Chemistry, Vol. A16. (Ed. VCH, Weinheim, Germany), 1990, 

53. 

6 Ding Y, Li S, Dou C, Yu & Huang H, Production of fumaric 

acid by Rhizopus oryzae: role of carbon-nitrogen ratio.  

Appl Biochem Biotechnol, 164 (2011) 1461. 

7 Foster JW, Carson SF, Anthony DS, Davis JB, Jefferson WE 

& Long MV, Aerobic formation of fumaric acid in the mold 

Rhizopus nigricans — synthesis by direct C-2 condensation. 

Proc Natl Acad Sci USA, 35(1949) 663. 

8 Carta FS, Soccol CR, Ramos LP & Fontana JD, Production of 

fumaric acid by fermentation of enzymatic hydrolysates derived 

from cassava bagasse. Bioresour Technol, 68 (1999) 23. 

9 Liao W, Liu Y & Chen S, Studying pellet formation of a 

filamentous fungus Rhizopus oryzae to enhance organic acid 

production. Appl Biochem Biotechnol, 137 (2007) 689. 

10 Cao NJ, Du JX, Gong CS & Tsao GT, Simultaneous 

production and recovery of fumaric acid from immobilized 

Rhizopus oryzae with a rotary biofilm contactor and an 

adsorption column. Appl Environ Microb, 62 (1996) 2926. 

11 Martin-Dominguez V, Estevez J, Ojembarrena F, Santos V  

& Ladero M, Fumaric acid production: a biorefinery 

perspective. Fermentation, 4 (2018) 33. 

12 Yang ST, Bioprocessing — from biotechnology to 

biorefinery. In: Bioprocessing for Value-Added Products from 

Renewable Resources — New Technologies and Applications 

(Ed. Yang ST; Elsevier, New York), 2007 1.  

13 Tamura K, Dudley J, Nei M & Kumar S, MEGA4: Molecular 

evolutionary genetics analysis (MEGA) software version 4.0. 

Mol Biol Evol, 24 (2007)1596. 

14 Plackett RL & Burman JP, The design of optimum 

multifactorial experiments. Biometrika, 33(1946) 305. 

15 Box GEP & Behnhen DW, Some new three level designs for 

the study of quantitative variables. Technometrics, 2 (1960) 455. 

16 Jones DL, Organic acids in the rhizosphere — a critical 

review. Plant Soil, 205 (1998) 25. 

17 Jiménez-Quero A, Pollet E, Zhao M, Marchioni E, Averous L 

& Phalip V, Fungal fermentation of lignocellulosic biomass 

for itaconic and fumaric acid production. J Microbiol 

Biotechnol, 27 (2017) 1. 

18 Foster JW & Waksman SA, The production of fumaric acid 

by molds belonging to the genus Rhizopus. J Am Chem Soc, 

61 (1938) 127. 

19 Goldberg I, Rokem JS & Pines O, Organic acids: Old 

metabolites, new themes. J Chem Technol Biotechnol, 81 

(2006) 1601. 

20 Zhang K, Zhang B & Yang ST, Production of citric, itaconic, 

fumaric, and malic acids in filamentous fungal fermentation. 

In: Bioprocessing technologies in biorefinery for sustainable 

production of fuels, chemicals, and polymers (Ed. Yang ST, 

El-Enshasy HA & Thongchul N; John Wiley & Sons Inc, 

Hoboken, NJ, USA), 2013, 375. 

21 Xu Q, Li S, Fu Y, Tai C & Huang H, Two-stage utilization of 

corn straw by Rhizopus oryzae for fumaric acid production. 

Bioresour Technol, 101 (2010) 6262. 

22 Petruccioli M & Angiani E, Fumaric acid production by 

Rhizopus arrhizus immobilized in different carriers. Ann 

Microbiol Enzymol, 45 (1995) 119. 



INDIAN J EXP BIOL, AUGUST 2020 

 

 

556 

23 Kang SW, Lee H, Kim D, Lee D, Kim S, Chun GT, Lee J, Kim 

SW, Park C, Strain development and medium optimization for 

fumaric acid production. Biotechnol Bioprocess Eng, 15 

(2010) 761. 

24 Lawford HG & Rousseau JD, Corn steep liquor as a cost-

effective nutrition adjunct in high-performance Zymomonas 

ethanol fermentations. Appl Biochem Biotech, 63-65  

(1997) 287. 

25 Magnuson J & Lasure LL, Organic acid production by 

filamentous fungi. In: Advances in Fungal Biotechnology for 

Industry, Agriculture, and Medicine (Ed. Lang J & Lang L; 

Kluwer Academic/Plenum Publishers, New York), 2004, 307. 

26 Zhou Y, Du J & Tsao GT, Comparison of fumaric acid 

production by Rhizopus oryzae using different neutralizing 

agents. Biopro Biosyst Eng, 25 (2002) 179. 

27 Osmani SA & Scrutton MC, The sub-cellular localization and 

regulatory properties of pyruvate carboxylase from Rhizopus 

arrhizus. Eur J Biochem, 147 (1985) 119. 

28 Peleg Y, Battat E, Scrutton MC & Goldberg I, Isoenzyme 

pattern and subcellular localization of enzymes involved in 

fumaric acid accumulation by Rhizopus oryzae. Appl 

Microbiol Biotechnol, 32 (1989) 334. 

29 Bulut S, Elibol M & Ozer D, Optimization of  

process parameters and culture medium for L-(+)-lactic  

acid production by Rhizopus oryzae. J Chem Eng Jpn,  

42 (2009) 589. 

30 Ferreira JA, Lennartsson PR, Edebo L & Taherzadeh MJ, 

Zygomycetes-based biorefinery: present status and future 

prospects. Bioresour Technol, 135 (2013) 523. 

31 Gu C, Zhou Y, Liu L, Tan T & Deng L, Production of fumaric 

acid by immobilized Rhizopus arrhizus on net. Bioresour 

Technol, 131 (2013) 301. 

32 Woiciechowski AL, Soccol CR, Ramos LP & Affonso LF, 

Screening of several Rhizopus strains to produce fumaric acid 

by biological conversion of hemicellulosic hydrolysates 

obtained by steam explosion. In: Proceedings V Simpósio de 

Hidrólise Enzimática de Biomassa. (Universidade Estadual de 

Maringá, Maringá, Brasil) 2001. 

33 Liao W, Liu Y, Frear C & Chen S, Co-production of fumaric 

acid and chitin from a nitrogen-rich lignocellulosic material—

dairy manure—using a pelletized filamentous fungus 

Rhizopus oryzae ATCC 20344. Bioresour Technol, 99 (2008) 

5859. 

34 Rodriguez-Lopez J, Sanchez AJ, Gomez DM, Romani A & 

Parajo JC, Fermentative production of fumaric acid from 

Eucalyptus globulus wood hydrolyzates. J Chem Technol 

Biotechnol, 87 (2012) 1036. 

35 Li X, Zhou J, Ouyang SP, Ouyang J & Yong Q, Fumaric acid 

production from alkali-pretreated corncob by fed-batch 

simultaneous saccharification and fermentation combined 

with separated hydrolysis and fermentation at high solids 

loading. Appl Biochem Biotechnol, 181 (2017) 573. 

 

 

http://www.sciencedirect.com/science/article/pii/S0960852412020068
http://www.sciencedirect.com/science/article/pii/S0960852412020068
http://www.sciencedirect.com/science/article/pii/S0960852412020068
http://www.sciencedirect.com/science/article/pii/S0960852412020068
http://www.sciencedirect.com/science/article/pii/S0960852412020068

