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Abstract Based on the p426 series of expression vectors developed by Mumberg et al. (Gene
156, 119-122, 1995), we have generated a set of plasmids that allow the glucose-dependent
expression of target genes in the yeast, Saccharomyces cerevisiae. The ADHI promoter in
plasmid p426-ADH1 was replaced by the 1-kb 5'-region from either of the following genes:
HXKI, YGR243, HXT4 and HXT7. Expression mediated by the respective 5'-regions was
monitored with EGFP, yEGFP3-CLN2pest and TurboGFP as marker genes. Fluorescence is
induced 2.7-fold using the HXK1, 2.3-fold using the YGR243-, 5-fold using the HXT7- and
12.6-fold using the HXT4 5'-regions upon depletion of glucose to a concentration of <0.5 g/1.

Keywords Saccharomyces cerevisiae - 5'-Regulatory region - Glucose limitation - Gene
expression - Vector construction

Introduction

Glucose is an important signalling factor of regulatory pathways in yeast. The budding
yeast Saccharomyces cerevisiae preferentially ferments glucose even when oxygen is
available [1]. S. cerevisiae is adapted to varying glucose concentrations by the regulation of
membrane transport systems and proteins involved in glucose metabolism. As a
consequence, the expression of many genes is induced or repressed by glucose. In order
to extend the spectrum of vectors available for the controlled expression of target genes in
the yeast S. cerevisiae, we applied glucose-sensitive 5'-regulatory regions to express
recombinant genes in response to glucose limitation.

Hexokinase 1 (Hxk1p), encoded by the HXK/ gene, is one of three proteins in S. cerevisiae
which are able to catalyze the phosphorylation of glucose [2, 3]. HXK1 is strongly expressed
in media lacking glucose as the carbon source or by amino acid starvation [4]. In the presence
of glucose, expression is repressed in an Hxk2p-dependent manner [5, 6].
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The function of the protein encoded by the YGR243 (FMP43) gene is unknown.
Ygr243p is exclusively detected in highly purified mitochondria [7]. The expression of
YGR243 is regulated by osmotic and alkaline stress [8—10], in response to phosphate,
ammonium or sulphate starvation [11], and specifically induced by glucose limitation [12].
Transcriptome analysis of chemostat cultures by Tai et al. [13] identified both HXKI and
YGR243 as up-regulated signature transcripts for glucose-limited growth in 25 g/l glucose.

An important group of glucose-controlled genes encode hexose transporters (HXT). Seventeen
members of this protein family, all anchored in the plasma membrane, are known to be engaged
in glucose uptake. Given the wide range of sugar concentrations that can be used by S.
cerevisiae, the presence of multiple hexose transporters with differing affinities for glucose is
reasonable [14]. Here, we use 5'-regulatory regions of two well-characterized hexose transporter
genes: HXT4 encodes a high-affinity glucose transporter whose expression is increased
approximately 5- to 20-fold in low glucose concentrations (lower than 0.1%, w/v) [15]. The
DNA sequence ranging from position =770 to —460 of the 5'-regulatory region of HXT4
functions as an upstream activating sequence element and mediates the increased transcription
of a reporter gene under conditions of low glucose in a Snf3p-dependent manner [16]. The
plasma membrane protein Snf3p serves as a sensor of low levels of glucose and induces a
signalling pathway for hexose transporters [17]. During glucose-limited growth of chemostat
cultures in 25 g/l glucose, HXT4 was identified as a down-regulated signature transcript [13].

Hxt7p—Iike the almost identical Hxt6p [18]—is a high-affinity transporter that is
strongly expressed in glucose-depleted cultures [19, 20]. Lai et al. [21] suggested that
Hxt7p could provide a powerful tool for protein expression systems.

Mumberg et al. [22] established a set of valuable expression vectors for S. cerevisiae
composed of DNA cassettes containing promoters of different strength, a multiple cloning
site (MCS) and the terminator region of the CYCI gene [23]. These cassettes were
introduced into low (CEN/ARS) or high copy number (2 pm) plasmids carrying one of the
four different auxotrophic selection markers of the pRS series of vectors [24, 25].

On the basis of these expression vectors, we constructed a set of new vectors that allow
glucose-dependent expression of recombinant proteins on different levels. These vectors may
offer the opportunity for the self-induction of recombinant protein expression in a fermentation
process when low concentrations of glucose limit a further biomass production.

Materials and Methods
Yeast Strains and Media

S. cerevisiae strain BY4741 (MATa his3Al leu2A0, met1SA0, uraA30; EUROSCARF) was
grown at 30 °C on rich medium (yeast extract—peptone—dextrose, YPD) or mineral medium
(mineral medium, MM). YPD contained 1% (w/v) yeast extract, 2% (w/v) peptone and 2%
(w/v) glucose. Defined MM composition supplemented with appropriate amino acids was
as described by Verduyn et al. [26]. Glucose limitation medium contained (per litre): 5.0 g
(NH4),S04, 3.0 g KH,PO,4, 0.5 g MgSO4-7H,O and 0.5 g glucose. Control medium
contained (per litre) 59 g glucose.

Plasmid Construction and Transformation of Yeast

Oligonucleotides were synthesized by Eurofins MWG Operon (Germany). Restriction
enzymes were obtained from New England Biolabs (Germany).
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One-kilobase fragments of the 5'-regions of HXKI, YGR243, HXT4 and HXT7
encompassing the putative promoter regions and upstream regulatory sequences of the
respective genes were PCR-amplified from genomic DNA of strain BY4741 as a template
and the primer sets listed in Table 1. The primers introduced suitable restriction sites (Sacl/
Spel) at the ends of the PCR fragments. The ADH! promoter of vector p426-ADH]1 [22]
was removed by restriction with Sacl and Spel. The cleaved vector and the Sacl/Spel
restricted 5'-regulatory region fragments were ligated using T4 ligase (Promega, Germany)
and transformed into Escherichia coli TOP10 F' (Invitrogen, Germany) by electroporation.
The sequence of the cloned fragments in recombinant clones was verified by DNA
sequencing.

Subsequently, the reporter genes EGFP (Invitrogen), yEGFP3-CLN2pest [27] and
TurboGFP (BioCat, Germany) were cloned under the control of the four selected 5'-regions
using the EcoR1/Sall and Spel/Xhol restriction sites in the MCS. The open reading frames
of the reporter genes were PCR-amplified with the primer combinations and templates
listed in Table 1. As a control, the reporter genes were cloned under the control of the
constitutive ADHI promoter.

The resulting plasmids were sequenced and correct plasmids were transformed into S.
cerevisiae strain BY4741 cells using the lithium acetate method [28].

Fluorescence Measurement and Glucose Assay

Fluorescence of the cells was measured in 96-well plates in a TECAN infinite M200 plate
reader with a gain of 100 at A\,=487 nm and \.,,=520 nm. Cells were grown overnight in
20 ml control medium at 30 °C, incubated for 2 h in fresh control medium and transferred
to either 100 ml limitation medium or 100 ml control medium. Samples (10 ml) were taken
every hour and cells were harvested by centrifugation, resuspended and adjusted to

Table 1 Primers for PCR amplification

Primer Restriction site Sequence 53’

F1 Sacl TATTAT GAGCTC TGGCGTGGGGTGGGGTGATTATCTAGACCATG

R1 Spel TATTAT ACTAGT
CTTATTTTTTCAGTATTCTAATTGAGTTGTTTGGGTG

F2 Sacl TATTAT GAGCTC ATGGGAATAGTGCCTTAGCGTGACATCTTTTTC

R2 Spel TATTAT ACTAGT
TAAAAATATAGGTTTGTGTTTCTATGTGTCTTGAATG

F3 Sacl TATTAT GAGCTC TCAACGATGTTGCCAAATAGTCGTACCTG

R3 Spel TATTAT ACTAGT TTTTGGCAGATTTTATTGTAAAAGTGTTTC

F4 Sacl TATTAT GAGCTC AATAGTACTCTCATCGCTAAGATCATTTGG

R4 Spel TATTAT ACTAGT TTTTTGATTAAAATTAAAAAAACTTTTTGTTTTTG

F5 EcoRI TATTAT GAATTC ATGGTGAGCAAGGGCGAGGAG

RS Sall TATTAT GTCGAC TTACTTGTACAGCTCGTCCATGCCG

Fo Spel TATTAT ACTAGT ATGTCTAAAGGTGAAGAATTATTCACTGGT

R6 Xhol TATTAT CTCGAG CTATATTACTTGGGTATTGCCCATACC

F7 Spel TATTAT ACTAGT ATGGAGAGCGACGAGAG

R7 Xhol TATTAT CTCGAG TTATTCTTCACCGGCATC

Sequences given in bold letters are complementary to the templates used. Restriction sites are underlined
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ODgoo nm=1 in distilled water. Of the respective suspensions, 100 ul was used for the
fluorescence measurement.

Glucose concentration of the medium was determined with the dinitrosalicylic acid assay
[29]. Absorption at 540 nm was used to calculate glucose concentration.

Fluorescence Microscopy

Cells were grown overnight in limitation or control medium, harvested, resuspended in
distilled H,O, embedded in 0.5% agarose and analysed by fluorescence microscopy using a
Zeiss Axio Imager Al fluorescence microscope.

SDS-PAGE and Western Blot Analysis

For SDS-PAGE, cells (1 unit of ODggonm) Were collected by centrifugation, resuspended in
15 ul sample buffer [30], including 100 mM DTT, and boiled for 5 min. Protein samples
were separated by SDS-PAGE according to Laemmli [30] and transferred onto a
polyvinylidene difluoride (PVDF) membrane (Millipore, Germany). PVDF membranes
were incubated with primary antibodies directed against GFP (Roche Applied Science,
Germany) or TurboGFP (BioCat) and detected with horseradish peroxidase-conjugated
secondary antibodies using the ECL-Plus Kit (GE Healthcare, Germany).

Results
Construction of the Vectors
On the basis of the p426-ADH]1 vector [22], we developed a set of plasmids with different

glucose-sensitive 5'-regulatory regions (Fig. 1), offering a glucose-inducible protein
expression system in S. cerevisiae. This high copy E. coli/yeast shuttle vector harbours

2-micron URA3

p426-X -Reporter gene
4

pBR322 origin \‘ |
e
=== Ee%?rter gene

sacl Smal
5'- regulatory region X é;“nﬂd“
Spel

CYC1-Terminator
Xhol
Sall

Fig. 1 Map of vectors. The nomenclature is based on the vectors described by Mumberg et al. [22]. The
pBR322 and the 2-pum plasmid origins of replication mediate replication of the high copy vectors in E. coli
and yeast, respectively. The URA3 gene and the Amp® gene are used for selection. The MCS with its
restriction sites is shown between the 5'-regulatory regions X and the reporter gene. As 5'-regulatory regions,
we used the 1,000-bp upstream region of the ORFs HXKI, YGR243, HXT4 and HXT7, respectively.
Termination of transcription in yeast is mediated by the terminator element of the CYC! gene. Reporter genes
were EGFP, yEGFP3-CLN2pest or TurboGFP
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the 2-um replication origin, URA3 as selection marker and the CYC! transcription
terminator element. We replaced the approx. 1,500-bp fragment containing the ADHI
promoter and its 5'-flanking sequences in plasmid p426-ADHI1 [22] by the 1-kb 5'-
regulatory regions of the genes HXKI, YGR243, HXT4 and HXT7 encompassing the
respective promoter and upstream (regulatory) sequences. The original MCS of the vector
p426-ADH1 was preserved. EGFP, yEGFP3-CLN2pest or TurboGFP was used as a marker
gene to monitor the expression driven by the cloned 5'-regulatory sequences. The vector
p426-ADHI that allows constitutive expression of marker genes [22] with or without the
cloned reporter genes served as controls.

Expression Analysis

Glucose dependency of EGFP expression was analysed by fluorescence measurements.
Cells were grown in control medium and limitation medium as described in “Materials and
Methods”. Samples were taken at the indicated time points and used to determine the
fluorescence of the cells adjusted to ODgponm=1 (Figs. 2 and 3, part a) and the glucose
concentration of the medium (Figs. 2 and 3, part b). Figures 2 and 3 (part c) show the
differences of fluorescence of cells cultured in control or limitation medium in relation to
the glucose concentration.

The expression analysis of EGFP under the control of glucose-sensitive 5'-
regulatory regions of HXK! and YGR243 is shown in Fig. 2. Cells harbouring the
empty vector (negative control) exhibit only a low and almost constant fluorescence,
which is most likely due to autofluorescence. Cells expressing EGFP under the control
of the ADHI regulatory sequences (positive control) display a nearly constant
fluorescence of about 600—700 arbitrary units (AU). When cultured in control medium,
yeast transformants harbouring the HXK/-EGFP construct show a low fluorescence
similar to the negative control. As a result of glucose depletion—glucose is exhausted
after 3—4 h—the fluorescence increases from 150 up to 400 AU and reaches a stable
plateau after 4 h. These results are in line with published data according to which HXK/
expression is repressed in the presence of glucose and induced due to glucose limitation
[4-6].

The YGR243-EGFP construct exhibited a similar characteristic, although the basal
fluorescence of the transformants grown in control medium of about 300 AU is higher than
in HXKI-EGFP harbouring transformants. We observed a pronounced induction up to
700 AU using the YGR243-EGFP vector in limitation medium. This is in line with the
report that YGR243 expression is induced under carbon limitation [13].

Figure 3 focuses on the fluorescence measurements of cells expressing EGFP under the
control of the 5'-regulatory regions of HX77 and HXT4. Curve progression is similar as
with the constructs shown in Fig. 2, albeit the induction rate differs considerably. The
fluorescence of cells harbouring the construct HX77-EGFP increases from 200 up to
1,000 AU, that of cells harbouring the construct HXT4-EGFP from 500 up to 6300 AU.
Therefore, this additional pair of constructs offers a strong induction of gene expression
under conditions of glucose limitation and provides an ideal complementation to the
moderately inducible HXK/-EGFP and YGR243-EGFP constructs.

In conclusion, the new constructs offer the possibility of expressing recombinant
proteins in S. cerevisiae in a glucose-dependent manner. The compatibility of the MCS to
other expression plasmids offers a simple shuttle of target genes from or to other well-
established expression vectors. The novel vectors containing the 5'-regulatory region of
HXK] and YGR243 may preferentially be used for moderate protein expression, whilst the
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Fig. 2 Expression of EGFP under the control of glucose-sensitive 5'-regulatory regions HXK/ and YGR243.
a S. cerevisiae BY4741 cells expressing EGFP under the control of the glucose-sensitive 5'-regulatory
regions of the genes HXK/ or YGR243 were grown overnight in control medium (0 h) and shifted to fresh
control or limitation medium. At indicated time points, samples were taken and fluorescence of cells was
measured. Cells harbouring vectors with EGFP under the control of the ADH1 regulatory sequence served as
positive control (PC); cells with the empty vector were used as negative control (NC). b Glucose
concentrations of limitation medium at indicated time points. ¢ The difference in fluorescence of cells
cultured in limitation or control medium is shown as a function of glucose concentration. a—¢ Mean of three
measurements. Standard deviation is indicated by error bars

plasmids with the 5'-regulatory region of HX74 and HXT7 are suitable for the stronger
expression of recombinant protein.

Suitable Fluorescent Proteins for Monitoring

One challenge of studying promoters is the direct measurement of transcription activity.
Measuring the fluorescence of EGFP, which requires a long maturation time and is
extraordinarily stable within the cells, is inappropriate to follow directly alterations in
transcription [31]. We compared a destabilized version of EGFP (YEGFP3-CLN2pest)
consisting of the yeast codon optimized enhanced GFP and the PEST-rich sequence of G1
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Fig. 3 Expression of EGFP under the control of glucose-sensitive 5'-regulatory regions HX77 and HXT4. a
Fluorescence of S. cerevisiae BY4741 cells expressing EGFP under the control of the glucose-sensitive 5'-
regulatory regions of the genes HX77 and HX74 was determined as described in Fig. 2. b Glucose
concentrations of limitation medium at indicated time points. ¢ Differences in fluorescence of cells grown in
limitation or control medium are shown as a function of glucose concentration. a—¢ Mean of three
measurements. Standard deviation is indicated by error bars

cyclin CIn2p and the fast maturing TurboGFP (a GFP from copepod Pontellina plumata) to
assess these questions.

Figure 4 shows the expression of the reporter genes EGFP, yEGFP3-CLN2pest and
TurboGFP under the control of the glucose-sensitive HXK/ 5'-regulatory region as an
example. For comparison, two methods were applied: fluorescence microscopy (Fig. 4a)
and Western blot analysis (Fig. 4b). Samples for positive control (PC) and negative control
(NC) were taken from an overnight culture in control medium. As expected, no
fluorescence was observed in the negative control, whereas cells of the positive control
showed a distinct fluorescence (Fig. 4a). In the control medium, EGFP and its derivate
yEGFP3-CLN2pest displayed no fluorescence. In contrast, cells expressing TurboGFP
exhibit fluorescence even under non-limiting conditions. In the limitation medium, the
induction of protein expression results in higher fluorescence. These results are in line with
the respective Western blot analysis (Fig. 4b). In the PC, a clear signal is detectable
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Fig. 4 Expression of the fluorescent reporter genes under the control of the glucose-sensitive HXK/ 5'-
regulatory region. a Fluorescence microscopy of cells grown overnight in limitation (Lim) and control
medium (Cm). Controls were as in Fig. 2. Exposure times: EGFP 2,000 ms, yEGFP3-CLN2pest 1,000 ms,
TurboGFP 200 ms. b Protein extracts of cells harvested after overnight culture in limitation and control
medium were subjected to SDS-PAGE and Western blot analysis with GFP or TurboGFP antibodies.
Samples for positive control (PC) and negative control (NC) were taken from an overnight culture in control
medium

compared to the NC. Furthermore, as in the fluorescence microscopy analysis, no signal can
be detected under non-limiting conditions (Cm) with EGFP and yEGFP3-CLN2pest, whilst
a strong signal is visible with TurboGFP. A clear increase of the signal is apparent under
limiting conditions (Lim) for all three proteins.

Upon shifting the cells to non-limiting conditions, the transcription should reach again
the initial level (regeneration). To follow the induction of expression and the regeneration
by shifting cells from non-limiting to limiting conditions and vice versa, expression of the
three marker genes under the control of the HXKI 5'-regulatory region was analysed
(Fig. 5). Cells were grown overnight in control medium and then induced by shifting to the
limitation medium. Conversely, protein expression was induced by incubating cells
overnight in the limitation medium and then shifted to the control medium to analyse the
kinetics of regeneration. Samples were taken at the indicated time points and subjected to
SDS-PAGE and Western blot analysis. As expected, EGFP is detectable in the limitation
medium for the first time 2 h after induction, with only a weak increase thereafter. Due to
its high stability, EGFP is still visible after 6 h, although transcription should be markedly
reduced. yYEGFP3-CLN2pest is detectable 2 h after induction and increases in concentration
up to 4 h before decreasing again. Multiple bands of lower molecular weight most likely
reflect the strong degradation of the protein due to the presence of the PEST sequence.
During regeneration, the concentration of the marker protein declines very fast (no signal
detectable after 4 h), indicating that yEGFP3-CLN2pest is more suitable than EGFP to
follow a decline in transcription. TurboGFP shows a basal expression level, even under
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Fig. 5 Time course of
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non-limiting conditions, and increases considerably after induction. Bands of low molecular
mass indicate protein degradation during the strong accumulation of TurboGFP. The
persistent signals during regeneration show that TurboGFP is very stable and therefore not
suitable for a direct monitoring of small variations in the expression level.

Discussion

The new constructs described here offer the possibility to express recombinant proteins in
S. cerevisiae on different levels in a glucose-dependent manner. The MCS allows easy
cloning of target genes from well-established expression vectors.

With our new constructs, expression is induced when limiting glucose concentrations are
reached. Therefore, after biomass production and entry into the stationary phase, expression
of a gene of interest is induced and the respective protein can be produced at moderate or
high levels. This is of special interest for the production of proteins that are toxic for the
cells. When biomass has been produced and glucose is exhausted, the toxic protein can be
expressed at high levels. When combined with a suitable secretion signal, it will be
secreted, thus offering an easy way for purification. By resuspending the cells in fresh
medium with non-limiting glucose concentrations, expression of the target protein will stop,
allowing the cells to regenerate and to initiate a further round of protein production if
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glucose is exhausted again. Using this strategy, the biomass could be maintained and
protein production be performed in multiple consecutive induction steps.

Due to its short half-life, yEGFP3-CLN2pest proved to be the best choice to follow the
transcriptional activity and can therefore also be used for advanced process control. In
contrast, determination of the fluorescence of the highly stable TurboGFP does not allow
monitoring small variations in the expression level.

A major challenge for the specific induction of protein expression in biological systems
is the cross-reactivity of signalling cascades and control circuits. Glucose sensing by Snf3p
is mediated by direct binding of sugar molecules, which leads to the induction of a
signalling pathway for the expression of hexose transporters [17]. Binding of Snf3p is not
exclusively restricted to glucose, but encompasses a variety of other sugars. Recently, the
amino acid residues involved in binding other sugar molecules besides glucose were
identified by site-directed mutagenesis [32]. Alterations of these amino acids partially
decreased the binding of competing sugars, whilst the binding of glucose was not affected.
These data open up the possibility to increase the specificity of Snf3p for glucose and hence
to limit the expression of recombinant proteins by the novel vectors strictly to glucose-
limiting conditions.

In summary, we constructed novel vectors to achieve a moderate glucose-inducible
expression via the 5'-regulatory regions of HXK/ or YGR243 and a stronger glucose-
inducible expression via the 5'-regulatory regions of HX74 or HXT7.

Acknowledgements We thank Aniké Boszormenyi for assistance and Dr. Martin Eschenhagen for help in
photo editing. The study was supported by a grant of the Séchsische Aufbaubank (project no. 12761/2121) to
GR.

References

. Kim, J.-H., & Johnston, M. (2006). The Journal of Biological Chemistry, 281, 26144-26149.

. Walsh, R. B., Kawasaki, G., & Fraenkel, D. G. (1983). Journal of Bacteriology, 154, 1002—1004.

. Bianconi, M. L. (2003). The Journal of Biological Chemistry, 278, 18709-18713.

. Naitou, M., Hagiwara, H., Hanaoka, F., Eki, T., & Murakami, Y. (1997). Yeast, 13, 1275-1290.

. Lobo, Z., & Maitra, P. K. (1977). Archives of Biochemistry and Biophysics, 182, 639—645.

. Rodriguez, A., De la Cera, T., Herrero, P., & Moreno, F. (2001). The Biochemical Journal, 355, 625—

631.

7. Reinders, J., Zahedi, R. P., Pfanner, N., Meisinger, C., & Sickmann, A. (2006). Journal of Proteome

Research, 5, 1543-1554.
8. Viladevall, L., Serrano, R., Ruiz, A., Domenech, G., Giraldo, J., & Barcelo, A. (2004). The Journal of
Biological Chemistry, 279, 43614-43624.
9. Proft, M., Gibbons, F. D., Copeland, M., Roth, F. P., & Struhl, K. (2005). Eukaryot. Cell, 4, 1343—1352.
10. Liu, X., Zhang, X., Wang, C., Liu, L., Lei, M., & Bao, X. (2007). Current Microbiology, 54, 325-330.
11. Wu, J., Zhang, N., Hayes, A., Panoutsopoulou, K., & Oliver, S. G. (2004). Proceedings of the National
Academy of Sciences of the United States of America, 101, 3148-3153.

12. Boer, V. M., de Winde, J. H., Pronk, J. T., & Piper, M. D. (2003). The Journal of Biological Chemistry,
278, 3265-3274.

13. Tai, S. L., Boer, V. M., Daran-Lapujade, P., Walsh, M. C., de Winde, J. H., Daran, J. M., et al. (2005).
The Journal of Biological Chemistry, 280, 437-447.

14. Greatrix, B. W., & van Vuuren, H. J. (2006). Current Genetics, 49, 205-217.

15. Ozcan, S., & Johnston, M. (1995). Molecular and Cellular Biology, 15, 1564-1572.

16. Theodoris, G., & Bisson, L. F. (2001). FEMS Microbiology Letters, 197, 73-77.

17. Ozcan, S., & Johnston, M. (1996). Molecular and Cellular Biology, 16, 5536-5545.

[ I N O I S

@ Springer



964 Appl Biochem Biotechnol (2011) 163:954-964

18. Reifenberger, E., Boles, E., & Ciriacy, M. (1997). European Journal of Biochemistry, 245, 324-333.

19. Petit, T., Diderich, J. A., Kruckeberg, A. L., Gancedo, C., & Van Dam, K. (2000). Journal of
Bacteriology, 182, 6815-6818.

20. Diderich, J. A., Schepper, M., van Hoek, P., Luttik, M. A., van Dijken, J. P, Pronk, J. T., et al. (1999).
The Journal of Biological Chemistry, 274, 15350-15359.

21. Lai, M.-T., Liu, D. Y., & Hseu, T. H. (2007). Biotechnological Letters, 29, 1287-1292.

22. Mumberg, D., Miiller, R., & Funk, M. (1995). Gene, 156, 119-122.

23. Zaret, K. S., & Sherman, F. (1982). Cell, 28, 563-573.

24. Sikorski, R. S., & Hieter, P. (1989). Genetics, 122, 19-27.

25. Christianson, T. W., Sikorski, R. S., Dante, M., Shero, J. H., & Hieter, P. (1992). Gene, 110, 119-122.

26. Verduyn, C., Postma, E., Scheffers, W. A., & Van Dijken, J. P. (1992). Yeast, 8, 501-517.

27. Van Driessche, B., Tafforeau, L., Hentges, P., Carr, A. M., & Vandenhaute, J. (2005). Yeast, 22, 1061—
1068.

28. Okazaki, K., Okazaki, N., Kume, K., Jinno, S., Tanaka, K., & Okayama, H. (1990). Nucleic Acids
Research, 18, 6485-6489.

29. Miller, G. L. (1959). Analytical Chemistry, 31, 426-428.

30. Laemmli, U. K. (1970). Nature, 227, 680-685.

31. Mateus, C., & Avery, S. V. (2000). Yeast, 16, 1313-1323.

32. Dietvorst, J., Karhumaa, K., Kielland-Brandt, M. C., & Brandt, A. (2010). Yeast, 27, 131-138.

@ Springer



	Vectors for Glucose-Dependent Protein Expression in Saccharomyces cerevisiae
	Abstract
	Introduction
	Materials and Methods
	Yeast Strains and Media
	Plasmid Construction and Transformation of Yeast
	Fluorescence Measurement and Glucose Assay
	Fluorescence Microscopy
	SDS-PAGE and Western Blot Analysis

	Results
	Construction of the Vectors
	Expression Analysis
	Suitable Fluorescent Proteins for Monitoring

	Discussion
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e5c4f5e55663e793a3001901a8fc775355b5090ae4ef653d190014ee553ca901a8fc756e072797f5153d15e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc87a25e55986f793a3001901a904e96fb5b5090f54ef650b390014ee553ca57287db2969b7db28def4e0a767c5e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020d654ba740020d45cc2dc002c0020c804c7900020ba54c77c002c0020c778d130b137c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor weergave op een beeldscherm, e-mail en internet. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for on-screen display, e-mail, and the Internet.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <FEFF004a006f0062006f007000740069006f006e007300200066006f00720020004100630072006f006200610074002000440069007300740069006c006c0065007200200037000d00500072006f006400750063006500730020005000440046002000660069006c0065007300200077006800690063006800200061007200650020007500730065006400200066006f00720020006f006e006c0069006e0065002e000d0028006300290020003200300031003000200053007000720069006e006700650072002d005600650072006c0061006700200047006d006200480020>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToRGB
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing false
      /UntaggedCMYKHandling /UseDocumentProfile
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


