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There are extraordinary reports from several labo�
ratories on selection of Saccharomyces cerevisiae
strains utilizing inulin [1–6] and, according to a num�
ber of authors, possessing inulinase, a specific enzyme
hydrolyzing inulin. Although β�fructosidases (inver�
tases) of Saccharomyces yeasts have been under study
for over 150 years, detection of another β�fructosidase
with inulinase activity has never been reported. In this
review, we summarize the literature data to attribute
the so�called inulinase activity in S. cerevisiae to over�
expression of the common invertase.

Inulin is a polysaccharide consisting of several
fructose residues linked by a β�1,2 bond. It is widely
used in medicine, the food industry, and biotechnol�
ogy [7, 8]. Inulin�rich raw materials, such as girasol
(Helianthus tuberosus), inula (Inula helenium), arti�
choke (Cynara species), dahlia (Dahlia species), chic�
ory (Cichorium species), asparagus (Asparagus racemo�
sus), yacon (Smallanthus sonchifolius), and blue agave
(Agave tequilana), can replace starch, glucose, mal�
tose, and sucrose in fermentation processes after
hydrolysis by a specific β�fructosidase (inulinase). The
reference yeast inulinase is produced by the represen�
tatives of the genus Kluyveromyces, in particular,
K. marxianus (syn. K. cicerisporus, K. fragilis, and
K. marxianus var. bulgaricus) [9, 10]. Since these yeasts
are not traditional for food biotechnology, the well�
proven S. cerevisiae could be more appropriate for
food and medical applications. However, their inver�
tase hydrolyses inulin at a low rate. Are there ways to
overcome these difficulties? Genetics of S. cerevisiae
β�fructosidase can answer this question.

POLYMERIC β�FRUCTOSIDASE GENES SUC 
AND REGULATION OF THEIR EXPRESSION

It is well�known that S. cerevisiae, as well as its sib�
ling species S. arboricola, S. bayanus, S. cariocanus,
and S. mikitae, do not consume inulin; S. kudriavzevii
is an exception [11]. As we have already noted, inver�
tase hydrolyzes inulin at a low rate and therefore can�
not provide for the growth of these yeasts on inulin.

Numerous studies conducted in many laboratories
revealed β�fructosidase of S. cerevisiae to be encoded
by polymeric cumulative very closely related SUC
genes (SUC1–SUC5 and SUC7–SUC10) located in
telomeric mobile regions of a number of chromosomes
[12–16]. Two mRNAs (1.9 and 1.8 kb�long) differing
by their 5'�ends are transcribed from each SUC gene.
Only the larger mRNA encodes the signal peptide that
determines secretion of the glycosylated invertase
dominating by its content and function, while the
smaller mRNA encodes a minor intracellular invertase
with unknown role [17].

All S. cerevisiae strains possess an active SUC2 gene
or, rarely, a silent sequence (pseudogene) suc20 [16, 18,
19]. Cultured S. cerevisiae strains, in contrast to envi�
ronmental isolates, contain different sets of SUC genes
[20–22]. No special SUC genes with inulinase activity
have been discovered. Nevertheless, a priori one can
state that a dramatic increase in invertase content may
lead to rapid degradation of inulin and yeast growth on
it. Clearly, S. cerevisiae growth on inulin should
depend on the regulation of β�fructosidase synthesis.
There are several ways to induce overexpression of the
SUC genes. As early as at the dawn of enzymology,
Willstatter [23] proposed a method to enrich brewing
yeasts with invertase by slowly supplementing their
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biomass with sucrose. Numerous subsequent studies
demonstrated β�fructosidase synthesis in most S. cer�
evisiae strains to depend on catabolite repression by
the products of sucrose hydrolysis, glucose and/or
fructose. In one of the first works on the mutants not
sensitive to catabolite repression, these two�step UV
mutants were shown to be capable of growth on raffi�
nose synthesizing 20–30 times more invertase than the
initial yeast. Invertase made up 1–2% of the total cell
protein [24]. In another example, in drg2 mutants with
low sensitivity to catabolite repression obtained using
chemical mutagens (nitrosoguanidine and ethyl meth�
anesulfonate), invertase overproduction was also
noted; the initial strain was of the DGR2 SUC3 geno�
type [25]. Six genes (SNF1–SNF6) responsible for
glucose repression of the SUC loci have been identified
[26, 27]. Suppressor ssn6 mutation of a mutant snf1
allele leads to constitutive (not sensitive to glucose)
high level of invertase synthesis in strains of the SUC2
genotype. Even higher level of synthesis was reached in
yeasts of the ssn6�1 SNF1 SUC2 genotype, which was
almost twice that of the wild type yeast (SSN6 SNF1
SUC2) under conditions of glucose derepression and
300�fold under repression with glucose [28]. Existence
of a regulatory region close to the sequence encoding
β�fructosidase has been demonstrated by the example
of the SUC2 locus, for the first time [29]. The product
of the SSN6 gene is a repressor of the SUC2 gene.

Deletions in the regulatory region lead to derepres�
sion of invertase synthesis. The low 10% level of inver�
tase synthesis by the SUC7 strain, if compared to the
SUC2 strain at the same genetic background, can be
caused by differences in the regulatory region [30].
Further studies [31, 32] also demonstrated a connec�
tion between the regulatory elements and invertase
production. Two different types of TATA boxes were
identified: the more actively expressed genes (SUC1,
SUC2, and SUC4) had TATAAA sequence, while the
less actively expressed genes (SUC3, SUC5, and SUC7)
had the TACAAA sequence. Transformation of the
strains possessing different SUC genes with plasmids
containing multiple copies of the regulatory regions of
the SUC4 gene can increase invertase activity under
conditions of both repression and derepression [33].

S. CEREVISIAE MUTANT CAN UTILIZE 
INULIN

An important genetic work of Grossman [34] on
isolation of S. cerevisiae mutants utilizing inulin is lit�
tle known, since it had been published as an abstract in
a difficult to access source and has become available
online only recently (http://www.uwo.ca/biology/
YeastNewsletter/Index.html).

Let us cite the relevant part of the report [34]: “A
new gene SUC7 has been identified. It is present in a
silent form in all strains studied so far. Active mutant
alleles can be induced by UV irradiation and then
selected as raffinose fermenters in the case of suc0

strains (no invertase made) or as inulin utilizers in.
e.g., SUC4 strains. … Inulin cannot be utilized suffi�
ciently well to support growth of our raffinose fer�
menting strains. Therefore, it is possible to select
mutants utilizing inulin efficiently. This way, it was
hoped to isolate mutants with regulatory effects
increasing the formation of invertase. In fact, a domi�
nant mutant was found which formed on a raffinose
medium 18–20 units of invertase, whereas the parent
SUC4 strain had only 4–6. The inulin�utilizing mutant
was a double mutant with an additional active SUC7�
allele and another mutation leading to the excretion of
large amounts of invertase already during log�phase.”
Thus, Grossman clearly indicated that a mutant with
overexpression of invertase may be obtained by selec�
tion according to growth on the medium containing
inulin. It should be noted that this method had a pro�
totype. Inulinase principle of selection for invertase
overproducers is the same as on the medium with raffi�
nose in the presence of 2�deoxy�D�glucose (2�DG)
[25]. The trisaccharide raffinose is also a β�fructoside,
which may be hydrolyzed by invertase to fructose and
a disaccharide melibiose. However, raffinose has low
affinity to invertase, compared to sucrose, and addi�
tional 2�DG inhibition of invertase synthesis blocks
raffinose fermentation [25, 35]. Therefore, the drg
mutants capable of growth on raffinose in the presence
of 2�DG exhibited overproduction of invertase
[25, 26].

Let us analyze the relevant publications on indus�
trial selection strains capable of growth on inulin, tak�
ing into account genetic control overexpression of the
SUC genes in S. cerevisiae. The patent [1] reports a
summary on the development of an Inu+ mutant
(VGSh�2) using a combination of UV irradiation and
chemical mutagen treatment in the XII race of S. cer�
evisiae. In the VGSh�2 mutants, a 2.5–3�fold increase
in β�fructosidase activity and the ability to synthesize
inulinase were noted. In a subsequent publication by
the authors [2], synthesis of endoinulinase by the pro�
ducer and isolation of the enzyme were reported. The
presented data on enzyme isolation contained no
information on the separation of inulinase and inver�
tase activity. The XII race, which was obtained from
the All�Russian Collection of Microorganisms
(VKM) in Pushchino, Russia, presumably under the
number VKM Y�1169 was used as a starting strain.
Earlier [22], we used molecular karyotyping and sub�
sequent Southern hybridization of the SUC2 probe
with chromosomal DNA to determine the genotype of
the strain as SUC1 SUC2 SUC7 SUC8. Importantly,
distiller’s strains in general have many SUC genes [21,
22]. The genotype of the XII race makes it possible to
expect its high invertase activity, which, obviously, can
become still further in the regulatory gene mutants.

Strain G of baker’s yeast S. cerevisiae ZS was
selected on a selection medium [3]. Strain G is capable
of growth on medium with inulin as a single carbon
source. Moreover, unlike the previous strain VGSh�2
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[1, 2], strain G could ferment inulin. Growing of
strain G on various carbon sources (glucose, sucrose,
and inulin) demonstrated the constitutive synthesis of
β�fructosidase. According to the work [36], many SUC
genes are present in S. cerevisiae baker’s yeast; it is
therefore not surprising that the authors [3] easily iso�
lated the variant growing on inulin under selection
conditions.

RARE ENVIRONMENTAL STRAINS 
FERMENTING INULIN

Recently, yeasts capable of active utilization of
polyfructosides with different degrees of polymeriza�
tion have been discovered among non�industrial
S. cerevisiae strains [4–6]. The aim of the search for
such yeasts was to find ethanol producers for fermen�
tation of inulin�containing raw materials. Here it
should be noted that girasol, as well as other plants,
contains both low molecular weight crystal polyfruc�
tosides and high molecular weight polyfructosides,
including inulin. In general, a series of polyfructoside
homologues of increasing molecular weight occurs in
plants. For example, β�levulin, secalin, and graminin
contain two, four, and ten fructose residues, respec�
tively. There are also irisin, asparagosin, etc. [37].

The KCCM 50549 strain, which, in contrast to
strain NCYC 625 utilizing only polyfructosides con�
taining up to six fructose residues (easily available for
hydrolysis by common invertase), was capable of uti�
lizing most of artichoke fructosides containing up to
15 fructose residues, was discovered in South Korea
[4]. The KCCM 50549 inulin�fermenting strain,
according to the authors, formed 1.6 times more etha�
nol from raw artichoke than the NCYC 625 strain.
Ethanol yield in a 5�L fermenting vessel was 36.2 g/L
in 36 h; polyfructosides conversion to ethanol was 70%
of the theoretically expected value.

Screening of the collection of S. cerevisiae strains
isolated in China from various environmental sources
(totaling 65) resulted in discovery of four strains utiliz�
ing inulin: JZIC, BJL3, BJL7, and TABL2 [38]. Strain
JZIC with the maximum activity on inulin was pro�
posed for fermentation of artichoke polyfructosides.
Molecular genetic techniques were used to prove that
inulin hydrolysis in strain JZIC (CGMCC AS.3878)
was performed by β�fructosidase of the SUC2 gene, an
enzyme hydrolyzing polyfructosides with 20 fructose
residues. Changes in the primary structure of invertase
of the JZIC strain, if compared to the invertase of a
reference strain S288c, did not touch upon the sub�
strate�binding and catalytic domains. The authors
concluded that the specific activity of invertase of
strain JZIC was not associated with the changes in the
SUC2 gene, but rather depended on glycosylation of
the enzyme and/or occurred at the level of regulation
of gene expression. Molecular mechanisms of inulin
hydrolysis in strain JZIC remained unclear. Another
strain, L610, which, in contrast to known strains, was

capable of complete inulin utilization, was discovered
in China [6]. Ethanol yield upon fermentation of arti�
choke polyfructosides by the strain was 40.0 g/L.

To summarize, it may be concluded that none of
the works [1–6] contains proof that the authors dealt
with new inulinase activity. Taking into account the
literature data on regulation of β�fructosidase synthe�
sis, we think that in the works [1–6], regulatory
(induced, spontaneous, or natural) mutations led to
overexpression of invertase providing for the yeast
growth on inulin. Another, less probable mechanism
providing for the yeast adaptation to inulin are muta�
tional changes in the invertase as such, resulting in its
higher affinity to inulin. This happened in the case of
emergence of maltase activity in isomaltase resulting
from a single amino acid replacement [39, 40]. How�
ever, the sizes of the disaccharide maltose and the
polysaccharide inulin are incomparable, and, accord�
ing to their sequences, the homology between true
inulinase and invertase is too low (~70%) [16]. To con�
clude, let us point out the promising use of a food and
forage yeast Candida utilis [41] as a overproducer of
constitutive invertase that obviously should have the
“inulinase activity”.

ACKNOWLEDGMENTS

The review is dedicated to N.S. Kovaleva, who
contributed substantially to the studies of yeast β�fruc�
tosidases. The authors are grateful to D.G. Naumov
and V.I. Kondratieva for their attention to the work.
The study was partially supported by the Russian
Foundation for Basic Research (project no. 14�04�
01262).

REFERENCES

1. Shuvaeva, G.P., Garmanova, E.L., and Mal’tsev, O.Yu.,
RF Patent, no. 2147034, 2000.

2. Rutkovskaya, T.R., Shuvaeva, G.P., and
Korneeva, O.S., Inulinase of Saccharomyces cerevisiae
VGSh�2. Preparative isolation and some physical and
chemical properties, Fundamental’nye issledovaniya,
2010, no. 10, pp. 17–25.

3. Sokolenko, G.G. and Karpechenko, N.A., Inulinase�
active strain Saccharomyces cerevisiae�G, Biotekh�
nologiya, 2013, no. 6, pp. 18–22.

4. Lim, S.�H., Ryu, J.�M., Lee, H., Jeon, J.H., Sok, D.�E.,
and Choi, E.�S., Ethanol fermentation from Jerusalem
artichoke powder using Saccharomyces cerevisiae
KCCM50549 without pretreatment for inulin hydroly�
sis, Bioresour. Technol., 2011, vol. 102, pp. 2109–2111.

5. Wang, S.A. and Li, F.L., Invertase SUC2 is the key
hydrolase for inulin degradation in Saccharomyces cer�
evisiae, Appl. Environ. Microbiol., 2013, vol. 79,
pp. 403–406.

6. Yang, F., Liu, Z., Dong, W., Zhu, L., Chen, X., and
Li, X., Ethanol production using a newly isolated Sac�
charomyces cerevisiae strain directly assimilating intact



MICROBIOLOGY  Vol. 84  No. 2  2015

INVERTASE OVERPRODUCTION MAY PROVIDE FOR INULIN FERMENTATION 133

inulin with high degree of polymerization, Biotechnol.
Appl. Biochem., 2013. Nov 18. doi: 10.1002/bab.1181

7. Chi, Z., Chi, Z., Zhang, T., Liu, G., and Yue, L., Inuli�
nase�expressing microorganisms and applications of
inulinases, Appl. Microbiol. Biotechnol., 2009, vol. 82,
no. 2, pp. 211–220.

8. Neagu, C. and Bahrim, G., Inulinases—a versatile tool
for biotechnology, Innovat. Rom. Food Biotechnol.,
2011, vol. 9, pp. 1–11.

9. Snyder, H.E. and Phaff, H.J., Studies on a beta�fruc�
tosidase (inulinase) produced by Saccharomyces fragi�
lis, Ant. van Leeuvenhoek. J. Microbiol. Serol., 1960,
vol. 26, pp. 433–451.

10. Yurkevich, V.V. and Kovaleva, N.S., Saccharose and
inulinase functions of the active center of β�fructosi�
dase from Kluyveromyces (Saccharomyces) fragilis,
Dokl. Akad. Nauk SSSR, 1972, vol. 207, no. 5,
pp. 1233–1235.

11. Vaughan�Martini, A. and Martini, A., Saccharomyces
Meyen ex Reess (1870), in The Yeasts, A Taxonomic
Study, Kurtzman, C.P., Fell, J.W., and Boekhout, T.,
Eds, Amsterdam: Elsevier, 2011, pp. 733–746.

12. Carlson, M., Celenza, J.L., and Eng, F.J., Evolution of
the dispersed SUC gene family of Saccharomyces by
rearrangements of chromosome telomeres, Mol. Cell.
Biol., 1985, vol. 5, pp. 2894–2902.

13. Naumov, G.I. and Naumova, E.S., Comparative genet�
ics of yeasts. A novel β�fructosidase gene SUC8 in Sac�
charomyces cerevisiae, Russ. J. Genet., 2010, vol. 46,
no. 3, pp. 323–330.

14. Naumov, G.I. and Naumova, E.S., Polygenic control
for fermentation of β�fructosides in the yeast Saccharo�
myces cerevisiae: new genes SUC9 and SUC10, Microbi�
ology (Moscow), 2010, vol. 79, no. 2, pp. 160–166.

15. Hohmann, S. and Zimmermann, F.K., Cloning and
expression on a multicopy vector of five invertase genes
of Saccharomyces, Curr. Genet., 1986, vol. 11, pp. 217–
225.

16. Naumova, E.S., Sadykova, A.Zh., Martynenko, N.N.,
and Naumov, G.I., Molecular polymorphism of β�
fructosidase SUC genes in the yeast Saccharomyces,
Mol. Biol. (Moscow), 2014, vol. 48, no. 4, pp. 572–581.

17. Perlman, D., Halvorson, H.O., and Cannon, L.E.,
Presecretory and cytoplasmic invertase polipeptides
encoded by distinct mRNAs derived from the same
structure gene differ by a signal sequence, Proc. Natl.
Acad. Sci. U. S. A., 1982, vol. 79, pp. 781–785.

18. Oda, Yu., Micumo, D., Leo, F., and Urashima, T., Dis�
crimination of Saccharomyces cerevisiae and Saccharo�
myces paradoxus strains by the SUC2 gene sequences, J.
Gen. Appl. Microbiol., 2010, vol. 56, pp. 355–358.

19. Gozalbo, D. and Hohmann, S., The naturally occur�
ring silent invertase structural gene suc20 contains an
amber stop codon that is occasionally read through,
Mol. Gen. Genet., 1989, vol. 216, pp. 511–516.

20. Naumov, G.I., Naumova, E.S., Sancho, E.D., and
Korhola, M.P., Polymeric SUC genes in natural popu�
lations of Saccharomyces cerevisiae, FEMS Microbiol.
Lett., 1996, vol. 135, pp. 31–35.

21. Ness, F. and Aigle, M., RTM1: a member of a new fam�
ily of telomeric repeated genes in yeast, Genetics, 1995,
vol. 140, pp. 945–956.

22. Naumova, E.S., Sadykova, A.Zh., Martynenko, N.N.,
and Naumov, G.I., Molecular genetic characteristics of
Saccharomyces cerevisiae distillers' yeasts, Microbiology
(Moscow), 2013, vol. 82, pp. 175–185.

23. Willstatter, R., Über Saccharase, Untersuchungen über
Enzyme, Berlin, 1928, B. 1, p. 535.

24. Montenecourt, B.S., Kud, S.�C., and Lampen, J.O.,
Saccharomyces mutants with invertase formation resis�
tant to repression by hexoses, J. Bacteriol., 1973,
vol. 114, no. 1, pp. 233–238.

25. Hackel, R.A. and Khan, N.A., Genetic control of
invertase formation in Saccharomyces cerevisiae II. Iso�
lation and characterization of mutants conferring
invertase hyperproduction in strain EK�6B carrying the
SUC3 gene, Mol. Gen. Genet., 1978, vol. 164, pp. 295–
302.

26. Carlson, M., Osmond, B.C., and Botstein, D.,
Mutants of yeast defective in sucrose utilization, Genet�
ics, 1981, vol. 98, pp. 25–40.

27. Neigeborn, L. and Carlson, M., Genes affecting the
regulation of SUC2 gene expression by glucose repres�
sion in Saccharomyces cerevisiae, Genetics, 1984,
vol. 108, pp. 845–858.

28. Carlson, M., Osmond, B.C., Neigeborn, L., and Bot�
stein, D., A suppressor of snf1 mutations causes consti�
tutive high�level invertase synthesis in yeast, Genetics,
1984, vol. 107, pp. 19–32.

29. Sarokin, L. and Carlson, M., Upstream region required
for regulated expression of the glucose�repressible
SUC2 gene of Saccharomyces cerevisiae, Mol. Cell
Biol., 1984, vol. 4, no. 12, pp. 2750–2757.

30. Sarokin, L. and Carlson, M., Comparison of two yeast
invertase genes: conservation of the upstream regula�
tory region, Nucleic Acids Res., 1985, vol. 13, pp. 6089–
6103.

31. Hohmann, S. and Gozalbo, D., Structural analysis of
the 5' regions of yeast SUC genes revealed analogous
palindromes in SUC, MAL and GAL, Mol. Gen. Genet.,
1988, vol. 211, pp. 446–454.

32. Parets�Soler, A., Base substitutions in the 5' non�cod�
ing regions of two naturally occurring yeast invertase
structural SUC genes cause strong differences in spe�
cific invertase activities, Curr. Genet., 1989, vol. 15,
no. 3, pp. 299–301.

33. Gozalbo, D., Multiple copies of SUC4 regulatory
regions may cause partial de�repression of invertase
synthesis in Saccharomyces cerevisiae, Curr. Genet.,
1992, vol. 21, pp. 437–442.

34. Grossman, M., Genetics of invertase formation, Yeast.
A Newsletter for Persons Interested in Yeast, 1979,
vol. 25, no. 1, pp. 25–26.

35. Zimmermann, F.K. and Shel, I., Mutant of Saccharo�
myces cerevisiae resistant to carbon catabolite repres�
sion, Mol. Gen. Genet., 1977, vol. 154, pp. 75–82.

36. Codón, A.C., Benítez, T., and Korhola, M., Chromo�
somal reorganization during meiosis of Saccharomyces
cerevisiae baker’s yeasts, Curr. Genet., 1997, vol. 32,
pp. 247–259.

37. Kretovich, V.L., Osnovy biokhimii rastenii (Basic
Course in Plant Biochemistry), Moscow: Vyssh.
Shkola, 1971.



134

MICROBIOLOGY  Vol. 84  No. 2  2015

NAUMOV, NAUMOVA

38. Hu, N., Yuan, B., Sun, J., Wang, S.�A., and Li, F.�L.,
Thermotolerant Kluyveromyces marxianus and Saccha�
romyces cerevisiae strains representing potentials for
bioethanol production from Jerusalem artichoke by
consolidated bioprocessing, Appl. Microbiol. Biotech�
nol., 2012, vol. 95, pp. 1359–1368.

39. Yamamoto, K., Nakayama, A., Yamamoto, Y.,
and Tabata, S., Val216 decides the substrate specificity
of α�glucosidase in Saccharomyces cerevisiae, Eur. J.
Biochem., 2004, vol. 271, no. 16, pp. 3414–3420.

40. Naumov, G.I. and Naumoff, D.G., Molecular genetic
differentiation of yeast α�glucosidases: maltase and iso�
maltase, Microbiology (Moscow), 2012, vol. 81, no. 3,
pp. 276–280.

41. Yurkevich, V.V. and Naumov, G.I., Levels of the
enzymes hydrolyzing the sucrose β�fructoside bond
and regulation of their formation in yeasts, Biol. Nauki,
Nauchn. Dokl. Vyssh. Shkoly, 1969, no. 11, pp. 108–
114.

Translated by N. Kuznetsova


