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 13 

ABSTRACT   14 

Bioconversion of derived-biodiesel glycerol into 2,3-butanediol has received recently much 15 

attention due to its increasing surplus. It is widely used as bulk chemical for several industrial 16 

applications. The influence of initial glycerol concentration on 2,3-butanediol production in 17 

batch runs has been studied. A concentration higher than 140 g/L produces an inhibitory effect 18 

on the final 2,3-butanediol concentration as well as on  its production rate. In batch operation 19 

mode, the best yield was obtained employing 140 g/L as initial glycerol concentration, being 20 

71% respect to the theoretical maximum yield (Based on these results, fed-batch operation mode 21 

was carried out to improve 2,3-butanediol production. The titre of 2,3-butanediol was 90.5 g/L 22 

employing pure glycerol as carbon source and 80.5 g/L employing  raw glycerol. The 23 

2,3-butanediol yield  was also improved through the fed-batch operation (90 % respect to the 24 

theoretical maximum yield). To date, this concentration is the highest produced amount 25 

employing as biocatalyst a non-pathogenic bacterium (level 1).  26 

KEYWORDS   27 

Biorefinery; Raoultella terrigena; 2,3-butanediol; Raw glycerol. 28 

• HIGHLIGHTSHigh 2,3-butanediol concentration was achieved employing a class 1 29 

microorganism.  30 

• Initial substrate inhibition has been described in batch experiments. 31 

• Yield respect to the theoretical maximum yield reaches 90 %. 32 

• Fed-batch run employing pure glycerol leads to 90.5 g/L of 2,3-butanediol.  33 

34 
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 35 

1 INTRODUCTION 36 

Nowadays, the progressive exhaustion of the non-renewable petroleum sources has triggered an 37 

energy worldwide crisis. Besides the search for new sustainable fuels, the development of 38 

alternative synthesis routes of bulk chemical is required to complement or substitute the 39 

conventional petrochemical ones. In this sense, the advances in the biotechnological industry 40 

involve a great contribution in this field (Wilke et al. 2004). 41 

2,3-butanediol (2,3-BD) is an interesting commodity chemicals with a large number of 42 

industrial applications, as a feedstock for rubber, plastic, and solvents production processes. 2,3-43 

BD dehydration reaction is used to produce methyl ethyl ketone, which is employed as an 44 

effective fuel additive and as a solvent for resins and lacquers. In addition, 2,3-BD is used as 45 

antifreeze agent and as octane booster for fuels (Celinska and Grajek 2009; Villet et al. 1981). 46 

During the last decade, many authors have been focusing on the search for renewable carbon 47 

sources based on industrial wastes to produce 2,3-BD by biotechnological routes. The latest 48 

published studies have been summarized in Table 1. Most of the studied feedstock proceed from 49 

agricultural and food industry wastes, whose composition is variable and sometimes includes 50 

inhibitory compounds (Palmqvist et al. 2000). To date, the highest 2,3-BD concentration has 51 

been reached employing sugar molasses as feedstock. Glucose is the main sugar in this waste, 52 

which is, usually, the preferred carbon source fastly uptaken and metabolized by several 53 

bacteria (Martinez-Gomez et al. 2012). Although glycerol is an energy-poor carbon source, a 54 

number of microorganisms are able also to grow on glycerol as sole carbon source, and 55 

metabolize it by means of both oxidative and reductive pathways (Da Silva et al. 2009). 56 

In the framework of circular economy, raw glycerol, the waste derived from the biodiesel 57 

production, stands out as a promising alternative carbon source for fermentation bioprocesses. 58 

The increase of biodiesel demand according to European policies, such as the Directives 59 

2003/30/EC and 2009/27/EC, has caused a large surplus of raw glycerol. As a result, the drastic 60 
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fall of its price and the presence of impurities make the conventional glycerol applications 61 

related to pharmaceutical, food and cosmetic industries not enough to cope with glycerol 62 

production (Gerpen 2005; Pagliaro et al. 2007; Santibañez et al. 2011).  63 

In order to establish an industrial-scale bioprocess, safety is the key aspect. Non-pathogenic 64 

microorganisms belonging to risk group 1 are the most desirable biocatalysts. To date, the best 65 

2,3-BD producer biocatalysts belong to risk group 2 (Klebsiella pneumonia and K. oxytoca), 66 

(Cho et al. 2015; Petrov and Petrova, 2010). Recently, Raoultella terrigena CECT 4519 has 67 

been reported as a promising biocatalyst of the bioconversion process of raw glycerol into 68 

2,3-BD, which accomplishes the safety requirements (Ripoll et al. 2016). According to the 69 

available information, this bacterial strain belongs to biosafety level 1 (BacDive, CECT). 70 

Therefore, it is considered as non-pathogenic biocatalyst.  71 

The aim of the present work is to study 2,3-BD production by means of glycerol bioconversion 72 

employing R. terrigena CECT 4519 as biocatalyst. To reach this goal, the influence of initial 73 

glycerol concentration on 2,3-BD production in batch experiments has been studied. Based on 74 

the obtained results, different profiles for glycerol addition in fed-batch experiments were 75 

carried out to enhance the 2,3-BD titre. In addition, a study regarding the use of industrial raw 76 

glycerol as sole carbon source has been also performed. 77 

2 MATERIALS AND METHODS 78 

2.1 Microorganism and inoculum procedure 79 

In the present work, R. terrigena CECT 4519 has been employed as biocatalyst. The ability of 80 

this strain to produce 2,3-butanediol had been previously reported (Ripoll et al. 2010). Strain 81 

maintenance and inoculum growth were carried out based on the established protocols 82 

previously published (Ripoll et al. 2010; Rodriguez et al. 2017). Cells were stored at -80 ºC in a 83 

glycerol-saline serum solution (50:50 % w/w). Two growth steps were required to ensure a 84 

reproducible inoculum from the stored cellular stock. Both growth phases were carried out in 85 

250-mL unbaffled shaken flask with 50 mL of working volume, operating at 30 ºC and 210 rpm 86 
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in an orbital shaker. The duration of each step was 14 h and 4 h, respectively. The initial dry 87 

biomass concentration was 0.1 g/L in both cases. 88 

2.2 2,3-butanediol production experiments 89 

Batch and fed-batch fermentations were carried out in a 3-L Biostat® B-Plus (Sartorius AG 90 

Germany) with a working volume of 2-L. The employed bioreactor configuration consisted of a 91 

stirred unbaffled cylindrical tank. Medium composition was formulated employing the 92 

following amount (per litre of deionized water):  2 g of NH4Cl, 6 g of KH2PO4, 12 g of 93 

Na2HPO4, 1 g of NaCl, 0.246 g of MgSO4·7H2O2, 0.011 g of CaCl2 and 1.5 g of yeast extract. 94 

Different initial glycerol concentration between 35 and 210 g/L were used, employing pure 95 

glycerol (Panreac, ref. 151339) as well as industrial raw glycerol. Raw glycerol has been 96 

provided by a Spanish biodiesel manufacture plant. Raw glycerol samples contented glycerol 97 

(from 55 to 85 % w/w), chloride salts (from 17.3 to 56.6 g/L), phosphate salts (from 2.54 to 98 

6.14 g/L), and a low amount of methanol (∼0.06 % w/w). 99 

At the beginning of each experiment, 10 % v/v of inoculum were added to reach an initial 100 

biomass concentration of 0.25 g/L. Operational conditions were set according to earlier results 101 

(Ripoll et al. 2010; Rodriguez et al. 2017). Operational temperature and stirring speed were set 102 

at 30 ºC and 400 r.p.m., respectively. Airflow rate was fixed at 1.5 v.v.m. Initial pH was 7.0 and 103 

it was not controlled until it reached a value of 5.5 during the fermentation. From that moment 104 

on, pH was controlled at 5.5 employing acid and basic solutions (HCl 2M and NaOH 2M). 105 

Broth samples were collected during the experiment in order to determine the evolution of the 106 

fermentation (biomass and metabolite concentrations).  107 

Batch runs were carried out employing initial glycerol concentration between 35 and 210 g/L. 108 

Fed-batch experiments were carried out at the same operational conditions as batch runs 109 

(temperature, stirring speed, airflow rate, pH profile and initial biomass concentration). 110 

Different feeding profiles were performed by means of a pulse of 200 mL of a concentrated 111 
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solution of glycerol, dissolved in the culture medium, supplied into the bioreactor. Before the 112 

introduction of the pulse, 200 mL of the broth were removed from the vessel.  113 

2.3 Analytical methods 114 

The evolution of the biomass concentration was determined by means of the measure of the 115 

optical density at 600 nm (Shimadzu UV-visible spectrophotometer UV-1603). The cell dry 116 

mass concentration (CDM) was related proportionally to the optical density (OD) of the broth at 117 

600 nm, according to the following equation: 118 

CDM (g/L) =1.616·OD600  (1) 119 

The consumption of glycerol and the production of the metabolites (acetate, lactate, 2,3-BD, 120 

acetoin and ethanol) were quantified by a HPLC technique, using a Rezex RHM-121 

Monosaccharide H+ (8 %) column (300×7.8 mm, Phenomenex), and both refractive index and 122 

diode array detectors (Agilent Technologies, 1100 Series). Broth samples were previously 123 

centrifuged (14000g; 10 min) in order to remove the cells. The employed mobile phase was 124 

H2SO4 (0.01M) flowing at 0.6 mL/min. Column temperature was set at 65 °C, while refractive 125 

index detector operated at 55 °C.  126 

2,3-BD is an organic alcohol with three different isoforms (meso-2,3-butanediol, (R, R)-2,3-127 

butanediol and, (S, S)-2,3-butanediol). The analytical technique employed does not afford for 128 

quantify independently each stereoisomer. Therefore, 2,3-BD concentration corresponds to the 129 

total product concentration (meso-2,3-butanediol + (R, R)-2,3-butanediol + (S, S)-2,3-130 

butanediol). 131 

3 RESULTS AND DISCUSSION 132 

3.1 Influence of initial glycerol concentration on 2,3-butanediol production 133 

In order to determine the influence of initial carbon source on the bioprocess, 6 batch 134 

experiments were carried out employing different initial pure glycerol concentration (35, 80, 135 

110, 140, 190, and 210 g/L).   136 
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For each run, the final broth composition has been summarized in Table 2. According to the 137 

results, 2,3-BD is the main fermentation product independently of the initial substrate amount. 138 

This fact shows that the selected operational conditions are favourable to address metabolism 139 

pathways to 2,3-BD production (Ripoll et al. 2010; Rodriguez et al. 2017). 140 

The final broth composition affects not only to the achieved concentration of the target product, 141 

but also to the distribution of products and by-products. Broth composition plays an important 142 

role in the economic viability of the process due to the high cost of downstream operations (Ji et 143 

al. 2011). In this study, the biotransformation takes place under a great selectivity to the 2,3-BD. 144 

On the other hand, organic acids and ethanol concentrations are negligible in comparison to the 145 

ones of the diol and its precursor compound in the pathway, acetoin. This is considered as an 146 

important advantage to develop the bioprocess at industrial scale.   147 

The evolution of biomass, glycerol and 2,3-BD concentrations are shown in Figure 1 (A)-(B)-148 

(C) respectively. In this Figure it can be observed that the initial glycerol concentration has a 149 

deep effect on biocatalyst growth, substrate consumption, and diol production. Regarding the 150 

microbial growth (Figure 1A), the initial glycerol concentration affects not only to the specific 151 

growth rate but also the maximal biomass concentration reached. There is a clear substrate 152 

inhibition on the growth for initial glycerol concentration higher than 110 g/L. However, the 153 

results dealing with glycerol consumption (Figure 1B) showed that the substrate inhibition is 154 

more pronounced for higher initial glycerol concentration higher than 140 g/L. Figure 1C shows 155 

that for initial glycerol concentration lower than 140 g/L, 2,3-BD production rate seems to be 156 

independently of the substrate concentration. As it can be expected, the final 2,3-BD 157 

concentration depends on the initial amount of substrate, but, due to substrate inhibition, 50 g/L 158 

is the maximal 2,3-BD concentration reached in batch experiments. Substrate inhibition is also 159 

showed in productivity and yield values (Table 2 and Figure 2). Maximal values for both 160 

variables are obtained in the range of glycerol concentration between 110 and 140 g/L.   161 
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The substrate inhibition in the production of 2,3-BD employing glucose as carbon source has 162 

been reported by other authors (Jurchescu et al. 2013; Kim et al. 2016). Nevertheless, this 163 

phenomenon has not previously described for the glycerol metabolism. Fed-batch operation is 164 

recommended in order to avoid substrate inhibition and increase the concentration of the target 165 

product,. In this way, the conclusions of the batch fermentations are the key for developing a 166 

successful fed-batch fermentation. Glycerol consumption and 2,3-BD production rates are 167 

directly relating to the slope of the evolution of glycerol and 2,3-BD concentration. The 168 

influence of the increase of the initial substrate concentration on glycerol consumption and diol 169 

production rates are shown in Figure 2A. The trends observed for these parameters follow the 170 

behaviour previously described. Both rates remain almost constant (1.15 g/L·h and 0.45 g/L·h, 171 

respectively) whereas  glycerol concentration is lower than 125 g/L. The substrate inhibition is 172 

more pronounced for substrate consumption rate than for 2,3-BD production rate.  173 

The 2,3-BD yield is expressed as the ratio between the yield (2,3-BD concentration / initial 174 

glycerol concentration) and the theoretical maximum yield, which is calculated applying the 175 

electron balance (Doran, 2013). The value of the theoretical maximum yield of 2,3-BD from 176 

glycerol is 0.62 g/g. The influence of initial glycerol concentration on 2,3-BD yield respect to 177 

the maximum theoretical yield is shown in Figure 2B. According to the results, the yield ratio 178 

reaches a maximum value around70 % for glycerol concentration between 100 and 140 g/L.  179 

Based on these results, 140 g/L is established as the maximum glycerol concentration in broth 180 

during the fermentation,. This concentration will be assumed as a biological constriction for the 181 

development of the bioprocess in fed-batch operational mode.  182 

3.2 2,3-butanediol production enhancement by means of a fed-batch strategy 183 

In order to increase the final 2,3-BD concentration, different fed-batch experiments were carried 184 

out according to the conclusions from the batch runs. Firstly, an experiment employing pure 185 

glycerol with a feeding profile of 100 g/L as initial concentration and two subsequent pulses of 186 

60 g/L was performed. Both feeding pulses were supplied before the glycerol concentration in 187 
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the broth was lower than 30 g/L. The evolution of biomass and broth composition is shown in 188 

Figure 3A: glycerol consumption and 2,3-BD production rates remain constant during the first 6 189 

days of fermentation. From that moment, the microorganism metabolism seems to slow down 190 

and 2,3-BD concentration does not change any more. It could be due to the large time length 191 

needed for the fermentation. However, the total glycerol concentration employed in this run 192 

(190-200 g/L) yields a higher 2,3-BD concentration (93.3 g/L) compared to the results in batch 193 

mode (29.85 g/L) from the same glycerol concentration.  194 

Right afterwards, a new glycerol feeding profile was proposed in order to achieve the complete 195 

glycerol consumption. In this case, the initial glycerol concentration was 60 g/L and several 196 

pulses (5) of 30 g/L were carried out. The results are shown in Figure 3B. In this case, glycerol 197 

is complete exhausted at 180 h. At that point, the final broth composition is formed mainly by 198 

2,3-BD, acetoin and biomass. Similar 2,3-BD concentration is achieved (90.5 g/L) with a 199 

constant rate during the fermentation (0.52 g/L·h).  200 

Finally, biodiesel-derived raw glycerol was employed as sole carbon source in order to produce 201 

2,3-BD by means of a fed-batch mode operation. The feeding profile employed was similar to 202 

that one used for the best results for pure glycerol (initial glycerol concentration of 60 g/L and 5 203 

pulses of 30 g/L). The results are shown in Figure 3C. Similar trends are observed for the 204 

evolution of glycerol and the fermentation metabolites. For raw glycerol, the complete 205 

consumption of the carbon source lasts 200 h. 2,3-BD production taken place with a constant 206 

rate of 0.40 g/L·h. This rate is slower than the rate for the pure substrate. However, industrial 207 

waste has been employed as only carbon source. Therefore, the obtained results are also quite 208 

interesting since the point of view of increase the value of the waste as well as the overall profits 209 

in biodiesel industry. The reached 2,3-BD titre from raw glycerol is 80.5 g/L. 210 

Final broth composition in fed-batch runs is also included in table 2. It must be pointed out that 211 

both is principally composed by 2,3-BD and biomass at the end of fermentation. This is a main 212 

advantage for the recovery and purification of the product at industrial scale.   213 
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Regarding the 2,3-BD production from glycerol by means of a fed-batch fermentation, a 214 

comparison between our results and the previously published studies has been summarized in 215 

Table 3. Table 3 presents a summary of literature values of 2,3-BD concentration, yield and 216 

productivity along with values from this reported experimental work, discerning between 217 

researches that use pure and biodiesel-derived raw glycerol. It should be pointed out that, in the 218 

present work 2,3-BD yield reached 90 % respect to the maximal theoretic yield. Regarding these 219 

previously published results, the highest 2,3-BD concentrations produced from glycerol are 220 

achieved employing K. oxytoca as biocatalyst. This strain belongs to risk group 2, not 221 

recommended for industrial-scale fermentations. To date, the results presented in this paper 222 

show the highest 2,3-BD concentration employing glycerol as sole carbon source and a 223 

biocatalyst belonging to risk group 1.  224 

CONCLUSIONS  225 

2,3-butanediol production by means of R. terrigena is clearly affected by initial glycerol 226 

concentration. Substrate concentration presents an inhibitory effect not only on the final diol 227 

concentration but also on the production rate. The highest yield (68 %) and concentration (49.4 228 

g/L) in batch runs were achieved employing 140 g/L of pure glycerol. Different feeding 229 

strategies in fed-batch runs were carried out in order to avoid inhibition of the process. 230 

Successful 2,3-butanediol production results were obtained employing pure glycerol (final titre: 231 

90.5 g/L) as carbon source as well as raw glycerol (80.5 g/L).  232 

233 
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 234 

NOMENCLATURE 235 

AA   Acetic acid concentration (g/L) 236 

Ac   Acetoin concentration (g/L) 237 

CDM   Cell dry mass concentration (g/L) 238 

Et   Ethanol concentration (g/L) 239 

G   Glycerol concentration (g/L)  240 

GC   Consumed glycerol concentration (g/L) 241 

GT   Total fed glycerol concentration (g/L) 242 

G0   Initial glycerol concentration (g/L) 243 

LA   Lactic acid concentration (g/L) 244 

P   2,3-butanediol productivity (g/L·h) 245 

t   time (h) 246 

Y   2,3-butanediol yield respect to the maximal theoretic yield (%) 247 

2,3-BD   2,3-butanediol concentration (g/L) 248 

249 
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 250 

TABLE TITLES 251 

Table 1 Summary of published studies on 2,3-BD production employing different 252 

industrial wastes as renewables carbon source.  253 

Table 2 Broth composition at the end of the batch and fed-batch experiments  254 

Table 3  Summary of published studies on 2,3-BD production from pure and raw 255 

glycerol as sole carbon source using different strains in fed-batch mode 256 

operation.  257 

FIGURE CAPTIONS 258 

Figure 1 Influence of initial pure glycerol concentration on (A) R. terrigena growth, (B) 259 

glycerol consumption, and (C) 2,3-BD production. Symbols: runs dealing with 260 

different initial glycerol concentration:  ◼ 35 g/L; ⚫ 80 g/L;  110 g/L;  140 261 

g/L; ◆ 190 g/L, and  210 g/L. 262 

Figure 2 Influence of initial pure glycerol in batch fermentation (A) on 2,3-BD 263 

production rate and glycerol consumption rate (B) on 2,3-BD yield respect to 264 

the maximal theoretic yield. Symbols: Rate dealing with  ◼ glycerol 265 

consumption, ⚫ 2,3-butanediol production, and  yield respect to theoretical 266 

maximum yield.  267 

Figure 3 Evolution of biomass glycerol and metabolites concentration in fed-batch 268 

experiments employing (A) -(B) pure glycerol and (C) raw glycerol. Symbols: 269 

concentration of  glycerol; ◼ cell dry mass concentration; ◆ 2,3-butanediol; 270 

 acetoin;  lactic acid;  acetic acid, and ethanol. 271 

272 
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TABLES 274 



 

14 
 

Table 1 Summary of published studies on 2,3-BD production employing different industrial wastes as renewables carbon source. Risk class 275 

classification of the microorganisms was made according to the available information by the Spanish Culture Collection (www.cect.org) 276 

Substrate Microorganism Risk class 2,3-BD titre (g/L) Reference 

Jerusalem artichoke 

Klebsiella pneumoniae 2 80.5 Li et al. 2010 

Paenibacillus polymyxa 1 
67.9 

77.1 

Cao et al. 2017 

Gao et al. 2010 

Bacillus sp. 1 28.6 Park et al. 2017 

Sugarcane molasses 

Enterobacter aerogenes 2 
98.7 

140.0 

Jung et al. 2013 

Jung et al. 2015 

Klebsiella oxytoca 2 99.5 Dai et al. 2015 

Bacillus subtilis 1 17.4 Deshmukh et al. 2016 

Cheese whey powder Klebsiella pneumoniae 2 57.6 Guo et al. 2017 

Switchgrass biomass Klebsiella oxytoca 2 79.4 Guragain and Vadlani 2017 

Oil palm Enterbacter cloacae 2 7.7 Hazeena et al. 2017 

Lignocellulosic hydrolysates 
Enterobacter aerogenes 2 14.3 Joo et al. 2016 

Zymomonas mobilis 1 10.0 Yang et al. 2016 

Glycerol 

Enterbacter cloacae 2 41.4 Priya and Lal 2019 

Klebsiella pneumoniae 2 
11.0 

70.0 

Huang et al. 2013 

Petrov and Petrova 2009 

Klebsiella oxytoca 2 
131.5 

30.1 

Cho et al. 2015 

Yen et al. 2014 

Enterobacter aerogenes 2 32.0 Metsoviti at al. 2012 

Raoultella ornithinolytica 1 78.1 Kim et al. 2017 

Raoultella planticola 1 
30.8 

27.5 

Bustamante et al. 2019 

Ripoll et al. 2016 

Raoultella terrigena 1 
33.6 

80.5 

Ripoll et al. 2016 

This work 

Beet Molasses + Glycerol Bacillus amyloliquefaciens 1 
83.3 

102.3 

Yang at al. 2013 

Yang et al. 2015 

 277 
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 278 

Table 2  Broth composition at the end of the batch and fed-batch experiments  279 

 Glycerol Biomass 2,3-butanediol By-products 

Run Mode 
Time 

(h) 

Typ

e 

Initial  

(g/L) 

Final 

(g/L) 

CDM 

(g/L) 

Titre 

(g/L) 

P 

(g/L·h) 

Y  

(%) 

Ac  

(g/L) 

LA  

(g/L) 

AA  

(g/L) 

Et  

(g/L) 

1 Batch 25 Pure 34.88 ± 1.89   2.60 ± 0.43 11.52 ± 0.58  5.95 ± 0.82 0.24 30 0.57 ± 0.11 0 ± 0.01 0.37 ± 0.16 0.95 ± 0.20 

2 Batch 67 Pure 82.67 ± 3.12   2.27 ± 0.55 12.54 ± 0.79 22.01 ± 1.56 0.33 46 1.60 ± 0.33 0 ± 0.01 0.65 ± 0.21 2.94 ± 0.35 

3 Batch 92 
Pure 110.73 ± 

6.14 
 0 ± 0.01 13.84 ± 0.62 33.11 ± 2.41 0.36 64 3.35 ± 0.24 0 ± 0.01 0.52 ± 0.08 2.41 ± 0.42 

4 Batch 128 
Pure 142.97 ± 

5.95 
 12.43 ± 1.34 12.40 ± 0.81 49.42 ± 3.45 0.39 68 4.45 ± 0.08 0 ± 0.01 0.77 ± 0.17 0.88 ± 0.28 

5 Batch 128 
Pure 194.20 ± 

7.95 
135.58 ± 6.24 11.77 ± 0.59 29.85 ± 2.02 0.22 25 1.59 ± 0.12 0 ± 0.01 0.93 ± 0.14 0 ± 0.01 

6 Batch 128 
Pure 211.54 ± 

8.20 
174.55 ± 8.35  9.13 ± 0.46 21.79  ± 1.95 0.17 17 1.89 ± 0.24 0 ± 0.01 0 ± 0.01 0 ± 0.01 

7 Fed-batch 192 Pure 100+2·(60) 32.68 ± 3.95 17.89 ± 0.72 93.25 ± 4.65 0.49 96 8.30 ± 0.54 0 ± 0.01 1.23 ± 0.37 0.26 ± 0.08 

8 Fed-batch 175 Pure 60+5·(30) 0 ± 0.01 15.01 ± 0.89 90.50 ± 5.05 0.52 88 7.21 ± 0.14 0 ± 0.01 2.25 ± 0.31 0 ± 0.01 

9 Fed-batch 200 Raw 60+5·(30) 0 ± 0.01 13.65 ± 0.66 80.54 ± 3.95 0.40 90 10.83 ± 0.36 0 ± 0.01 0 ± 0.01 0.35 ± 0.06 

280 
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 281 

Table 3  Summary of published studies on 2,3-BD production from pure and raw glycerol as sole carbon source using different strains in fed-batch mode 282 
operation.  283 

Microorganism 
Risk 

group 
Glycerol 

GT 

(g/L) 

GC 

(g/L) 

2,3-BD 

(g/L) 

P 

(g/L·h) 

Y 

(%) 
Reference 

Klebsiella pneumoniae 2 Pure - 180 70.0 0.47 78 
Petrov and Petrova 

2010 

Klebsiella oxytoca 2 
Pure 310 297 115.0 1.01 82 

Cho et al. 2015 
Raw 345 300 131.5 0.84 90 

Bacillus amyloliquefaciens 1 Raw - 113 43.1 0.45 78 Yang et al. 2013 

Raoultella ornitholytica 1 Raw 200 175 78.1 0.87 72 Kim et al. 2017 

Raoultella terrigena 1 
Pure 210 210 90.5 0.52 88 

This work 
Raw 182 182 80.5 0.40 90 
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Figure 1 Influence of initial pure glycerol concentration on (A) R. terrigena growth, (B) 288 

glycerol consumption, and (C) 2,3-BD production. Symbols: runs dealing with 289 

different initial glycerol concentration:  ◼ 35 g/L; ⚫ 80 g/L;  110 g/L;  140 290 

g/L; ◆ 190 g/L, and  210 g/L. 291 
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Figure 2 Influence of initial pure glycerol in batch fermentation (A) on 2,3-BD 294 

production rate and glycerol consumption rate (B) on 2,3-BD yield respect to 295 

the maximal theoretic yield. Symbols: Rate dealing with  ◼ glycerol 296 

consumption, ⚫ 2,3-butanediol production, and  yield respect to theoretical 297 

maximum yield.  298 
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Figure 3 Evolution of biomass glycerol and metabolites concentration in fed-batch 302 

experiments employing (A) -(B) pure glycerol and (C) raw glycerol. Symbols: 303 

concentration of  glycerol; ◼ cell dry mass concentration; ◆ 2,3-butanediol; 304 

 acetoin;  lactic acid;  acetic acid, and ethanol. 305 

306 



 

20 
 

ACKNOWLEDGEMENTS 307 

This work was supported by the Ministerio de Economía, Industria y competitividad, Gobierno 308 

de España, under contract EUI2008-03600 and CTQ2010-11765-E. 309 

310 



 

21 
 

 311 

REFERENCES 312 

BacDive The bacterial diversity metadatabase. https://bacdive.dsmz.de. Accessed 28th Oct 313 

2019.  314 

Bustamante D, Segarra S, Montesinos A, Tortajada M, Ramón D, Rojas A (2019) Improved 315 

Raoultella planticola strains for the production of 2,3-butanediol from glycerol. Fermentation 5: 316 

11-21. doi: 0.3390/fermentation5010011 317 

Cao C, Zhang L, Gao J, Xu H, Xue F, Huang W, Li Y (2017) Research on the solid state 318 

fermentation of jerusalem artichoke pomace for producing R,R-2,3-Butanediol by Paenibacillus 319 

polymyxa ZJ-9. Appl Biochem Biotechnol 182: 687–696. doi: 10.1007/s12010-016-2354-7 320 

Celinska E, Grajek W (2009) Biotechnological production of 2,3-butanediol-current state and 321 

prospects. Biotechnol Adv 27: 715–725. doi: 10.1016/j.biotechadv.2009.05.002 322 

CECT Spanish Colletction of Type Culture. https://www.uv.es/uvweb/coleccion-espanola-323 

cultivos-tipo/es/coleccion-espanola-cultivos-tipo-1285872233521.html. Accesed 28th Oct 2019 324 

Cho S, Kim T, Woo HM, Kim Y, Lee J, Um Y (2015) High production of 2,3-butanediol from 325 

biodiesel-derived crude glycerol by metabolically engineered Klebsiella oxytoca M1. 326 

Biotechnol Biofuels 8: 146-158. doi: 10.1186/s13068-015-0336-6 327 

Da Silva GP, Mack M, Contiero J (2009) Glycerol: A promising and abundant carbon source for 328 

industrial microbiology. Biotech Adv 27: 30-39. doi: 10.1016/j.biotechadv.2008.07.006 329 

Dai JY, Zhao P, Cheng XL (2015) Enhanced Production of 2,3-Butanediol from Sugarcane 330 

Molasses. Appl Biochem Biotechnol 175(6): 3014-3024. doi: 10.1007/s12010-015-1481-x 331 

Deshmukh AN, Nipanikar-Gokhale P, Jain R (2016) Engineering of Bacillus subtilis for the 332 

production of 2,3-Butanediol from sugarcane molasses. Appl Biochem Biotechnol 179: 321–333 

331. doi: 10.1007/s12010-016-1996-9 334 

https://bacdive.dsmz.de/
https://www.uv.es/uvweb/coleccion-espanola-cultivos-tipo/es/coleccion-espanola-cultivos-tipo-1285872233521.html
https://www.uv.es/uvweb/coleccion-espanola-cultivos-tipo/es/coleccion-espanola-cultivos-tipo-1285872233521.html


 

22 
 

Doran PM (2013) Bioprocess Engineering Principles. 2nd Edition. Academic Press, London 335 

Gao J, Xu H, Li Q (2010) Optimization of medium for one-step fermentation of inulin extract 336 

from Jerusalem artichoke tubers using Paenibacillus polymyxa ZJ-9 to produce R, R-2,3-337 

butanediol. Bioresour Technol 101(18): 7076-7082. doi: 10.1016/j.biortech.2010.03.143 338 

Gerpen JV (2005) Biodiesel processing and production. Fuel Sci Technol 86: 1097-1107. doi: 339 

10.1016/j.fuproc.2004.11.005 340 

Guo X, Wang Y, Guo J, Wang Q, Zhang Y, Chen Y, Zhang C, Xiao D (2017) Efficient 341 

production of 2,3-butanediol from cheese whey powder (CWP) solution by Klebsiella 342 

pneumoniae through integrating fed-batch fermentation with a two-stage pH control strategy, 343 

Fuel 203: 469-477. doi: 10.1016/j.fuel.2017.04.138 344 

Guragain YN, Vadlani PV (2017) 2,3-Butanediol production using Klebsiella oxytoca ATCC 345 

8724: Evaluation of biomass derived sugars and fed-batch fermentation process. Process 346 

Biochem 58: 25-34. doi: 10.1016/j.procbio.2017.05.001 347 

Hazeena SH, Pandey A, Binod P (2017) Evaluation of oil palm front hydrolysate as novel 348 

substrate for 2,3-butanediol production using a novel isolate Enterobacter cloacae SG1. 349 

Renewable Energy 98: 216-220. doi: 10.1016/j.renene.2016.02.030 350 

Huang C, Jiang Y, Guo G, Hwang W (2013) Method of 2,3-butanediol production from 351 

glycerol and acid-pretreated rice straw hydrolysate by newly isolated strains: Pre-evaluation as 352 

an integrated biorefinery process. Bioresour Technol 135: 446-453. doi: 353 

10.1016/j.biortech.2012.10.141 354 

Ji X, Huang H, Ouyang P (2011) Microbial 2,3-butanediol production: a state of the art – 355 

review. Biotechnol Adv 29: 351-364. doi: 10.1016/j.biotechadv.2011.01.007 356 

Joo J, Lee SJ, Yoo HY, Kim Y, Jang M, Lee J, Han SO, Kim SW, Park C (2016) Improved 357 

fermentation of lignocellulosic hydrolysates to 2,3-butanediol through investigation of effects 358 



 

23 
 

on inhibitory compounds by Enterobacter aerogenes. Chem Eng J 306: 916-924. doi: 359 

10.1016/j.cej.2016.07.113 360 

Jung MY, Park BS, Lee J (2013) Engineered Enterobacter aerogenes for efficient utilization of 361 

sugarcane molasses in 2,3-butanediol production. Bioresour Technol 139: 21-27. doi: 362 

10.1016/j.biortech.2013.04.003 363 

Jung MY, Jung HM, Lee J (2015) Alleviation of carbon catabolite repression in Enterobacter 364 

aerogenes for efficient utilization of sugarcane molasses for 2,3-butanediol production. 365 

Biotechnol Biofuels 8(1): 106. doi: 10.1186/s13068-015-0290-3 366 

Jurchescu I, Hamann J, Zhou X, Ortmann T, Kuenz A, Pruesse U, Lang S (2013) Enhanced 2,3-367 

butanediol production in fed-batch cultures of free and immobilized Bacillus licheniformis DSM 368 

878. Appl Microbiol Biotechnol 97: 6715–6723. doi: 10.1007/s00253-013-4981-z 369 

Kim D, Park JM, Song H, Chang YK (2016) Kinetic modelling of substrate and product 370 

inhibition for 2,3-butanediol production by Klebsiella oxytoca. Biochem Eng J 114: 94-100. doi: 371 

10.1002/btpr.2168 372 

Kim T, Cho S, Woo HM, Lee S, Lee J, Um Y, Seo J (2017) High production of 2,3-butanediol 373 

from glycerol without 1,3-propanediol formation by Raoultella ornithinolytica B6. Appl 374 

Microbiol Biotechnol 101:2821–2830. doi: 10.1007/s00253-017-8094-y 375 

Li D, Dai JY, Xiu ZL (2010) A novel strategy for integrated utilization of Jerusalem artichoke 376 

stalk and tuber for production of 2,3-butanediol by Klebsiella pneumoniae. Bioresour Technol 377 

101(21): 8342-8347. doi: 10.1016/j.biortech.2010.06.041 378 

Martinez-Gomez M, Flores N, Castañeda HM, Martinez-Batallar G, Hernandez-Chavez G, 379 

Ramirez OT, Grosset G, Encarnacion S, Bolivar F (2012) New insights into Escherichia coli 380 

metabolism: carbon scavenging, acetate metabolism and carbon recycling responses during 381 

growth on glycerol. Microb Cell Fact 11: 46. doi: 10.1186/1475-2859-11-46 382 



 

24 
 

Metsoviti M, Paramithiotis S, Drosino EH, Galiotou-Panayotou M, Nychas GE, Zeng A, 383 

Papanikolau S (2012) Screening of bacterial strains capable of converting biodiesel-derived raw 384 

glycerol into 1,3-propanediol, 2,3-butanediol and ethanol. Eng Life Sci 12(1): 57-68. doi: 385 

10.1002/elsc.201100058 386 

Pagliaro M, Ciriminna R, Kimura H, Rossi M, Pina CD (2007) From glycerol to value added 387 

products. Angew Chem Int Ed 46: 4434-4440. doi: 10.1002/anie.200604694 388 

Palmqvist E, Hahn-Hagerdal B (2000) Fermentation of lignocellulosic hydrolysates. II: 389 

inhibitors and mechanisms of inhibition. Bioresour Technol 74 5-33. doi: 10.1016/S0960-390 

8524(99)00161-3 391 

Park JM, Oh BR, Kang IY (2017) Enhancement of 2,3-butanediol production from Jerusalem 392 

artichoke tuber extract by a recombinant Bacillus sp strain BRC1 with increased inulinase 393 

activity. J Ind Microbiol Biotechnol 44(7): 1107-1113. doi: 10.1007/s10295-017-1932-1 394 

Petrov P, Petrova P (2009) High production of 2,3-butanediol from glycerol by Klebsiella 395 

pneumoniae G31. Appl Microbiol Biotechnol 84: 659-665. doi: 10.1007/s00253-009-2004-x 396 

Petrov K, Petrova P (2010) Enhanced production of 2,3-butanediol from glycerol by forced pH 397 

fluctuations. Appl Microbiol Biotechnol 87: 943-949. doi: 10.1007/s00253-010-2545-z 398 

Priya A, Lal B (2019) Efficient valorization of waste glycerol to 2,3-butanediol using 399 

Enterobacter cloacae TERI BD 18 as a biocatalyst. Fuel 250: 292-305. doi: 400 

10.1016/j.fuel.2019.03.146 401 

Ripoll V, Vicente G, Moran B, Rojas A, Segarra S, Montesinos A, Tortajada M, Ramon D, 402 

Ladero M, Santos VE (2016) Novel biocatalyst for glycerol conversion into 2,3-butanediol. 403 

Process Biochem. 51: 740-748. doi: 10.1016/j.procbio.2016.03.006 404 

Rodriguez A, Ripoll V, Santos VE, Gomez E, Garcia-Ochoa F (2017) Effect of fluid dynamic 405 

conditions on 2,3-butanediol production by Raoultella terrigena in SBTR: oxygen transfer and 406 

uptake rates. J Chem Technol Biotechnol 92: 1266-1275. doi: 10.1002/jctb.5120 407 



 

25 
 

Santibañez C, Varnero MT, Bustamante M (2011) Residual glycerol from biodiesel 408 

manufacturing, waste or potential source of bioenergy: a review. Chil J Agri Res 71(3): 469-409 

475. doi: 10.4067/S0718-58392011000300019 410 

Villet R (1981) Biotechnology for producing chemicals from biomass. Vol. 2, Fermentation 411 

chemicals from biomass. Department of Energy, Solar Energy Research Institute, Golden, 412 

Colorado. 413 

Wilke T, Vorlop KD (2004) Industrial bioconversion of renewable resources as an alternative to 414 

conventional chemistry. Appl Microbiol Biotechnol 66: 131–142. doi: 10.1007/s00253-004-415 

1733-0 416 

Yang S, Mohagheghi A, Franden MA, Chou Y, Chen X, Dowe N, Himmel ME, Zhang M 417 

(2016) Metabolic engineering of Zymomonas mobilis for 2,3-butanediol production 418 

from lignocellulosic biomass sugars. Biotechnol Biofuels 9: 189-204. doi: 10.1186/s13068-016-419 

0606-y 420 

Yang T, Rao Z, Zhang X, Xu M, Yang S (2013) Fermentation of biodiesel-derived glycerol by 421 

Bacillus amyloliquefaciens: effects of cosubstrates on 2,3-butanediol production. Appl 422 

Microbiol Biotechnol 97: 7651-7658. doi: 10.1007/s00253-013-5048-x 423 

Yang T, Rao Z, Zhang X, Xu Z, Yang S (2015) Enhanced 2,3-butanediol production from 424 

biodiesel-derived by engineering of cofactor regeneration and manipulating carbon flux in 425 

Bacillus amyloliquefaciens. Microb Cell Fact 14: 122-133. doi: 10.1186/s12934-015-0317-2 426 

Yen H, Li F, Chang J (2014) The effects of dissolved oxygen level on the distribution of 1,3 427 

propanediol and 2,3 butanediol produced from glycerol by an isolated indigenous Klebsiella sp. 428 

Ana-WS5. Bioresour Technol 153: 374-378. doi: 10.1016/j.biortech.2013.12.005 429 


