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Abstract 

Background: The filamentous fungus Trichoderma reesei produces cellulase enzymes that are widely studied for 
lignocellulose bioconversion to biofuel. N,N-dimethylformamide (DMF) is a versatile organic solvent used in large 
quantities in industries.

Results: In this study, we serendipitously found that biologically relevant concentrations of extracellular DMF-
induced cellulase production in the T. reesei hyper-cellulolytic mutant Rut-C30 and wild-type strain QM6a. Next, by 
transcriptome analysis, we determined that plc-e encoding phospholipase C was activated by DMF and revealed that 
cytosolic  Ca2+ plays a vital role in the response of T. reesei to DMF. Using EGTA (a putative extracellular  Ca2+ chelator) 
and  LaCl3 (a plasma membrane  Ca2+ channel blocker), we demonstrated that DMF induced a cytosolic  Ca2+ burst via 
extracellular  Ca2+ and  Ca2+ channels in T. reesei, and that the cytosolic  Ca2+ burst induced by DMF-mediated overex-
pression of cellulase through calcium signaling. Deletion of crz1 confirmed that calcium signaling plays a dominant 
role in DMF-induced cellulase production. Additionally, 0.5–2% DMF increases the permeability of T. reesei mycelia for 
cellulase release. Simultaneous supplementation with 1% DMF and 10 mM  Mn2+ to T. reesei Rut-C30 increased cel-
lulase activity approximately fourfold compared to that without treatment and was also more than that observed in 
response to either treatment alone.

Conclusions: Our results reveal that DMF-induced cellulase production via calcium signaling and permeabilization. 
Our results also provide insight into the role of calcium signaling in enzyme production for enhanced cellulase pro-
duction and the development of novel inducers of cellulase.
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Background
Lignocellulose, the most abundant renewable resource, 
has attracted great attention for its ability to hydrolyze 
sugars for the production of biofuels and chemicals [1, 2]. 
Deconstruction of lignocellulose in an economical way, 
however, is critical to the economic viability of cellulase 
production [3, 4]. As one of the most prominent cellulase 
and hemicellulase producers in nature, the filamentous 
fungus Trichoderma reesei has been widely studied for 
the production of commercial cellulase [5, 6].

The most abundantly secreted and industrially interest-
ing cellulases derived from T. reesei are the two main cel-
lobiohydrolases, CBHI and CBHII (EC 3.2.1.91), and two 
of the major endo-β-1,4-endoglucanases, EGI and EGII 
(EC 3.2.1.4) [7]. The majority of the cellulase genes are 
regulated by transcription factors (TFs). Of these, XYR1 
is the main transcriptional activator of cellulase genes 
in T. reesei [8]. Additionally, the full expression of high-
level cellulase for industrial purposes requires the pres-
ence of inducers, mainly including cellulose, cellobiose, 
lactose, and sophorose [6, 9, 10], which have long been 
recognized. Finding novel inducer exhibiting high effi-
ciency and low cost is always a priority for investigators 
[11]. Additionally, a wide diversity of induction signals, 
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including calcium signaling, are present during cellu-
lase production and are able to regulate the expression 
of cellulase-encoding genes [12, 13]. The sensing signals 
for induction and regulation of cellulase in T. reesei, how-
ever, remain largely unknown.

Cellular  Ca2+, a ubiquitous second messenger, is an 
important intracellular signaling molecule involved in 
regulating primary and secondary metabolism in micro-
organisms such as fungi [14].  Ca2+ is also the key com-
ponent of the calcium signal transduction pathway in all 
fungi [15, 16]. Liu et al. [17] demonstrated that calcium 
activates calmodulin to regulate ganoderic acid biosyn-
thesis in Ganoderma lucidum, a well-known medicinal 
basidiomycete, and Chen et  al. [13] revealed that cal-
cium signaling pathways participate in cellulase produc-
tion in T. reesei. In our previous study, we demonstrated 
that  Mn2+ induction of calcium signaling participates 
in regulating cellulase gene expression in T. reesei [18]. 
Under specific conditions, including exposure to high 
temperatures or high concentrations of  Mn2+, cytosolic 
 Ca2+ concentrations can be increased in microorgan-
isms to transmit downstream signals that regulate vari-
ous cellular processes [18–22]. Cytosolic  Ca2+ bursts 
activate downstream components of the pathway, such 
as calmodulin (Cam), calcineurin (Cna), and calcineu-
rin-responsive zinc finger transcription factor 1 (Crz1 or 
CrzA), and these then participate in secondary metabo-
lism in response to extracellular signals. An increase in 
cytosolic  Ca2+ levels leads to activation of calcineurin by 
 Ca2+/calmodulin, where activated calcineurin dephos-
phorylates Crz1/CrzA, and then activated Crz1/CrzA 
induces transcription of downstream genes [23]. Chen 
et  al. [13] verified that CRZ1 (a Crz1/CrzA homolog in 
Trichoderma) can bind directly to upstream regions of 
the cellulase gene cbh1. Therefore, increasing cytosolic 
 Ca2+ concentrations in T. reesei is important for cellulase 
overexpression.

An increase in cytosolic  Ca2+ may affect two pathways. 
First, extracellular  Ca2+ can enter the cytoplasm from the 
external environment through ion channels in the plasma 
membrane [24–26], and second,  Ca2+ from intracellular 
 Ca2+ stores can enter the cytoplasm through the PI-PLC/
IP3-mediated pathway [27]. In the PI-PLC/IP3-mediated 
pathway, extracellular signals can activate phospholi-
pase C (PLC) and cause an increase in  IP3, leading to the 
release of  Ca2+ from intracellular  Ca2+ stores [28, 29]. A 
mean to drastically increase cytosolic  Ca2+ concentra-
tions in T. reesei, however, remains obscure.

Cell permeability plays an important role in substance 
exchange between the cell and its surrounding medium 
[30]. Several methods have been developed to artificially 
overcome the bottleneck presented by cell permeability, 
either partially or completely, to release massive amounts 

of target products into the medium, such as permea-
bilization by organic solvents [30, 31]. Zhong et  al. [31] 
demonstrated that dimethyl sulfoxide (DMSO) treat-
ment increases the permeability of Panax notoginseng 
cells. Takeshige et al. [32] illustrated the use of toluene to 
permeabilize Saccharomyces cerevisiae cells. Permeabili-
zation increases extracellular protein secretion [33, 34]. 
Bao et al. [33] revealed higher extracellular production of 
protein with the use of Triton X-100 in culture medium, 
possibly because of the influence of Triton X-100 on cell 
permeability or integrity of the cell wall. Stranks et  al. 
[35] also suggested that membrane permeability may be 
involved in cellulase synthesis in Myrothecium verru-
caria. It remains unknown, however, if permeabilization 
can improve cellulase production in T. reesei.

N,N-dimethylformamide (DMF) is a common organic 
solvent, as it is used extensively as a versatile solvent in 
large industrial quantities and especially in biological 
experiments as a solvent for a variety of water-insoluble 
substrates [36]. In assays using 1,2-bis(o-aminophenoxy) 
ethane-N,N,N′,N′-tetraacetic acid (BAPTA), a putative 
intracellular  Ca2+ chelator, to investigate the possibil-
ity that calcium signaling participates in regulation of 
cellulase production in T. reesei [18], we used DMF as a 
BAPTA solvent. We found that addition of DMF alone 
to the medium remarkably induced cellulase production 
in T. reesei Rut-C30. This induction, however, no longer 
occurred when the versatile solvent DMSO was used 
instead of DMF.

In the present study, the wild-type strain QM6a was 
used to study the ability of DMF to induce cellulase pro-
duction by T. reesei and to determine the underlying 
mechanism. According to the results of a transcriptome 
analysis, the role of cytosolic  Ca2+ and the calcium sig-
nal transduction pathway in response to DMF in T. reesei 
was deduced.  LaCl3 and EGTA were used to demonstrate 
DMF-induced cellulase overexpression through  Ca2+ 
uptake and  Ca2+ signaling in T. reesei. Use of the crz1 
deletion strain confirmed this pathway. Additionally, we 
examined the effects of DMF on T. reesei cell permeabil-
ity and activation of cellulase production after combined 
DMF and  Mn2+ treatment. These results are essential for 
understanding the mechanism of calcium signal trans-
duction in the production of enzymes and provide new 
insights into a novel inducer of cellulase.

Results
Chance discovery of an increase in cellulase activity 
with the addition of DMF
DMF has been widely used in large-quantity industries as 
a versatile solvent to produce solutions of water-insoluble 
substrates. BAPTA, a putative intracellular  Ca2+ chela-
tor, is only slightly soluble in water. Previously, we used 
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DMF as a solvent to produce a 100×-concentrated stock 
solution of BAPTA to investigate  Mn2+ induction of cel-
lulase production [18]. The stock was added to a T. ree-
sei culture at a final concentration of 1% (v/v). There was 
also 1% v/v DMF present in the culture. Serendipitously, 
we discovered that the independent addition of 1% v/v 
DMF to the culture medium remarkably increased cellu-
lase production in a cellulase hyper-producing strain of 
T. reesei (Rut-C30) when assessing its effect as a negative 
control for BAPTA.

To further examine these effects of DMF, the same 
weight of pre-cultured Rut-C30 mycelia was trans-
ferred to fresh liquid minimal medium (MM) contain-
ing 1% Avicel as the sole carbon source supplemented 
with 0 or 1% DMF. CMCase or pNPCase activity was 
directly measured as an indicator of cellulase activity. The 
results showed that the presence of 1% DMF drastically 
increased cellulase production: CMCase and pNPCase 
activities were 4.58 ± 0.19 and 0.32 ± 0.02 IU/mL, respec-
tively, which were approximately 2.2 times as high as 
those of the control (2.12 ± 0.19 and 0.14 ± 0.01  IU/mL, 
respectively). The mechanism by which DMF increased 
cellulase activity to this extent, however, was puzzling. 
To test if other functionally organic compounds identi-
cal to DMF also increased cellulase production, we used 
another versatile solvent, DMSO, instead of DMF to 
make a stock solution. DMSO alone, however, did not 
increase cellulase activity to the degree that DMF did (see 
Additional file 1: Figure S1).

We first found that 1% DMF remarkedly increased cel-
lulase production by T. reesei Rut-C30. DMF appeared 
to be an excellent inducer of double cellulase production 
in Rut-C30. This induction effect and the mechanism by 
which DMF regulates cellular metabolism had not been 
explored. Therefore, we performed additional experi-
ments to explore these important areas.

DMF was confirmed to increase cellulase production in T. 
reesei
To systematically investigate the induction of cellulase 
production in T. reesei by DMF, the wild-type strain 
QM6a was used. T. reesei QM6a was cultured on MM 
plates supplemented with DMF at concentrations of 0, 
0.1, 0.5, 1, and 2% (v/v), with 2% (w/v) glucose provided 

as the sole carbon source. The mycelium morphology of 
T. reesei after the addition DMF is shown in Fig. 1a and 
in Additional file  2: Figure S2. The red line represents 
mycelium morphologies throughout the 4  days of cul-
ture. There was no significant difference in hyphal growth 
between the cultures with 0 and 0.1% DMF; however, at 
concentrations of 0.5, 1, and 2%, DMF significantly inhib-
ited hyphal growth (Fig. 1b). This was in agreement with 
the results of biomass production in MM liquid culture 
(Fig.  1f ), which demonstrated significant inhibition of 
growth upon increasing DMF concentrations, especially 
in T. reesei QM6a treated with 2% DMF.

The same weights of pre-cultured T. reesei QM6a 
mycelia were transferred to fresh liquid MM containing 
1% (w/v) Avicel as the sole carbon source supplemented 
with different concentrations of DMF (0, 0.1, 0.5, 1, and 
2%). The pNPCase and CMCase activities and total extra-
cellular protein concentrations of the strains are summa-
rized in Fig. 1c–e. There were no significant differences in 
cellulase activities of the strains treated with 0.1% DMF 
and those that were untreated; however, the cellulase 
activities of strains supplemented with 0.5–2% DMF were 
significantly increased compared to those of the con-
trol without DMF treatment. In particular, 1% DMF led 
to a drastic increase in cellulase production and protein 
secretion, which was approximately 1.7–2.8 times that of 
the control.

The above results indicated that 0.5–2% DMF could 
increase cellulase production in T. reesei. This implied 
that DMF may serve as an inducer of cellulase produc-
tion in T. reesei wild-type QM6a and hyper-cellulolytic 
mutant Rut-C30. We considered 1% DMF the optimal 
concentration to enhance cellulase production and total 
protein secretion while not severely hindering growth, 
and we used this concentration for further studies.

DMF increases permeability of T. reesei mycelia
Some investigators [30–32] have shown that organic 
stimulators affect cell permeability. An increase in cell 
permeability enhances extracellular protein secretion 
[33–35]. To investigate the effects of various concentra-
tions of DMF on cell permeability in T. reesei mycelia, the 
extracellular electrical conductivity of mycelia was meas-
ured using an electrical conductivity meter according 

Fig. 1 Effects of DMF on hyphal growth and protein production in T. reesei QM6a. a Hyphae growth of T. reesei QM6a on plates. DMF was added 
at final concentrations of 0, 0.1, 0.5, 1, and 2% (v/v). b Colony diameters. c–f The effects of different concentrations of DMF (final concentration 0, 
0.1, 0.5, 1, and 2%) on CMCase/biomass activity (c), pNPCase/biomass activity (d), total protein concentrations (e), and biomass (f) of T. reesei QM6a. 
Different letters indicate significant differences between the columns (p < 0.05, Duncan’s multiple-range test). Blue bar, adding 0% (v/v) DMF; 
purple bar, adding 0.1% (v/v) DMF; green bar, adding 0.5% (v/v) DMF; red bar, adding 1% (v/v) DMF; pink bar, adding 2% (v/v) DMF. Values are the 
mean ± SD of results from three independent experiments. Asterisks indicate a significant difference compared to the untreated strain (p < 0.05, 
Student’s t test)

(See figure on next page.)
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to the methods described in Yan et al. [37]. As is shown 
in Fig.  2, when 0.5–2% DMF was added, the extracellu-
lar electrical conductivity of mycelia increased markedly 
over time compared to that of the control (0% DMF) and 
mycelia exposed to 0.1% DMF, with a constant increase 
in hyphal cell permeabilization and subsequent leakage 
of inclusion with 0.5–2% DMF treatment. This increase 
in mycelium permeabilization agrees with the significant 
enhancement of cellulase production observed after 0.5–
2% DMF treatment. This remarkable increase in cellulase 
induction by DMF did not, however, occur with DMSO 
treatment, even though DMSO also increases mycelium 
permeabilization. DMSO improved cellulase activity by 
only 20–30% compared to that observed in the absence 
of DMSO (see Additional file  1: Figure S1). Therefore, 
underlying mechanisms other than increased permea-
bilization must participate in DMF-induced cellulase 
production.

DMF induces cellulase gene overexpression in T. reesei
To determine if the effects of DMF on cellulase produc-
tion are due to enhanced protein secretion or also the 
induction of cellulase gene transcription, the expres-
sion levels of four main cellulase genes (egl1 encoding 
endoglucanase I, egl2 encoding endoglucanase II, cbh1 
encoding cellobiohydrolase I, and cbh2 encoding cello-
biohydrolase II) and the key transcriptional activator of 
cellulases, xyr1, after 0 and 1% DMF supplementation 

were compared by reverse transcription quantitative 
PCR (RT-qPCR). After 24 to 72  h incubation with 1% 
DMF, the transcriptional levels of the four main cellulase 
genes increased significantly to levels approximately 1.5- 
to 3.5-fold those of the 0% DMF control (see Additional 
file 3: Figure S3). These results verified that the upregula-
tion of cellulase activity (Fig. 1c–e) is mainly due to the 
induction of cellulase gene transcription. The expres-
sion of xyr1, however, was not significantly stimulated 
by DMF exposure for 24 to 72 h (data not shown), sug-
gesting that DMF-induced cellulase gene overexpression 
occurs through other unknown mechanisms rather than 
through the activation of the key factor xyr1. The expres-
sion levels of cbh1 and egl1 were used to represent cellu-
lase gene expression in further studies.

Whole transcriptome shotgun sequencing (RNA‑seq) 
provides new insights into cellulase overexpression 
induced by DMF
To gain insight into the mechanism by which DMF 
induces cellulase gene overexpression, we compared 
the two transcriptomes of T. reesei QM6a cultured with 
0 and 1% DMF (liquid MM containing 1% Avicel as the 
sole carbon source at 28  °C and 200 rpm). Two biologi-
cal replicates of each condition were submitted for RNA 
sequencing using an Illumina HiSeq X Ten. Process-
ing of individual samples was successful (46,006,536–
57,345,532 reads, without a significant difference 
between the replicates) (see Additional file 4: Table S1). 
Following sequence quality control, the reads were 
mapped to a T. reesei genome (http://genom e.jgi.doe.gov/
Trire 2/Trire 2.home.html) with 93.17–94.95% coverage 
(see Additional file  4: Table  S1). There was a high cor-
relation (Pearson correlation, r2 ≥ 0.78) between the two 
biological replicates of each condition used in the tran-
scriptional analysis (Additional file 5: Figure S4).

Next, we searched for those transcripts that dif-
fered by an adjusted fold change of ≥ 2 or unadjusted 
fold change ≤ 1/2 and false discovery rate (adjusted p 
value) < 0.01 with 0 and 1% DMF supplementation. This 
resulted in the retrieval of 102 genes that were differen-
tially expressed following 1% DMF treatment compared 
to control (no DMF addition). Of these, 81 were upregu-
lated and 21 were down-regulated (see Additional file 6: 
Figure S5a; Additional file 7: Table S2). Then, functional 
categorization of the 102 up- and down-regulated genes 
was performed using Gene Ontology (GO) terms (see 
Additional file  6: Figure S5b). The enrichment analysis 
showed that in the presence of DMF, most of the differ-
entially expressed genes were related to carbohydrate 
metabolism, extracellular region, cellulose binding, and 
hydrolase activity.

Fig. 2 Effects of DMF on cell permeability of T. reesei mycelia. The 
extracellular electrical conductivity of mycelia was measured using 
an electrical conductivity meter after mycelia were treated with 
different concentrations of DMF (final concentrations of 0, 0.1, 0.5, 1, 
and 2%) and 1% (v/v) DMSO. Values are the mean ± SD of the results 
from three independent experiments. Filled round, adding 0% (v/v) 
DMF; blank square, adding 0.1% (v/v) DMF; five-pointed star, adding 
0.5% (v/v) DMF; triangle, adding 1% (v/v) DMF; diamond, adding 2% 
(v/v) DMF; blank round, adding 1% (v/v) DMSO. Asterisks indicate a 
significant difference compared to the untreated strain at all time 
points examined (p < 0.05, Student’s t test)

http://genome.jgi.doe.gov/Trire2/Trire2.home.html
http://genome.jgi.doe.gov/Trire2/Trire2.home.html
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In total, 13 cellulose degradation-related genes were 
significantly upregulated in the presence of 1% DMF 
(Table  1). Two main cellobiohydrolase-encoding genes 
(cbh1 and cbh2; IDs: 123989 and 72567), four endoglu-
canase-encoding genes (IDs: 122081, 120312, 49976, and 
54242), including two main endoglucanase genes (egl1 
and egl2), one beta-glucosidase-encoding gene (cel3b; 
ID: 121735), and a xylanase-encoding gene (xyn3; ID: 
120229) were upregulated in response to 1% DMF sup-
plementation. Additionally, transcription of accessory 
protein-encoding genes was noticeably elevated after 
1% DMF treatment, including that of the swollenin gene 
swo1 (ID: 123992) and cip2 (ID: 123940) [5]. The tran-
scriptome data agreed with the cellulase activity and 
qPCR results (Fig. 1c, d and Additional file 3: Figure S3). 
These results revealed that 1% DMF treatment signifi-
cantly upregulated transcription of a set of cellulose deg-
radation-related genes.

Additionally, based on transcription profiling, we 
speculated on the mechanism underlying DMF induc-
tion of cellulase gene overexpression. The gene plc-e 
(Trire2:21960; GenBank accession number: ABG20593), 
which encodes a phospholipase C protein that gen-
erates inositol-1,4,5-trisphosphate (IP3) to regu-
late calcium release from intracellular pools [38], was 

remarkably upregulated (approximately four times 
that of the control) in DMF-induced strains (see Addi-
tional file  8: Table  S3). The transcriptional levels of plc-
e were also analyzed by RT-qPCR (see Additional file 8: 
Table  S3). The qPCR results agreed with those of the 
whole transcriptome shotgun sequencing analysis. Fur-
ther, deletion of plc-e effectively weakened the induction 
effect of DMF on cellulase production (see Additional 
file 9). These results suggested that DMF may affect cyto-
solic  Ca2+ levels and that  Ca2+ signaling may contribute 
to the induction of cellulase genes by DMF.

DMF induces cytosolic  Ca2+ accumulation and calcium 
signal transduction in T. reesei
Based on the results of transcriptional profiling, we 
hypothesized that DMF affects cytosolic  Ca2+ levels. To 
investigate this hypothesis, Fluo-3 AM fluorescent dye, 
which emits green fluorescence after crossing the cell 
membrane and binding to cytosolic  Ca2+, was used to 
determine intracellular  Ca2+ concentrations [18, 39]. As 
shown in Fig.  3a, with 1% DMF treatment, green fluo-
rescence intensity was stronger in the QM6a cells on the 
second day than that observed in the control (no DMF 
addition), confirming a intracellular  Ca2+ concentra-
tion increase after 1% DMF treatment. Fluorescence 
analysis revealed that after 1% DMF supplementation, 
the  Ca2+-activated fluorochrome level was 2.5-fold that 
of the control (Fig.  3b). To more thoroughly investigate 
the changes in intracellular  Ca2+, ICP-MS was used as 
previously described [18]. The intracellular  Ca2+ value 
was 108.74 ± 5.44  μmol/g biomass after 1% DMF addi-
tion, and this was approximately 1.70-fold that observed 
in controls (64.12 ± 4.19  μmol/g biomass). These results 
indicate that DMF induced an increase in the level of 
cytosolic  Ca2+. Additionally, DMSO could not induce 
cytosolic  Ca2+ accumulation, as the intracellular  Ca2+ 
value was 68.31 ± 4.46  μmol/g biomass after 1% DMSO 
addition, which was not significantly different from the 
control value of 64.12 ± 4.19  μmol/g biomass. This may 
be the major reason for the observed difference in cellu-
lase production induced by DMSO and DMF.

Cytosolic  Ca2+ is one of the foremost second messen-
gers that induce calcium signaling to trigger downstream 
events [40, 41]. Our previous work involving  Mn2+ elici-
tation showed that increased levels of cytosolic  Ca2+ 
can trigger calcium signal transduction pathways and 
induce cellulase expression in T. reesei [18]. The mecha-
nism of DMF induction of cellulase production may 
be similar to that of  Mn2+ stimulation [18]. To test our 
hypothesis, the expression levels of three calcium signal-
ing genes (cam, cna, and crz1) were quantitatively deter-
mined by RT-qPCR after treatment with 1% DMF. As 
illustrated in Fig.  3c–e, the transcription of these genes 

Table 1 Log2-fold changes in major cellulose degradation-
related gene transcripts with the addition of DMF

a DMF, gene expression level in parental strain QM6a with 1% DMF 
supplementation
b WT, gene expression level in parental strain QM6a with 0% DMF 
supplementation

Gene ID Annotation Log2 fold 
change  (DMFa/
WTb)

Regulate

Trire2_123989 Cellobiohydrolase CBH1/
Cel7a

3.16 Up

Trire2_72567 Cellobiohydrolase CBH2/
Cel6a

3.55 Up

Trire2_122081 Endoglucanase EGL1/
Cel7b

3.82 Up

Trire2_120312 Endoglucanase EGL2/Cel5a 4.05 Up

Trire2_49976 Endoglucanase EGL5/
Cel45a

3.78 Up

Trire2_54242 Endoglucanase Cel55a 2.36 Up

Trire2_121735 Beta-glucosidase Cel3b 2.73 Up

Trire2_120229 Endo-1,4-beta-xylanase 
XYNIII

3.98 Up

Trire2_123992 Swollenin 3.35 Up

Trire2_69276 Cellulosome enzyme 3.84 Up

Trire2_76210 Glycoside hydrolase 3.16 Up

Trire2_123940 Cellulose-binding protein 
CIP2

3.72 Up

Trire2_71554 Cellulase 4.92 Up
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was upregulated after the addition of DMF, which is 
consistent with the observed increase in cytosolic  Ca2+ 
concentrations.

These results indicated that DMF can induce a cyto-
solic  Ca2+ burst that activates the calcium signal trans-
duction pathway to regulate cellulase production in T. 
reesei.

The cytosolic  Ca2+ burst induced by DMF mediates 
overexpression of cellulase
Our previous study revealed the effects of  Mn2+ induc-
tion of cytosolic  Ca2+ on cellulase production in T. ree-
sei [18]. To address if the cytosolic  Ca2+ burst induced by 
DMF mediates enhanced cellulase production, we used 
EGTA (a putative extracellular  Ca2+ chelator) to chelate 
extracellular  Ca2+ and  LaCl3 (a plasma membrane  Ca2+ 

channel blocker) to prevent the influx of external  Ca2+ 
[42].

When the T. reesei strains were treated with  LaCl3 or 
EGTA, the fluorescence intensity of mycelia markedly 
decreased compared with that of mycelia exposed to 1% 
DMF in the absence of  Ca2+ inhibitors (Fig.  4A). The 
quantitative results indicated that the addition of  LaCl3 
or EGTA led to a greater loss of cytosolic  Ca2+ (53% and 
61% reductions, respectively) than observed in the no 
inhibitor control after exposure to 1% DMF (Fig.  4B). 
These results indicated that the cytosolic  Ca2+ burst 
induced by 1% DMF was effectively blocked by adding 
 LaCl3 or EGTA.

We also found that with the addition of 0% DMF, 
 LaCl3 or EGTA did not noticeably decrease cyto-
solic  Ca2+ in comparison with observations of the no 

Fig. 3 Cytosolic  Ca2+ level and calcium signaling increases after DMF addition. a Cytosolic  Ca2+ levels determined by  Ca2+ fluorescent probe Fluo-3 
AM. T. reesei QM6a was cultured in liquid Mandels’ medium for ~ 32 h, transformed to fresh MM with 0% or 1% DMF, and then cultivated for 48 to 
60 h. For detection, 50 μM Fluo-3 AM was used, with the intensity of fluorescence monitored using automatic inverted fluorescence microscopy. 
Green fluorescence represents free cytosolic  Ca2+. DIC, differential interference contrast. b Comparative fluorescence ratio of cytosolic  Ca2+ levels. 
The x-axis represents the different DMF final concentrations, and the y-axis represents the  Ca2+ fluorescence ratios measured by CLSM. c–e The 
effects of DMF on the transcriptional levels of calcium signaling-related genes cam (c), cna1 (d), and crz1 (e) in T. reesei QM6a. Blue bar, no DMF 
was added to the medium; red bar, 1% (v/v) DMF was added to the medium. Values are the mean ± SD of the results from three independent 
experiments. Asterisks indicate significant differences from untreated strains (p < 0.05, Student’s t test)
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inhibitor control (Fig.  4B). This may have contributed 
to relatively low levels of intracellular  Ca2+ in T. reesei 
QM6a when stimulants such as DMF and  Mn2+ were 
not added. Fluo-3 AM fluorescent dye did not allow us 
to accurately distinguish between these low baseline 
intracellular  Ca2+ concentration; however, 1% DMF 
led to a cytosolic  Ca2+ burst in T. reesei. Given this, we 
observed significant differences in fluorescence intensi-
ties between DMF-induced T. reesei with and without 
the addition of  Ca2+ inhibitors.

To assess if blocking the cytosolic  Ca2+ burst could 
hinder the overexpression of cellulase induced by DMF, 
we analyzed CMCase and pNPCase activities and tran-
scriptional levels of the key cellulase genes cbh1 and 
egl1. As shown in Fig.  4C–F, the addition of EGTA 
led to significant reductions in CMCase and pNPCase 
activities and transcriptional levels of cbh1 and egl1 
compared to those in a no EGTA control with 0 or 1% 
DMF supplementation. Additionally, there was no dif-
ference between exposure to 0 and 1% DMF in the con-
text of cellulase gene expression and cellulase activity 
when EGTA was added (Fig. 4C–F). The increase in cel-
lulase induced by 1% DMF could be totally abolished by 
adding EGTA. Conversely,  LaCl3 only caused a slight 
decrease in cellulase transcription levels and cellulase 
activity compared to that in the no  LaCl3 control when 
no DMF was added (Fig.  4C–F). After 1% DMF sup-
plementation, however, CMCase and pNPCase activi-
ties and transcriptional levels of the key cellulase genes 
cbh1 and egl1 decreased remarkably when  LaCl3 was 
added compared to those observed in the no  LaCl3 con-
trol (Fig.  4C–F). These results indicated that blocking 
the cytosolic  Ca2+ burst by  LaCl3 and EGTA could sig-
nificantly reduce and even abrogate the effect of DMF 
induction on cellulase production (Fig. 4).

Overall, these data indicated that DMF induced a 
cytosolic  Ca2+ burst by increasing extracellular  Ca2+ 
uptake through  Ca2+ channels, as illustrated by the 
observation that when extracellular  Ca2+ was chelated 
with EGTA or  Ca2+ channels were blocked by  LaCl3, 

the increase in levels of cytosolic  Ca2+ was attenuated. 
Overexpression of cellulase, therefore, is mediated by a 
cytosolic  Ca2+ burst induced by DMF.

DMF induces cellulase overexpression via calcium 
signaling
The calcineurin-responsive zinc finger transcription 
factor 1, crz1, plays an essential role in calcium signal 
transduction as a terminal protein in the calcium signal-
ing cascade. Earlier studies showed that CRZ1 induced 
cellulase production at the transcriptional level [13, 18]. 
To further clarify the role of calcium signaling in DMF 
induction of cellulase overexpression, we investigated the 
effects of DMF induction on cellulase production in the 
crz1 deletion strain Δcrz1.

In response to 1% DMF induction, the Δcrz1 strain 
showed only an approximately 30% increase in CMCase 
and pNPCase activities compared to those observed 
after no DMF induction (Fig. 5a, b), and this was consid-
erably less than the 100–200% enhancement observed 
in the parental strain QM6a after DMF induction. This 
indicated that DMF induction was remarkably reduced 
in the Δcrz1 mutant. Results of an SDS-PAGE analysis 
(Fig. 5e) of extracellular proteins secreted by QM6a and 
Δcrz1 agreed with the cellulase activity data above. Addi-
tionally, the marked increase in levels of cbh1 and egl1 
transcription induced by DMF, observed in the parental 
strain QM6a, was abolished in the crz1 deletion strain at 
all time points examined (Fig. 5c, d). These results indi-
cated that the increase in cellulase production induced by 
DMF is reduced in the crz1 deletion strain. These results 
also indicated that calcium signals participated in and 
play a dominant role in DMF induction of cellulase over-
expression in T. reesei.

Combining DMF and  Mn2+ can significantly enhance 
cellulase production in T. reesei Rut‑C30
In our previous study [18], we found that a biologically 
relevant extracellular  Mn2+ concentration markedly 
stimulated cellulase production in T. reesei Rut-C30, a 

(See figure on next page.)
Fig. 4 Effect of  Ca2+ inhibitors on cytosolic  Ca2+ concentrations and cellulase production after DMF addition. A Fluorescence indicating  LaCl3 and 
EGTA effects on the cytosolic  Ca2+ burst induced by DMF. T. reesei QM6a was cultured in liquid Mandels’ medium for ~ 32 h, transformed to fresh MM 
with 0% or 1% DMF and 0 or 5 mM  LaCl3/EGTA, and cultivated for 48 to 60 h. For detection, 50 μM Fluo-3 AM was used, and fluorescence intensity 
was monitored using automatic inverted fluorescence microscopy. Green fluorescence represents free cytosolic  Ca2+. DIC, differential interference 
contrast. CK, not treated with inhibitors  LaCl3/EGTA. B Comparative fluorescence ratios indicating  LaCl3 and EGTA effects on the cytosolic  Ca2+ burst 
induced by DMF. The x-axis represents different treatments with DMF and inhibitors, and the y-axis represents  Ca2+ fluorescence ratios measured 
by CLSM. C, D CMCase/biomass activity (C) and pNPCase/biomass activity (D) were examined after T. reesei QM6a was cultured in medium with 
different DMF and inhibitor treatments. E, F The expression levels of cbh1 (E) and egl1 (F) in T. reesei QM6a were analyzed after culture in medium 
with various DMF and inhibitor treatments. Blue bar, no DMF was added to the medium; red bar, 1% (v/v) DMF was added to the medium. Values 
are the mean ± SD of the results from three independent experiments. Different letters indicate significant differences between the columns 
(p < 0.05, Duncan’s multiple-range test)



Page 9 of 17Chen et al. Biotechnol Biofuels           (2019) 12:36 



Page 10 of 17Chen et al. Biotechnol Biofuels           (2019) 12:36 

well-known industrial workhorse for cellulase produc-
tion, via calcium channels and calcium signaling in a 
manner similar to that induced by DMF. To address if 
combining DMF and  Mn2+ could further improve cel-
lulase production by Rut-C30, the effects of DMF and 
 Mn2+ cross-talk on cellulase production of T. reesei Rut-
C30 were investigated. As shown in Fig. 6, with exposure 
to 1% DMF or 10  mM  Mn2+, CMCase and pNPCase 
activities were markedly increased in T. reesei Rut-C30 
compared to those when no treatment was administered. 
Additionally, with simultaneous 1% DMF and 10  mM 
 Mn2+ supplementation, CMCase and pNPCase activi-
ties were even higher than with individual treatments 
of either 1% DMF or 10  mM  Mn2+ after 4  days of cul-
tivation. These results provide insight into the industrial 
applicability of DMF for cellulase production.

Discussion
In this study, we serendipitously discovered that treat-
ment with 1% DMF significantly increased cellulase 
production (approximately two times more) in both T. 
reesei wild-type strain QM6a and the hyper-cellulolytic 
mutant Rut-C30. When the T. reesei strains were cul-
tured in a nutrient-rich fermentation medium (glucose 
5 g/L; lactose 37 g/L; corn syrup 27 g/L;  (NH4)2SO4 5 g/L; 
 KH2PO4 6 g/L;  CaCl2 0.5 g/L;  MgSO4 1 g/L;  FeSO4·7H2O 
5 mg/L;  MnSO4·1H2O 1.6 mg/L;  ZnSO4·7H2O 1.4 mg/L; 
 CoCl2·6H2O 2 mg/L; pH 5.5), cellulase production after 
exposure to 1% DMF could be significantly improved to 
approximately three–five times that of mycelia with no 
DMF supplementation. These results indicated that bio-
logically relevant extracellular DMF concentrations can 
stimulate cellulase production in T. reesei. To the best of 

Fig. 5 Effect of CRZ1 on DMF-induced cellulase overexpression. a, b CMCase/biomass activity (a) and pNPCase/biomass activity (b) of T. reesei 
QM6a and Δcrz1 strains supplemented with 0% or 1% DMF. c, d The expression levels of cbh1 (c) and egl1 (d) in T. reesei QM6a and Δcrz1 strains 
cultured in medium supplemented with 0% or 1% DMF. Red bar, adding 1% (v/v) DMF in T. reesei QM6a; blue bar, adding 0% (v/v) DMF in T. reesei 
QM6a; purple bar, adding 1% (v/v) DMF in Δcrz1; green bar, adding 0% (v/v) DMF in Δcrz1. e SDS-PAGE of the secretomes in supernatants. T. reesei 
QM6a and Δcrz1 were cultured in liquid Mandels’ medium for ~ 32 h. Then, mycelia were transferred to fresh Mandels’ medium with 0% or 1% DMF 
and cultivated for 72 h. Two cultures of each strain with 0% or 1% DMF added were collected by centrifugation and diluted similar to the proper 
protein concentration for SDS-PAGE. Lines 1 and 2 represent supernatants from the QM6a culture supplemented with 0% or 1% DMF, respectively. 
Lines 3 and 4 represent supernatants from the Δcrz1 culture supplemented with 0% or 1% DMF, respectively. Values are the mean ± SD of the results 
from three independent experiments. Asterisks indicate significant differences (*p < 0.05, Student’s t test)
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our knowledge, the effect of DMF on cellulase production 
has not been reported previously. Our research will aid in 
enhancing the induction efficiency of industrial cellulase 
production. Known cellulase inducers of T. reesei, includ-
ing cellulose, cellobiose, lactose, and sophorose, can be 
used as the sole carbon source; however, T. reesei strains 
cannot grow with DMF as the sole carbon source. This 

is the primary difference between DMF and known cel-
lulase inducers.

As the cell wall and plasma membrane are the ini-
tial cellular barriers, permeabilization is important for 
the secretion of massive amounts of target products. 
Our research demonstrated that DMF and DMSO can 
increase the permeability of T. reesei mycelia (Fig. 2). The 

Fig. 6 Effects of combined DMF and  Mn2+ on cellulase production in T. reesei Rut-C30. a–d CMCase activity (a), pNPCase activity (b), CMCase/
biomass activity (c) and pNPCase/biomass activity (d) of T. reesei Rut-C30 supplemented with 1% DMF or (and) 10 mM  MnCl2. Blue bar, no addition; 
red bar, 1% (v/v) DMF was added to the medium; green bar, 10 mM  MnCl2 was added to the medium; purple bar, 1% (v/v) DMF and 10 mM  MnCl2 
was added to the medium. Values are the mean ± SD of the results from three independent experiments. Asterisks indicate significant differences 
(*p < 0.05, Student’s t test)
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results also indicated that increased permeabilization 
can improve cellulase production in T. reesei and suggest 
that treatment with organic solvents is an effective strat-
egy for releasing fungal proteins. Despite the fact that 
1% DMSO increased the permeability of T. reesei myce-
lia in a manner similar to DMF, however, DMSO cannot 
increase cellulase activities in a manner similar to DMF. 
This implies that permeabilization is not the key factor 
for DMF-induced cellulase production in T. reesei.

In our transcriptome analyses, we found that 1% DMF 
could significantly upregulate expression of several cel-
lulose degradation-related genes, including four main 
cellulase-encoding genes and the two auxiliary protein-
encoding genes swo1 and cip2. Swollenin, which has a 
cellulose-specific carbohydrate binding module (CBM) 
linked to an expansin-like domain [5], exhibits hydrolytic 
activity with features of both endoglucanases and cellobi-
ohydrolases [43]. Cellulose-induced protein 2 (CIP2), acts 
on ester linkages between hemicellulose and lignin and is 
important for efficient degradation of lignocellulose [44]. 
Remarkably, the expression levels of xyn3, which is coor-
dinately expressed with cellulase genes [43], were also 
upregulated in response to 1% DMF supplementation.

Most importantly, we found by whole transcriptome 
shotgun sequencing that the transcription levels of the 
phospholipase C-encoding gene plc-e were clearly upreg-
ulated during DMF induction (Additional file 8: Table S3). 
Phospholipase C participates in the release of calcium to 
increase cytosolic  Ca2+ concentrations. The significantly 
upregulated plc-e transcription implied that  Ca2+ signal-
ing pathways may participate in DMF-induced cellulase 
overexpression. Results of our study also indicated that 
1% DMF increased the level of cytosolic  Ca2+ in T. ree-
sei (Fig. 3a, b). In addition, in our experiments, inhibition 
of cytosolic  Ca2+ by  LaCl3 or EGTA was attenuated and 
even abolished by DMF induction of cellulase (Fig.  4). 
Additionally, our study demonstrated that  Ca2+-activated 
CRZ1 participated in regulating cellulase gene expres-
sion during DMF induction (Fig.  5a–d). Together, these 
results suggest that  Ca2+ signaling plays a dominant role 
in response to DMF induction.

It should be mentioned that T. reesei has four phos-
pholipase C homologues with characteristics of eukary-
otic phospholipase C proteins; however, one (PLC-E) is 
most similar to prokaryotic phospholipase C proteins 
[38]. Additionally, signal transduction by PLC-E remains 
unknown. Further, we found that deletion of plc-e effec-
tively weakened the induction effect of DMF on cel-
lulase production (see Additional file  9). These results 
imply that PLC-E is involved in  Ca2+ signal transduction 
induced by DMF in T. reesei.

Additionally, we found that the concentrations of extra-
cellular DMF were almost constant in the tested strains. 

This suggested that DMF-induced cellulase overexpres-
sion by stimulating calcium signaling. Deletion of crz1 
interruption of calcium signaling partially blocked DMF-
induced cellulase overexpression but did not abolish it 
(Fig. 5a, b). CMCase and pNPCase activities were, how-
ever, still slightly increased by approximately 30% in a 
Δcrz1 strain treated with DMF (Fig.  5a, b) in a manner 
similar to DMSO (Additional file 1: Figure S1). In addi-
tion, SDS-PAGE analysis (Fig. 5e) of extracellular proteins 
secreted by QM6a and Δcrz1 indicated that DMF can 
still slightly enhance extracellular cellulase production 
in Δcrz1, but this enhancement is attenuated compared 
to that in QM6a. These results imply that increased per-
meability of T. reesei cells by DMF is responsible for the 
slight enhancement of cellulase in Δcrz1, where DMF-
induced cellulase overexpression via calcium signaling 
was blocked (Fig.  7). This result suggests that because 
DMSO cannot affect cytosolic  Ca2+ levels,  Ca2+ signal-
ing, rather than cell permeabilization, is the dominant 
mechanism for DMF induction of cellulase. DMF and 
 Mn2+ in combination resulted in greater production of 
cellulase, indicating that DMF induces cellulase through 
a mechanism other than the  Ca2+ signaling of  Mn2+, such 
as permeabilization, providing insight into the industrial 
applicability of DMF for cellulase production.

Lactose, which accumulates as a byproduct of cheese 
manufacturing or whey processing, is an inexpen-
sive soluble inducer of cellulase production in T. ree-
sei, as discovered recently [45–47]. As lactose occurs in 
nature only in the milk of mammals and is not present 
in the natural habitat of T. reesei, this induction effect 
is surprising [48]. Similarly, DMF, synthesized for the 
first time in 1893, is an anthropogenic compound that 
does not occur in nature and therefore does not exist in 
the natural habitat of T. reesei [49, 50]. In this study, we 
found that DMF-stimulated cellulase production in T. 
reesei. We hypothesize that the structure of DMF may be 
similar to unknown natural inducers of cellulase such as 
lactose, which acts as an inducer due to structural simi-
larity to substances present in the natural habitat of T. 
reesei [48]. In our study, we also treated T. reesei with 
DMSO, another versatile solvent similar to DMF; how-
ever, DMSO did not exert a significant effect on cellulase 
production in T. reesei. Therefore, not all versatile sol-
vents can induce cellulase production, and DMF offers a 
particular advantage in regard to this phenomenon. Fur-
ther, neither the DMF analog N,N-dimethylacetamide 
nor the DMF hydrolysate N,N-dimethylamine has any 
significant effect on cellulase overexpression in T. reesei 
(see Additional file  10: Figure S6), while another DMF 
analog, N-methylformamide, which has a similar effect 
on cellulase production in T. reesei, can double cellu-
lase production at a concentration of 1% (see Additional 
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file 10: Figure S6). We speculate that the formyl group of 
DMF and N-methylformamide is an important structure 
for cellulase induction. In future studies, analogs can be 
screened as suitable inducer candidates by assaying their 
effect on cellulase production, similar to the way that 
isopropyl β-d-1-thiogalactopyranoside (IPTG) came 
to replace lactose for use in high-throughput protein 
expression in Escherichia coli [51]. Our research provides 
new insights into the mechanism underlying cellulase 
induction and sheds light on potential novel inducers of 
cellulase production.

Additionally, it should be noted that DMF, because it 
is miscible with water and various organic solvents, is 
extensively used in many chemical industries [52]. Con-
sequently, DMF is commonly discharged in high concen-
trations along with industrial effluents [53]. In our study, 
we found that the addition of DMF effluents could also 
induce cellulase overexpression in T. reesei (unpublished 
data). These characteristics make DMF wastewater an 

ideal additive for industrial applications that will facilitate 
both cellulase overexpression and wastewater reuse.

Conclusions
In summary, this study provides a putative mecha-
nism for DMF-induced cellulase production in T. 
reesei (Fig.  7). Our results indicate that under this 
DMF-mediated induction,  Ca2+ signaling, phospholi-
pase C (PLC-E), and cellular permeability participate in 
cellulase over-production. First, DMF stimulates a sig-
nificant increase in levels of cytosolic  Ca2+ and triggers 
 Ca2+-CRZ1 signaling to induce transcription of cellu-
lase genes. Second, DMF enhances cellulase produc-
tion by increasing the cellular permeability of T. reesei 
mycelia. This study may provide new insights into the 
mechanism underlying cellulase induction and lead to 
the discovery of novel inducers for cellulase produc-
tion. Our research suggests DMF wastewater as an ideal 
additive in industrial applications, as this will facilitate 
both cellulase overexpression and wastewater reuse.

Fig. 7 Mechanistic model of DMF induction of cellulase overexpression in T. reesei. DMF promotes a cytosolic  Ca2+ burst that activates calcium 
signaling, which in turn is required for cellulase overexpression. The effects of adding EGTA and  LaCl3 suggest that extracellular  Ca2+ and  Ca2+ 
channels are responsible for the cytosolic  Ca2+ burst and cellulase production induced by DMF. Deletion of crz1 confirmed that calcium signaling 
plays a dominant role in DMF-induced cellulase production. Deletion of plc-e implied that PLC-E is involved in  Ca2+ signal transduction induced 
by DMF. Additionally, the cell permeability of T. reesei mycelia increased after treatment with DMF, which is beneficial for cellulase secretion. Solid 
arrows indicate data supported by our own experiments
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Methods
Strains and growth conditions
Escherichia coli DH5α was used for plasmid ampli-
fication. T. reesei QM6a (ATCC 13631) and Rut-C30 
(ATCC 56765) were used for the studies. E. coli was 
cultured in Luria broth (LB) medium, and Mandels’ 
medium [54] was used for general fungal culture. All 
strains of T. reesei were maintained on potato dextrose 
agar (PDA) plates at 28 °C. All strains were cultured in 
the dark.

Minimal medium (MM) (Urea 0.3  g/L;  (NH4)2SO4 
5  g/L;  KH2PO4 15  g/L;  MgSO4 0.6  g/L;  CaCl2 0.6  g/l; 
 FeSO4·7H2O 5  mg/L;  ZnSO4·7H2O 1.4  mg/L; 
 CoCl2·6H2O 2 mg/L; pH 5.5) [18] with 2% glucose was 
used to assess the effect of DMF on hyphal growth. The 
effects of DMF on cellulase activity, protein concen-
trations, and gene expression levels were determined 
by medium replacement experiments performed as 
described previously [18], with the addition of 0–2% 
DMF or 1% DMSO.

Analysis methods
Fungal hyphal growth assays were performed as 
described by Chen et  al. [18]. For enzymatic activ-
ity, protein concentration, and biomass assays, culture 
supernatants and mycelia were subjected to testing 
as described by Chen et  al. [18]. Fungal pNPCase and 
CMCase activities were measured according to the 
method described by Wang et  al. [55]. Protein con-
centrations, biomass concentrations, and gene expres-
sion levels were measured according to the methods 
described by Chen et  al. [18]. The SDS-PAGE analy-
sis was performed on 12% Tris–HCl polyacrylamide 
gels using 10 μL of cell cultures treated after 4 days of 
cultivation.

RNA isolation and RT‑qPCR
Similar to previous reports [18], RT-qPCR was used 
to analyze the transcriptional levels of egl1 (encod-
ing endoglucanase I), egl2 (encoding endoglucanase 
II), cbh1 (encoding cellobiohydrolase I), cbh2 (encod-
ing cellobiohydrolase II), xyr1 (encoding main factor 
XYR1), calmodulin (cam, GenBank: ACZ26150.1), cal-
cineurin (cna1, GenBank: EGR49476.1), and calcineu-
rin-responsive zinc finger transcription factor 1, (crz1, 
Trire2: 36391) using the  2−ΔΔCt method. The sequences 
of the primers applied to analyze egl1, egl2, cbh1, cbh2, 
xyr1, cam, cna1, and crz1 have been described else-
where [18]. The sequences of the primers used to ana-
lyze plc-e are described in Additional file 11: Table S4. 
Gene expression levels were normalized to those of the 
sar1 gene [56].

Transcriptome analysis
Mycelia were harvested by filtration and centrifugation 
from cultures grown for 36 h on liquid MM containing 
1% Avicel as the sole carbon source with 0 or 1% DMF 
supplementation. All of the mycelia of the wild-type 
(parental strain QM6a with 0% DMF supplementation, 
prepared in duplicate) and DMF (parental strain QM6a 
with 1% DMF supplementation, prepared in duplicate) 
were pooled, resulting in four samples, which were 
sent to a megagenomics company (Beijing, China) for 
library preparation and sequencing. The sequence reads 
were mapped to the T. reesei reference genome (http://
genom e.jgi.doe.gov/Trire 2/Trire 2.home.html) for bio-
informatic analysis. The raw whole transcriptome 
shotgun sequencing data and the related protocols are 
available at the NCBI SRA web site (https ://www.ncbi.
nlm.nih.gov/sra/PRJNA 51036 6) under accession num-
ber PRJNA510366.

Chemical treatments
EGTA (a putative extracellular  Ca2+ chelator) and  LaCl3 
(a plasma membrane  Ca2+ channel blocker) were pur-
chased from Aladdin (Shanghai, China). A final concen-
tration of 5 mM was used for EGTA and  LaCl3 in the T. 
reesei cultures.

Free cytosolic  Ca2+ labeling and detection
Ca2+ concentrations were assessed according to a previ-
ously described method [18]. For the fluorescence assay, 
the mycelia were stained with Flu-3AM (50 μM final con-
centration) (Sigma) at 37  °C for 30  min to visualize the 
amount of cytoplasmic  Ca2+ in T. reesei. Then, the myce-
lial were washed three times with phosphate-buffered 
saline (PBS) to remove excess fluorophore. The images 
of Fluo-3 AM-labeled cells were viewed using an S Plan 
Fluor ELWD 20× with a 0.5 numerical aperture objec-
tive and digital sight camera on an Eclipse Ti inverted 
microscope system (Ti-E, Nikon, Japan) and a FITC fil-
ter (420–490 nm band-pass excitation filter and 535-nm 
emission filter). Average fluorescence intensity was quan-
tified using NIS-Elements F package software.

Intracellular  Ca2+ concentrations were measured by 
inductively coupled plasma mass spectrometry (ICP-
MS), as described for Ganoderma lucidum by Xu [17] 
and Chen [18]. Five milliliter of culture liquid were col-
lected at 48 h after transfer to a fresh medium with 0 or 
1% DMF and subjected to filtration. Mycelia were washed 
with distilled water to remove any nonspecifically bound 
 Ca2+ and then digested with 1 mL 68%  HNO3. The mix-
ture was collected via centrifugation at 12,000×g for 
5  min. The supernatant was then filtered through a 

http://genome.jgi.doe.gov/Trire2/Trire2.home.html
http://genome.jgi.doe.gov/Trire2/Trire2.home.html
https://www.ncbi.nlm.nih.gov/sra/PRJNA510366
https://www.ncbi.nlm.nih.gov/sra/PRJNA510366


Page 15 of 17Chen et al. Biotechnol Biofuels           (2019) 12:36 

0.22-μm membrane and diluted with 1%  HNO3 to meas-
ure intracellular  Ca2+ concentration. The final intracellu-
lar  Ca2+ concentration was shown as μmol/g biomass.

Cell permeability measurement
Cell permeability was measured according to the meth-
ods reported in Yan et al. [37], with some modifications. 
In brief, a 2, 3, 4-day culture of T. reesei in liquid MM 
containing 1% Avicel as the sole carbon source with the 
addition of 0–2% DMF or 1% DMSO were collected for 
subsequent experiments. The mycelia were filtered and 
then washed in distilled water at least three times to 
remove any extracellular substances. Each treatment 
group was divided into two, and in one group the electric 
conductivity of samples was measured at 0 and 3 h (C0 h 
and C0  h, respectively) and in the other samples were 
heated in a boiling water bath for 30 min to completely 
destroy the cells (Cdie). Electrical conductivity of samples 
in both groups was measured using a conductivity meter 
and was calculated as the ratio of conductivities 
((

C3 h−C0 h

Cdie

)

× 100%

)

 of both groups. The changes in the 
ratio of conductivities indicated changes of cell 
permeability.

Statistical analysis
All experimental data were obtained from at least three 
independent samples with identical or similar results. 
The error bars indicate standard deviations (SD) from the 
mean of triplicates. Student’s t test was used to compare 
two samples. Duncan’s multiple-range test was used for 
multiple comparisons. Within each set of experiments, 
p < 0.05 was considered a significant difference.

Additional files

Additional file 1: Figure S1. Effects of the addition of DMSO on cellulase 
production in T. reesei Rut-C30. a, b The effects of DMSO on CMCase 
activity (a) and pNPCase activity (b) of T. reesei Rut-C30. Blue bar, no DMSO 
added; orange bar, 1% (v/v) DMSO was added to the medium; red bar, 
1% (v/v) DMF was added to the medium. Values are the mean ± SD of the 
results from three independent experiments. Asterisks indicate significant 
differences (*p < 0.05, Student’s t test).

Additional file 2: Figure S2. Microscopic assessment of the effects of 
DMF on the hyphal growth of T. reesei QM6a. The hyphae cultured in liquid 
Mandels’ medium were collected for microscopic assessment to detect 
the state of cells. The bars are 10 μm. 0% DMF, no DMF was added to the 
medium; 1% DMF, 1% DMF was added to the medium.

Additional file 3: Figure S3. Effects of DMF on the transcriptional levels 
of cellulase-encoding genes in T. reesei QM6a. a–d. Effect of DMF on the 
transcriptional levels of cbh1 (a), cbh2 (b), egl1 (c), and egl2 (d). Blue bar, no 
DMF was added to the medium; red bar, 1% (v/v) DMF was added to the 
medium. Values are the mean ± SD of the results from three independ-
ent experiments. Asterisks indicate significant differences from untreated 
strains (*p < 0.05, Student’s t test).

Additional file 4: Table S1. Sequencing statistics for whole transcriptome 
shotgun sequencing results from this study.

Additional file 5: Figure S4. Biological replicates used for the whole 
transcriptome shotgun sequencing analysis. Graphs representing the 
Pearson correlation between biological replicates of each sample. A high 
Pearson correlation was obtained demonstrating the reliability of whole 
transcriptome shotgun sequencing analysis (r2 ≥ 0.78).

Additional file 6: Figure S5. Volcano plot and GO enrichment analysis 
of up- and down-regulated genes of strains treated with 0% or 1% DMF. 
a. Volcano plot for differences in genes expression with 0% or 1% DMF. 
Red dots indicate significantly upregulated genes; green dots indicate 
significantly down-regulated genes; gray dots indicate non-significantly 
different gene expression. b. The enriched GO terms indicate biological 
processes, cellular components, and molecular functions in T. reesei. The y 
axis represents the enriched GO terms, and the x axis represents the num-
ber of differentially expressed genes in the term. Control: parental strain 
QM6a with 0% DMF supplementation; Sample 2: parental strain QM6a 
with 1% DMF supplementation.

Additional file 7: Table S2. Genes that are significantly up- or down-reg-
ulated in T. reesei QM6a with 1% DMF supplementation when compared 
with no DMF supplementation.

Additional file 8: Table S3. Whole transcriptome shotgun sequencing 
data and RT-qPCR verification of plc-e gene expression with 0 or 1% DMF 
added to cultures.

Additional file 9. Construction of Δplc-e strains and effect of PLC-E on 
DMF-induced cellulase overexpression.

Additional file 10: Figure S6. Effects of DMF analogs on cellulase 
production in T. reesei QM6a. The effects of DMF analogs on pNPCase/
biomass activity of T. reesei QM6a. Blue bar, no treatment; red bar, 1% (v/v) 
DMF was added to the medium; purple bar, 1% (v/v) N-methylformamide 
was added to the medium; orange bar, 1% (v/v) DMSO was added to 
the medium; green bar, 1% v/v N,N-dimethylamine was added to the 
medium; pink bar, 1% v/v N,N-dimethylacetamide was added to the 
medium. Values are the mean ± SD of the results from three independ-
ent experiments. Asterisks indicate significant differences from the CK 
(*p < 0.05, Student’s t test).

Additional file 11: Table S4. Primers used in this study.

Authors’ contributions
WW initiated, designed, and coordinated the study, supported the research 
funding, and reviewed the manuscript. YC planned and performed experi-
ments and measurements and interpreted experimental data. CW performed 
some experiments. YS, YM, and DW provided useful advice. All authors read 
and approved the final manuscript.

Acknowledgements
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Availability of data and materials
All data generated or analyzed during this study are included in this published 
article and its additional information files.

Consent for publication
Not applicable.

Ethics approval and consent to participate
Not applicable.

Funding
This research was supported by the National Natural Science Foundation of 
China [No. C010302-31500066].

https://doi.org/10.1186/s13068-019-1375-1
https://doi.org/10.1186/s13068-019-1375-1
https://doi.org/10.1186/s13068-019-1375-1
https://doi.org/10.1186/s13068-019-1375-1
https://doi.org/10.1186/s13068-019-1375-1
https://doi.org/10.1186/s13068-019-1375-1
https://doi.org/10.1186/s13068-019-1375-1
https://doi.org/10.1186/s13068-019-1375-1
https://doi.org/10.1186/s13068-019-1375-1
https://doi.org/10.1186/s13068-019-1375-1
https://doi.org/10.1186/s13068-019-1375-1


Page 16 of 17Chen et al. Biotechnol Biofuels           (2019) 12:36 

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.

Received: 2 November 2018   Accepted: 8 February 2019

References
 1. Somerville C, Youngs H, Taylor C, Davis SC, Long SP. Feedstocks for ligno-

cellulosic biofuels. Science. 2010;329:790–2.
 2. Kubicek CP, Kubicek EM. Enzymatic deconstruction of plant biomass by 

fungal enzymes. Curr Opin Chem Biol. 2016;35:51–7.
 3. Liu G, Zhang J, Bao J. Cost evaluation of cellulase enzyme for industrial-

scale cellulosic ethanol production based on rigorous Aspen Plus 
modeling. Bioproc Biosyst Eng. 2016;39:133–40.

 4. Bomble YJ, Lin CY, Amore A, Wei H, Holwerda EK, Ciesielski PN, Donohoe 
BS, Decker SR, Lynd LR, Himmel ME. Lignocellulose deconstruction in the 
biosphere. Curr Opin Chem Biol. 2017;41:61–70.

 5. Bischof RH, Ramoni J, Seiboth B. Cellulases and beyond: the first 70 years 
of the enzyme producer Trichoderma reesei. Microb Cell Fact. 2016;15:106.

 6. Derntl C, Kluger B, Bueschl C, Schuhmacher R, Mach RL, Machaigner AR. 
Transcription factor xpp1 is a switch between primary and secondary 
fungal metabolism. Proc Natl Acad Sci USA. 2017;114:E560.

 7. Häkkinen M, Arvas M, Oja M, Aro N, Penttilä M, Saloheimo M, Pakula TM. 
Re-annotation of the CAZy genes of Trichoderma reesei and transcrip-
tion in the presence of lignocellulosic substrates. Microb Cell Fact. 
2012;11:134.

 8. Machaigner AR, Pucher ME, Steiger MG, Bauer GE, Preis SJ, Mach RL. 
Transcriptional regulation of xyr1, encoding the main regulator of the 
xylanolytic and cellulolytic enzyme system in Hypocrea jecorina. Appl 
Environ Microbiol. 2008;74:6554.

 9. Kubicek CP, Mikus M, Schuster A, Schmoll M, Seiboth B. Metabolic 
engineering strategies for the improvement of cellulase production by 
Hypocrea jecorina. Biotechnol Biofuels. 2009;2:19.

 10. Mandels M, Parrish FW, Reese ET. Sophorose as an inducer of cellulase in 
Trichoderma viride. J Bacteriol. 1962;83:400.

 11. Huang TT, Wages JM. New-to-nature sophorose analog: a potent inducer 
for gene expression in Trichoderma reesei. Enzyme Microb Technol. 
2016;85:44–50.

 12. Wang Z, An N, Xu W, Zhang W, Meng X, Chen G, Liu W. Functional charac-
terization of the upstream components of the Hog1-like kinase cascade 
in hyperosmotic and carbon sensing in Trichoderma reesei. Biotechnol 
Biofuels. 2018;11:97.

 13. Chen L, Zou G, Wang J, Wang J, Liu R, Jiang Y, Zhao G, Zhou Z. Charac-
terization of the  Ca2+-responsive signaling pathway in regulating the 
expression and secretion of cellulases in Trichoderma reesei Rut-C30. Mol 
Microbiol. 2016;100:560–75.

 14. Thewes S. Calcineurin-Crz1 signaling in lower eukaryotes. Eukaryot Cell. 
2014;13:694–705.

 15. Anraku Y, Ohya Y, Iida H. Cell cycle control by calcium and calmodulin in 
Saccharomyces cerevisiae. Biochim Biophys Acta. 1991;1093:169–77.

 16. Catalano A, O’Day DH. Calmodulin-binding proteins in the model 
organism Dictyostelium: a complete & critical review. Cell Signal. 
2008;20:277–91.

 17. Liu R, Shi L, Zhu T, Yang T, Ren A, Zhu J, Zhao MW. Cross-talk between 
nitric oxide and calcium-calmodulin regulate ganoderic acid biosyn-
thesis in Ganoderma lucidum under heat stress. Appl Environ Microbiol. 
2018;84:AEM-00043-18.

 18. Chen Y, Shen Y, Wang W, Wei D.  Mn2+ modulates the expression of cellu-
lase genes in Trichoderma reesei Rut-C30 via calcium signaling. Biotechnol 
Biofuels. 2018;11:54.

 19. Bootman MD, Lipp P, Berridge MJ. The organisation and functions of local 
 Ca2+ signals. J Cell Sci. 2001;114:2213–22.

 20. Bootman MD, Berridge MJ, Roderick HL. Calcium signalling: more mes-
sengers, more channels, more complexity. Curr Biol. 2002;12:563–5.

 21. Kader MA, Lindberg S. Cytosolic calcium and pH signaling in plants under 
salinity stress. Plant Signal Behav. 2010;5:233–8.

 22. Saidi Y, Finka A, Goloubinoff P. Heat perception and signalling in plants: a 
tortuous path to thermotolerance. New Phytol. 2011;190:556–65.

 23. Cyert MS. Calcineurin signaling in Saccharomyces cerevisiae: how 
yeast go crazy in response to stress. Biochem Biophys Res Commun. 
2003;311:1143–50.

 24. Clapham DE. Hot and cold TRP ion channels. Science. 2002;295:2228–9.
 25. Mckemy DD, Neuhausser WM, Julius D. Identification of a cold receptor 

reveals a general role for TRP channels in thermosensation. Nature. 
2002;416:52–8.

 26. Xu H, Ramsey IS, Kotecha SA, Moran MM, Chong JA, Lawson D, et al. 
TRPV3 is a calcium-permeable temperature-sensitive cation channel. 
Nature. 2002;418:181–6.

 27. Stevenson MA, Calderwood SK, Hahn GM. Rapid increases in inositol 
trisphosphate and intracellular  Ca2+, after heat shock. Biochem Biophys 
Res Commun. 1986;137:826–33.

 28. Hirose K, Kadowaki S, Mao T, Takeshima H, Iino M. Spatiotemporal dynam-
ics of inositol 1,4,5-trisphosphate that underlies complex  Ca2+ mobiliza-
tion patterns. Science. 1999;284:1527–30.

 29. Hanson CJ, Bootman MD, Roderick HL. Cell signalling: IP3 receptors chan-
nel calcium into cell death. Curr Biol. 2004;14:R933–5.

 30. Felix H. Permeabilized cells. Anal Biochem. 1982;120:211–34.
 31. Zhong JJ, Meng XD, Zhang YH, Liu S. Effective release of ginseng 

saponin from suspension cells of Panax notoginseng. Biotechnol Tech. 
1997;11:241–4.

 32. Takeshige K, Ouchi K. Reconstruction of ethanol fermentation in per-
meabilized cells of the yeast Saccharomyces cerevisiae. J Ferment Bioeng. 
1995;79:11–6.

 33. Bao RM, Yang HM, Yu CM, Zhang WF, Tang JB. An efficient protocol to 
enhance the extracellular production of recombinant protein from 
Escherichia coli by the synergistic effects of sucrose, glycine, and Triton 
X-100. Protein Expr Purif. 2016;126:9–15.

 34. Li Z, Gu Z, Wang M, Du G, Wu J, Chen J. Delayed supplementation of gly-
cine enhances extracellular secretion of the recombinant α-cyclodextrin 
glycosyltransferase in Escherichia coli. Appl Microbiol Biotechnol. 
2010;85:553–61.

 35. Stranks DW, Bieniada J. Effect of phenethyl alcohol and other organic 
substances on cellulase production. Mycopathologia. 1975;55:57–63.

 36. Nisha KN, Devi V, Varalakshmi P, Ashokkumar B. Biodegradation and uti-
lization of dimethylformamide by biofilm forming Paracoccus sp. strains 
MKU1 and MKU2. Bioresour Technol. 2015;188:9–13.

 37. Yan F, Xu S, Guo J, Chen Q, Meng Q, Zheng X. Biocontrol of post-harvest 
Alternaria alternata decay of cherry tomatoes with rhamnolipids and pos-
sible mechanisms of action. J Sci Food Agric. 2015;95:1469–74.

 38. Schmoll M. The information highways of a biotechnological workhorse-
signal transduction in Hypocrea jecorina. BMC Genomics. 2008;9:430.

 39. Takahashi A, Camacho P, Lechleiter JD, Herman B. Measurement of intra-
cellular calcium. Physiol Rev. 1999;79:1089–125.

 40. Arino J, Ramos J, Sychrova H. Alkali metal cation transport and homeosta-
sis in yeasts. Microbiol Mol Biol Rev. 2010;74:95–120.

 41. Yamamoto N. Effect of dimethyl sulfoxide on cytosolic ionized calcium 
concentration and cytoskeletal organization of hepatocytes in a primary 
culture. Cell Struct Funct. 1989;14:75–85.

 42. Lang RJ, Hashitani H, Tonta MA, Suzuki H, Parkington HC. Role of  Ca2+ 
entry and  Ca2+ stores in atypical smooth muscle cell autorhythmicity in 
the mouse renal pelvis. Br J Pharmacol. 2007;152:1248–59.

 43. Andberg M, Penttilä M, Saloheimo M. Swollenin from Trichoderma reesei 
exhibits hydrolytic activity against cellulosic substrates with features 
of both endoglucanases and cellobiohydrolases. Bioresour Technol. 
2015;181:105–13.

 44. Li XL, Špániková S, Vries RPD, Biely P. Identification of genes encoding 
microbial glucuronoyl esterases. FEBS Lett. 2007;581:4029–35.

 45. Li C, Lin F, Zhou L, Qin L, Li B, Zhou Z, Jin M, Chen Z. Cellulase hyper-
production by Trichoderma reesei mutant SEU-7 on lactose. Biotechnol 
Biofuels. 2017;10:228.

 46. Ivanova C, Baath JA, Seiboth B, Kubicek CP. Systems analysis of lactose 
metabolism in Trichoderma reesei identifies a lactose permease that is 
essential for cellulase induction. PLoS ONE. 2013;8:e62631.

 47. Persson I, Tjerneld F, Hahnhagerdal B. Fungal cellulolytic enzyme produc-
tion: a review. Process Biochem. 1991;26:65–74.

 48. Wang X, Chen J, Quinn P. Reprogramming microbial metabolic pathways. 
Amsterdam: Springer; 2012.



Page 17 of 17Chen et al. Biotechnol Biofuels           (2019) 12:36 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your research ?  Choose BMC and benefit from: 

 49. Kennedy GL Jr. Biological effects of acetamide, formamide, and their 
monomethyl and dimethyl derivatives. Crit Rev Toxicol. 1986;17:129–82.

 50. Dziewit L, Dmowski M, Baj J, Bartosik D. Plasmid pAMI2 of Paracoccus 
aminophilus JCM 7686 carries N, N-dimethylformamide degradation-
related genes whose expression is activated by a LuxR family regulator. 
Appl Environ Microbiol. 2010;76:1861–9.

 51. Faust G, Stand A. IPTG can replace lactose in auto-induction media to 
enhance protein expression in batch-cultured Escherichia coli. Eng Life 
Sci. 2015;15:824–9.

 52. Kong Z, Li L, Li YY. Characterization and variation of microbial community 
structure during the anaerobic treatment of N,N-dimethylformamide-
containing wastewater by UASB with artificially mixed consortium. 
Bioresour Technol. 2018;268:434–44.

 53. Swaroop S, Sughosh P, Ramanathan G. Biomineralization of N,N-
dimethylformamide by Paracoccus sp. strain DMF. J Hazard Mater. 
2009;171:268–72.

 54. Mandels M, Weber J. The production of cellulases. Cellulases and their 
applications. Washington, DC: American Chemical Society; 1969. p. 
391–414.

 55. Wang M, Zhang M, Li L, Dong Y, Jiang Y, Liu K, Zhang R, Jiang B, Niu K, 
Fang X. Role of Trichoderma reesei mitogen-activated protein kinases 
(MAPKs) in cellulase formation. Biotechnol Biofuels. 2017;10:99.

 56. Steiger MG, Mach RL, Mach-Aigner AR. An accurate normalization strat-
egy for RT-qPCR in Hypocrea jecorina (Trichoderma reesei). J Biotechnol. 
2010;145:30–7.


	N,N-dimethylformamide induces cellulase production in the filamentous fungus Trichoderma reesei
	Abstract 
	Background: 
	Results: 
	Conclusions: 

	Background
	Results
	Chance discovery of an increase in cellulase activity with the addition of DMF
	DMF was confirmed to increase cellulase production in T. reesei
	DMF increases permeability of T. reesei mycelia
	DMF induces cellulase gene overexpression in T. reesei
	Whole transcriptome shotgun sequencing (RNA-seq) provides new insights into cellulase overexpression induced by DMF
	DMF induces cytosolic Ca2+ accumulation and calcium signal transduction in T. reesei
	The cytosolic Ca2+ burst induced by DMF mediates overexpression of cellulase
	DMF induces cellulase overexpression via calcium signaling
	Combining DMF and Mn2+ can significantly enhance cellulase production in T. reesei Rut-C30

	Discussion
	Conclusions
	Methods
	Strains and growth conditions
	Analysis methods
	RNA isolation and RT-qPCR
	Transcriptome analysis
	Chemical treatments
	Free cytosolic Ca2+ labeling and detection
	Cell permeability measurement
	Statistical analysis

	Authors’ contributions
	References




