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Abstract

Tagging of genes by chromosomal integration of PCR amplified cassettes is a widely
used and fast method to label proteins in vivo in the yeast Saccharomyces cerevisiae.
This strategy directs the amplified tags to the desired chromosomal loci due to
flanking homologous sequences provided by the PCR-primers, thus enabling the
selective introduction of any sequence at any place of a gene, e.g. for the generation
of C-terminal tagged genes or for the exchange of the promoter and N-terminal
tagging of a gene. To make this method most powerful we constructed a series of 76
novel cassettes, containing a broad variety of C-terminal epitope tags as well as nine
different promoter substitutions in combination with N-terminal tags. Furthermore,
new selection markers have been introduced. The tags include the so far brightest
and most yeast-optimized version of the red fluorescent protein, called RedStar2, as
well as all other commonly used fluorescent proteins and tags used for the detection
and purification of proteins and protein complexes. Using the provided cassettes for
N- and C-terminal gene tagging or for deletion of any given gene, a set of only four
primers is required, which makes this method very cost-effective and reproducible.
This new toolbox should help to speed up the analysis of gene function in yeast, on
the level of single genes, as well as in systematic approaches. Copyright © 2004 John
Wiley & Sons, Ltd.
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Introduction protein complex purification (Gavin et al., 2002;
Ho et al., 2002), as well as for single gene-function
analysis. The strategy requires: (a) a pair of primers
that contain within their 5 region sequences of
homology to the genomic target location; and
(b) PCR-cassettes (also termed ‘modules’) that can
be amplified using these primers. To make the
technique most powerful and cost-efficient, we con-
structed a series of new cassettes and included in all

The targeted introduction of heterologous DNA to
genomic locations by a simple polymerase chain
reaction (PCR)-based strategy has been widely
used for research, particularly with the fungi Sac-
charomyces cerevisiae and Schizosaccharomyces
pombe (Bahler et al., 1998; Baudin et al., 1993;
Knop et al., 1999; Krawchuk and Wahls, 1999;

Longtine et al., 1998; Schneider et al., 1995; Tasto
et al., 2001; Wach et al., 1994, 1997). These strate-
gies have been shown to be powerful tools in
systematic gene deletion, protein localization and
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of them identical primer-binding sites, which allow
the amplification of all C-terminal tags with only
one pair of primers per gene. An additional primer
is needed for gene deletion (Knop et al., 1999) and
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Figure 1. The principle of PCR-based epitope tagging. Schematic illustration of the principle of genomic manipulation
of yeast strains using PCR-based strategies. The plasmid contains a cassette, which consists of a selection marker and
additional sequences, which can be promoter sequences and/or sequences that encode for a tag (e.g. GFP). The SI-, S2-,
S3- and S4-primers allow amplification of cassettes (A) and targeting of the respective PCR product to the desired genomic
location (B), which becomes defined by the overhangs provided by the SI- S2-, S3- and S4-primers (see colour-encoded
primers in the figure: the same colours indicate homologous sequences). Depending on whether a gene deletion, a C- or a
N-terminal gene fusion should be performed, specific pairs of the S1- S2-, S3- or S4-primers are used to amplify the cassette.
Upon transformation, an integration of the cassettes into the yeast genome occurs due to homologous recombination (C).

For primer designs, see Figure 2

a fourth primer for the introduction of sequences
at the N-terminus (Figure 1).

In addition to the previously published 12 cas-
settes for C-terminal epitope tags (Knop et al.,
1999), we present here a wider range of C-terminal
tags as well as two new selection markers, both
carrying dominant antibiotic-resistance genes. We
also describe new cassettes that allow the replace-
ment of the promoter of a given gene, with the
optional addition of an N-terminal epitope tag to
the gene. Nine promoters, five of them inducible,
were cloned into different cassette plasmids.

The construction of PCR-cassettes is straight-
forward and can be done via standard cloning
strategies (details provided upon request). There-
fore, it will be easy to create new cassettes, e.g.
to introduce new combinations of tags, makers and
promoters (in the case of N-terminal tagging) by
simple cloning procedures.

Materials and methods

Cassette plasmid construction

Standard techniques were used for DNA manipula-
tions (Sambrook et al., 1989). The construction of

Copyright © 2004 John Wiley & Sons, Ltd.

the PCR-cassette pYM1-12 is described in Knop
et al. (1999). The construction of the new cassettes
is summarized in Table 1; the primers used are
listed in Table 2 (further details can be obtained
upon request). A comprehensive overview of all
available C-terminal tagging cassettes, with regard
to selection marker and tag, is provided in Table 3.

Amplification of the PCR-modules

A set of four primers allows to amplify all N-
and C-terminal tags and to generate gene deletions.
The principle of the primer design is explained
in Figure 2. The amplification of the modules
can cause problems, because the annealing sites
for S1, S2 and S3 primers (Figure 2), which
were chosen initially for the EUROFAN project,
lead to self-annealing of the primers. Another
problem is the high GC content of the natNT2
marker. To circumvent these problems, different
PCR conditions have been used (Goldstein and
McCusker, 1999). We present here one particular
condition, which works well in several laboratories.
One other reason for the failure of the PCR

Yeast 2004; 21: 947-962.



949

Toolbox for PCR-based tagging of yeast genes

dq 981 1+516€ IDS/IHSSE

dq 071 1+17S€ [99N/IIPS PXIWUDY—~D9YHd 04DISPY [-AFIP/Z-ATIP  pXIWUDY  IDISPY 07sT -€5/TS SEWAT
dq |677+06€T NON PXWUDY—~D9YHd 01PRYSa QAP -TIAP pXWUDY  pRYsd 075t -€5/7S LEWAD
dq $081+SSHT 1OUX/IIPUH IHWOg/|IHssg SzZeWSd 7z8Wsd ¥Dd ON IddLP IPRYsa 000 -€5/CS 9EWAd
dq S/p+ 168k IMS/IPS IHWOgG/|IHssg PWAd IN-paysqd 1P/ 1PRY  pXIWUDY [ pRYsd 07sT -€5/TS SEWAD
dq 9%+ +00S€ 1M02F/1113g |HWDg/|IoS I WAG «d4934 9-d49/t-d49 | QUL ELE] 0561 -€S/TS PEWAD
dq £6/+/8 11 IHWDG/|IOS IHwWog/|IS 1WA «d4939 9-dO/d4D  pXIWUDY d493 055 -€5/CS CEWAD
dq £6/+0/5€ IHWDg/|IDS IHwog/|IpS SWAD d13d 9-d49/pd49 1YL d403 0561 -€5/7S ZEWAD
dq £5/+1 €0k IHWDG/|IOS |HWDog/|IS ZWAd 49034 9-d49/td4D  9XWESIH d403 00+ -€S/TS 1EWAD
dq £6/+/8 1 IHWDG/|IOS IHWog/|IpS 1WA 49034 94O/ ddD  pXINUDY d403 055 -€5/7S 0EWAd
dq £6/+0/5€ IHWDg/|IDS IHwog/|IpS SWAD «d193d 9-d49/pd49 1YL d493 0561 -€5/7S 6ZWAd
dq £5/+1 €8 IHWDG/|IOS |HWDg/|IS wAd 41934 9-d49/4d4D  9XWESIH d4953 00vC -€S/TS 8ZWAd
dq £6/+/8 1 IHWDG/|IDS IHWog/|IpS 1WA 41934 9dOMPddD  pXINUDY d493 055 -€5/7S LIWAD
dq 885+01/¢ 1P9X/104x POOF/|IHSSg ZIWAd Nd 21 ALPI |- 1 YL 1YL gddDoA 0561 -€5/7S 9ZWAD
dq $9/+ 1% 14 IDS/IIHSSG
dq $817+17£T 10yX/IHWDg IHSsg/IIPS ceIsyd ZIWAD ¥Dd ON [INYAY  gd49A 055 -€5/CS STWAd
dayzi+iviy
IPS/IIHssg A9 G/81-+06£T ON IIHSsg/IIPS ceIsd [WAd ¥Dd ON 1INYady VHE 0l6l -€5/CS PIWAG
dq 00T | +6/HT 104X/IHWDg POOT/|IHSSY PWAd D T 1AL [~ | YL 1YL Awe o€l -€5/7S CTWAd
dq 897 1+06£T ON 14023 /|IHssg [WAd EWAD T 1 dLPY 1= 1 d¥LP | QYL yHE ol€l -€S/CS 7ZWAd
dq 614 1+£9LT 1OUX/NIPUH  IHWDG O/ [I13g/|IPS pEISHd WAL 9IEWADIT9IEWAT ZINwDU A6 o8l -€5/CS 1ZWAG
dq 7/81+L69T I0UX/IPUH  |HWDg O/ [I13g/|IPS ceisyd WAL 9/EWAD/T9/EWAD [ INYdy 2Awe 0cte -€S/CS 0ZWAd
dq 906+8/7E IMd/IIPUIH  |HWDg O/ [118g/1IDS IXWSIH—D9YHd IWAD  M9IEWAD/T9/EWAD  OXWESIH A 0€8| -€S/TS 61WAd
dq 881+6SKT IIPS/1400F  |HWIDG O/ [|13g/|IPS PXIWUDY—~D9yHd WA MYIEWADITIIEWAD  pXWUDY AW 0661 -€5/7S 81WAd
dq |5z1+£9.T
[oUX/lIIPUIH dg 8791+06ET PON  IHWIDG O/ [I13g/|IS pEISHd EWAD T 9IEWAGIT 9IEWAT ZINwDU VH9 091 -€5/CS LIWAd
dq | |0Z+06ET ION IHWIDg O/ [|13g/|IS ceisyd EWAD M 9IEWADIT 9IEWAD 1 INYdy YH9 050¢ -€S/CS 91 WAd
dq 9791+06ET FON  |HWDG O/ [|13G/|IDS IXWSIH—D9y4d EWAD M 9IEWADIT9IEWAD  9XIWESIH vH9 0491 -€S/CS S IWAd
dq /171+556T
[oUX/IIIPUIH dg 78/1+06ET PON  IHWDG O/ [I13g/|IS PXIWUDY—D9VHd EWAD W 9IEWAGIT9IEWAT  pXIWUDY VH9 08l -€5/2S ¥ 1WA
dq || 14+89SF 129X/IIPS |HWDg/|IoS 8WAd  pejesuue sodiO SDdgD/SddD  HXIWUDY avi 0€€t -€S/TS €IWAd
WUd = | DAD/UIYE | W
mN
dq £/£1+06€T ON PPDS/104x s shXWUdY—9y4d ol IPD-SZpd  -pXWYdY/ - XNy 1INYay — or8| “TSI1S  1INYdY—b9y4d
TIHAY/ - IHaY
mN
dq $6€ 1 +06£T FON PPDS /104X ¢/ FXNIDU—9y4d L, 207939 -pXWIDU/| -pXINADU ZINwDU — 09% | SIS ZUNIDU—D9Y4d
3s381p |043u0) pasnsajis  piwseld 3a84e)]  4aj0owoud 4o SPWLd e el |4aow  3jdnpoud  sadwiid aweN
uodISAY Se3 jo widlo -oid J0 yam
oredwia | ?zI§ pasn

spiwse|d 91195SED MaU 33 JO UOIIdNIISUOD pue sanuadodd *| dqel

Yeast 2004; 21: 947-962.

Copyright © 2004 John Wiley & Sons, Ltd.



C. Janke et al.

dq £/G [4023/PDS  MOURPY+Fdsg O/ [DWIS/|PDS EN-WAD REEIRSEZ ¥DdON  ZINwDU VHE AL el “bS/1S  0ZN—WAd

dq Gzp [4093/PDS  MOURPY+3dSg O/3 [DWIS/|DS IN—WAY 1 93L€1pd ¥DdON  ZINwU — EEIN IV SIS 6IN-WAD

dq G7p [4093/PDS  MOURPY+FdSg O/ [DWIS/|PDS IN—WAG REEIRSEZ YD ON XDy — 4L Teel bS/1S  8IN—WAd

dq 06¢| [093/PDS  mOUS+(Fdsg O/ [DWS/PDS PN—WAG »10do€ 144 ¥DdON  ZINIU odd92A add /T SIS LIN-WAD

dq 48/ [4033/PDS  MOUR]Y+[3dSg O/> [DWIS/|DS EN-WAD 4 10dO€ 1 #4 YDdON  ZINIU VHE add g€t SIS 9IN-WAD

dq 6£9 [4093/PDS  MOURPY+Fdsg O/ [DWIS/|PDS IN—WAD 210do€ 144 ¥DdON  ZINIWU — ado €86l BSI1S  SIN-WAD

dq 6£9 [4023/PDS  MOUS+[Fdsg O/2 |DWS/|PDS IN=WAd L1 ddo€ 144 YD ON  #XWUDY — ado vt bS/1S b IN-WAD

dq €901 [4093/PDS  mOUB[Y+[Fdsg O/> [DWS/PDS PN-WAd w1 1DAD€ 144 YDdON  ZINIU gd99A 120 91T SIS EIN-WAD

dq /G [4093/PDS  MOUR P+ Fdsg O/ [DWIS/|PDS EN-WAD w1 10AD€ 1 pd ¥DdON  ZINwDU VHE 1240 9081 SIS ZIN-WAD

dq 60€ [4023/PDS MO+ [3dSg O/3 [DWIS/|PDS IN—WAD w1 1DAD€ 114 ¥DdON  ZINwU — 124D 9991 SIS TIN-WAD

dq 60€ [4093/PDS  MOUR]Y+[FdSg O/> [DWIS/|PDS IN=WAd 1 1DAD€E 144 YD ON XDy — 1240 9181 SIS OIN-WAY

dq $£77 [M093/PDs  mOUS+(Fdsg 0/> [DWS/PDS PN—WAG o HAv-€ 1 pd ¥DdON  ZINIU ad992A Hav /85S¢ SIS N-WAD

dq 8791 14093/]PPS  MOUS[Y+-|3dsg O/ [DLWS/|PDS EN-WAD L Hav-€ 1 pd ¥DdON  ZINwU VHE Havy  //6C SIS BN-WAD

dq 08| [0I3/PDS  mOUBY+[Fdsg O/> [DWS/|PDS IN—WAd y Hav-€ 1 pd ¥DdON  ZINWU — Hav /T8t BSIS  IN-WAD

dq 08| [093/PDS  mOUS+(Fdsg O/> [DWS/PDS IN—WAd W HAv-€ 1 pd YD ON XDy — Hay /86T bS/1S 9N—WAD

dq $951+/T1€ IPgX/IPS [4033/3dsg orWwd »08MOd UZ-Y/0IdJu[-/old  ZINIDU Void  IF1dND 09T BS/1S  SN—WAD
7-dN2%d499/ |

dq $95 | +4Sk€ 109X/IIDS [4003/|3dsg orwwd 7 IWAd dND%d49°  ZLNWU odd92A 1-1dD 065T bS/1S  PN—WAD
dnD%z

dq $951+8¥8T IPgX/IIPS [4033/13dsg orwwd [WAd VHIAND%IVH — ZINwDU VHE  1-1dnD 086l SIS EN-WAD

dq £101+2¥T€

[oyX/llIPUH dq /81+06£T ON [4023/205 ZUINIDU=WAD  YNQ dIUOUaS 1583 | g 1dMIv-1dnND ZINwu — I-ldnD> 0e8l SIS IN-WAY

dq | £07+06£T ON [023/P05 PXWUDA~D9VHd YN dlwouss jses X SV 1dND XD — Ildm 066l bS/1S  IN—WAD

YOL+1811 104X/ IHWDg IIHssg/IPS ZIWAG ¢ 119d4ba+5y-5gd Z/1-119d4ba  pXwuDy ¢ 1] 9d4ba 00S¢ -€S/CS 1 SWAd

dq 91 | +89K€ [0UX/IHWDg IHWOg/|IoS 1 INYdy—WAd d49-vd 9dO/d4D  TINYDY 4 d4D-Vd 695C -€5/CS SrWAD

dq 9t | +1 /T 10yX/IHWDg IHWOg/|IDS [INYdy—WAd paeauue sod||O THSYH/IHSYH  1INYdy HSYI4 58| -€S/7S LHWAD
74-SIHX/

dq 997+9%+ | +88+T 14053/1118g IIHssg/IpS 1WAd pofeauUR SO0 DA/ [4SIHXLDAW  bXWUDY  SIH/ =AW | 091 -€5/CS 9F WAL

dq 9 | +0€£T IM03/1I1Bg IIHSsg/1IpS 1WAd pajeauue sod||o AYHIIVH  pXvuDy VHI ObLI -€S/7S SHWAD

dq €9/+ 141+ IIHSsg/IPS [4003/|[ 3159 ZIWAd SWAd ¥Dd ON - 9XWESIH d99A 0l€C -€S/TS rrWAD
¢ ISoUageINW

dq £1/+8L.€ IpS/IHWOgG IHWOg/|I0S 1=¥EISHd 7IDI5pRY PopRUIP-oUS  ZINIDU ¢ ZIDISpRY 0S1T -€5/7S SHWAd
IDS-ZADISPRY/|HWDg

dq /1/+8LL€ IpS/IHWOYG IHWOg/|IDS 1 =¥EISHd 04DISPY ZDISPRY  ZUNIDU ||, IDISPRY 0S1T -€5/7S ZHWAD

dq 850T+TELT INMd/Ipgx IHWog/|IDS WAd 4439 9ddO/VddD  IXWESIH EELE] 00vC -€5/7S [ #WAd

dq |€22+S1 LT 1oyx/IIPS lIHssg/1IPs ceisyd SA-WAD YD ON  1INYdy EELE] 078t -€S/TS 0rWAd

dq £6/+/8 1 IHWDG/|IDS IHWOg/|IDS 1 WAd 4439 9ddO/PddD  pXWUDY d4A9 009 -€S/7S 6EWAD

3sa31p |o43u0d pasn sajis pilwse|d 3984e)]  J9jowoud 4o SPund  adpe 8e) 4230w 3npoad ssswiad aweN

uondLISaY Se3 jo wiSo -o4id Jo yam
9yedwia | ?zI§ pasn

950

panunuo) | a|qeL

Yeast 2004; 21: 947-962.

Copyright © 2004 John Wiley & Sons, Ltd.



951

Toolbox for PCR-based tagging of yeast genes

UBISPRY Ol (ZO0T PO PUE SIASg) SUOREINW 4] S} JO UOIONPOIIUI AQ PSIPNIISUOD USS] Sey TeISPY

P66 "D 10 3qUIn|y | |

"T00T “[D 32 UUBWUSPIIAA ¢
T00T ‘Z-eMUdS-RoduIddr] pue UOSISYRY 4,
(Z00T >PID PUB SIASG) DU2DS2UON|} US2US Ul 9SBRUDUI UB SISNED LDIYM ‘SUISSILU S| UORBINW \// | 713U} Feul 1do0XD JBISPSY O} [BDRUSPI S| JBISPY ||

"700¢ “Ip 30 douyy
"YP332U0| D) Wiod4

‘9661 1D 19 4oRULIOD) ¢

6661 USNDD|N PUB URISPIOD) ,

'S661 1D 39 BuRqUIN| o

“(Yoseu0[D) 1y S3uRYPINGD Buk pue suswld patedipul 3y 3Uish X |AYdy-9y4d pituseid ojul paonpo.iul Sem SIS [OUX B UOTRUILLIBE- | DAD U} JO SUIUOgNs 2.0jeg ¢

‘€661 11D 79 SUNAD |

"(Yoo12u0[D) 1y S3URYHPING Uk pue suswld pajedIpul aUL BUISh X |AIDU—9Yd Pluse|d 03Ul PEONPOULUL SBA S)IS [OLX B UOJRUILLISY- | HAY 3U} JO SUIIOPgNS 240jog ¢
'sedusnbas Jawd 10} 7 2|qe 995

's3e) [RUILLIBY-N| 404 |

'S9139SSED DY} JO UONDNUIISUOD YD 40} PIsh says UoidLlsad pue spiwse|d ‘suswiid ayi 3si| Suwn|od 1SOWysL Unoy 3y |

dq ep | | 1403/PDS
dq €4 [4053/10S
dq g6¢ 14023/P0S
dq G6€ 14023/1P0S
dq 7811 [o23/Pos
dq 9/ 140>3/PpS
dq gy [4023/1P0S
dq g4 [4093/1°0S
dq 861 | [0I3/]P0S
dq 765 14053/1P0S
dq ppp [4023/P0S
dq i} [4053/1P0S
dq g7z Mod3/PDS
dq 619 14023/P0S
dq | £f 14053/1P0S
dq | /4 14053/1P0S
dq 6/11 1403/]P0S

MOUB[3+[3dsg 0/2 [pWS/PDS
MOUBPY+3dsg O/ [DWS/PDS
MOUB|Y{+(3dsg O/ [DUIS/PDS
MOUB[3+[3dsg 0/2 [pWS/PDS
MOUBJY|+|3dsg O/ |DLUS/|PDS
MOUB|Y{+(3dsg O/ [DUIS/PDS
MOUBR[Y+[3dsg 0/2 [PWS/PDS
MOUB[Y|+[3dsg O/ |DLUS/|PDS
MOUB|Y+(3dsg O/ [DUIS/PDS
MOUBPY+3dsg O/ [DWS/PDS
MOUBJY|+[3dsg O/ |DLUS/|PDS
MOUBS[3+[3dsg 0/2 [DWS/PDS
MOUBPY+3dsg O/ [DWS/PDS
MOUB|Y{+(3dsg O/ [DUIS/PDS
MOUB[3+[3dsg 0/2 [pWS/PDS
MOUBPY+3dsg O/ [DWS/PDS
MOUB|Y+-3|dsg O/ [DUIS/|PDS

PN—WAD
EN-WAd
IN-WAd
IN=WAY
PN—WAd
EN-WAd
IN-WAd
IN=WAd
PN—WAd
EN-WAd
IN-WAd
IN=WAd
PN—WAD
EN-WAd
IN-WAY
IN=WAd
PN-WAd

oSTLIANW-E I ¥d
oSZLIN-E I ¥
oSTLIW-E I ¥d
oSTLANW-E I ¥d
oSTYOEIH4d
SWOEI+d
STVOE1+d
STYOEIHd
STIVO€ 144
STIVO€ 1+
STIVO€ 1 #4
STIVOE 144
ol V€1 ¥4
oI VO€ 144
ol V€144
ol V€1 ¥4
1 93L€ 1 pd

YDd ON
YDd ON
YDd ON
YDd ON
YDd ON
YDd ON
YDd ON
YDd ON
YDd ON
YDd ON
YDd ON
YDd ON
YDd ON
YDd ON
YDd ON
YDd ON
YDd ON

CINIPU
CINIPU
ZINbU
PXINWUDA
CINIPU
ZINU
CINIPU
FXIWUDA
ZINbU
CINIPU
CINIPU
PXINWUD
CINIPU
ZINU
CINIPU
PXIWUDA
ZINbU

gd49A
VHE

od499A
VHE

d99A
VHE

od4994
VHE

gd39A

SCLaw
SCLaw
SCLIw
SCLaw
STV
SV
STV
STV
TIvO
TIVO
TIvS
TV
17v9
17v9
1v9
17v9
431

S0S¢C
681
(6741
061
GESC
Se6l
SLLI
Se6l
15T
1761
161
1561
8.SC
8961
8181
861
[4374

bS/1S LEN=WAY
$S/15 9EN—WAD
-¥S/1S SEN—WAD
bS/1S PEN=—WAY
-¥S/1S CEN—WAD
-¥S/1S ZEN—WAD
bS/1S [EN=WAY
-¥S/1S 0EN-WAd
-¥S/1S 6IN—WAD
$S/15 8IN-WAd
-¥S/1S LIN-WAD
bS/1S N
$S/15 SIN—WAd
-¥S/1S PIN—WAd
bS/1S EIN—WAY
$S/15 ZIN—WAD
-¥S/1S 1ZN—WAD

Yeast 2004; 21: 947-962.

Copyright © 2004 John Wiley & Sons, Ltd.



952

C. Janke et al.

Table 2. Primer sequences

Primer name

Sequence (5’ — 3')

ADHI -1
ADHI-2
CBP-as

CBP-s

CUPI-A
CUPI-B
CYCl-term
dsRED-|
dsRED-2
dsRED-7
eGFP%CUP| - |
eGFP%CUP -2

GFP-4
GFP-6
HA-1%CUP
HA-2%CUP

HA-FI

HA-F2
hphMX4-1
hphMX4-2
KITRPI-1
KITRPI-2
M13hin
MYC-7xHis-F1
MYC-7xHis-F2
natMX4-|
natMXx4-2
pYM3/6_F
pYM3/6_R
ProA-In
ProA-2n

Red -1

Redl|-2
RedStar2-BamHI
RedStar2-Sall

FIAsH- |
FIAsH-2
S2-SPC42
S3-SPC42
S2-SPC72
S3-SPC72
SI-SSPI
S4-SSP|

SI-DON|
S4-DON]I
eqFP6 ! I-|
eqFP61 1-2

GACAGAGAGCTCGATTACAACAGGTGTTGTCCTC

CTGGCCTCGAGGCGAATTTCTTATGATTTATGATTT

TCGACGCTAGCAGTAGTTGGAATATCATAATCAAGTGCCCCGGAGGATGAGATTTTCTTAAAGCGGTTGGCT
GCTGAGACGGCTATGAAATTCTTTTTCCATCTTCTCTTG

TCGACAAGAGAAGATGGAAAAAGAATTTCATAGCCGTCTCAGCAGCCAACCGCTTTAAGAAAATCTCATCC
TCCGGGGCACTTGATTATGATATTCCAACTACTGCTAGCG

GCGACGGAGCTCTAGTAAGCCGATCCCATTACC

CGACGAATTCTCTGTCGTCCGGATTTATGTGATGATTGATTGATTGATTG

GACAGAGAGCTCGTTAAAGCCTTCGAGCGTCCC

CGGGATCCGGAGCAGGTGCTGGTGCTGGTGCTGGAGCAATTCTGGGTAGATCTTCTAAGAACGTC

AAGTGGCGCGCTTACAAGAACAAGTGGTGTCTAC

CGGGATCCGGAGCAGGTGCTGGTGCTGGTGCTGGAGCAATTCTGAGTAGATCTTCTAAGAACGTC

GCACGACTCCGGAATGTCTAAAGGTGAAGAATTATTCAC

CATCCGAGAATTCTCTGTCGGACCAGCACCGGCACCGGCACCAGCACCGGCACCAGCACCTTTGTACAATT
CATCCATACCATG

CCTGGGATCCTTACTTGTACAGCTCGTCCATGC

GCACTGGTCGACGGAGCAGGTGCTGGTGCTGGTGCTGGAGCAATGAGCAAGGGCGAGGAGC

GCACGACTCCGGAATGGGTTACCCATACGATGTTCCTGACTATGCG

CATCCGAGAATTCTCTGTCGGACCAGCACCGGCACCGGCACCAGCACCGGCACCAGCACCAGAGCACTGA
GCAGCGTAATCT

TCGACTACCCATACGACGTCCCAGACTACGCTTAG

CGCGCTAAGCGTAGTCTGGGACGTCGTATGGGTAG

GGCAAAGGAATAATCTCGAGTACTGACAATAAAAAG

CTTTTTATTGTCAGTACTCGAGATTATTCCTTTGCC

AGTCTAGGCGCGCAAAGTGGAACGATCATTCAC

AGGCCGAATTCGAGCTCGCCTCGAGGC

AGCGGATAACAATTTCACACAGGA

TCGACGAGCAGAAGCTGATTAGCGAGGAAGATCTGCACCACCATCACCATCACCATTAG

CGCGCTAATGGTGATGGTGATGGTGGTGCAGATCTTCCTCGCTAATCAGCTTCTGCTCG

GCCCTGCCCCTAATCTCGAGTACTGACAATAAAAAG

CTTTTTATTGTCAGTACTCGAGATTAGGGGCAGGGC

AGCTTCGTACGCTGCAGGTCG

GGTAAGATCTCTTGAATGATCGTTCCACTTTTTAGC

GCACGACTCCGGAATGGCGCAACACGATGAAGCCGTAG

CATCCGAGAATTCTCTGTCGGACCAGCACCGGCACCAGGAGCACCAGCGCCTGGAGCACCAGCACCATTCG
CGTCTACTTTCGGCG

GGATCCGGAGCAGGTGCTGGTGCTGGTGCTGGAGCAATGGTGCGCTCCTCCAAGAACGTC

AGAAGTGGCGCGCAGCTACAGGAACAGGTGGTGGCGGCC

GCGAGGATCCTTACAAGAACAAGTGGTGTCTAC

GGACACAGTCGACGGAGCTGGAGCTGGTGCAGGTGCTGGTGCAATGAGTGCTTCTTCTGAAGATGTCATCA
CTGAATTCATGAGATTCAAG

TCGACTGTTGTCCAGGTTGTTGTGCTAGAGCCTGAG

GATCCTCAGGCTCTAGCACAACAACCTGGACAACAG

TACACAGAACGCTTTAAGAATGCGCCATACTCCTTAACTGCTTTTTAAATCATCAATCGATGAATTCGAGCTCG

CAAGCCTGAAAATAATATGTCAGAAACATTCGCAACTCCCACTCCCAATAATCGACGTACGCTGCAGGTCGAC

AGAGAGTGACTGAGTGTTACATTAAATATATTTATATATAAACGTATGATATTTAATCGATGAATTCGAGCTCG

ACAGGAAAATGAGTCATTGAGATCGAAACTTTTCAACCTATCAATCAACAATCCCCGTACGCTGCAGGTCGAC

TCACAATAGTGCCTATTATCATGATAGAAGTAGAGTAGAAAAGCTAGCAACAATGCGTACGCTGCAGGTCGAC

GGGAAGTTGAGGTTATTTCCCCAGAAGGATCATTCTCATATGTGCCAGAGCTTCTCATCGATGAA
TTCTCTGTCG

TATCTACTTGACTTTGGCTGGTATTTAAACACAAGTAAGAGAAGCATCAAACATGCGTACGCTGCAGGTCGAC

TTAGAAAAGAGGTTTTAGCAGCATTATTTTCTTTTCCCTTTCTATTTTTCTTTCCCATCGATGAATTCTCTGTCG

GCAGCAGCAGCGCGCCTCGAGTCAAAGACGTCCCAGTTTG

GCGCAGCGCGGTCGACGGAGCAGGTGCTGGTGCTGGTGCTGGAGCAGGGATCCGTATGAATTCACTGATC
AAGGAA
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Table 3. Systematic table of all available pYM plasmids for C-terminal tagging and deletion

Tag kanMX4 hphNTI natNT2 HIS3MXé kITRPI
Deletion module (no tag) pFA6a—kanMX4 pYM—hphNT] pYM—natNT2 pFA6a—HIS3MX6

IHA pYM45

3HA pYMI pYM24 pYM2 pYM22
6HA pYMI4 pYMI6 pYMI7 pYMI5 pYM3
IMYC-7His pYM46

3MYC pYM4 pYM5 pYM23
IMYC pYMI8 pYM20 pYM2I pYMI9 pYMé6
ProA pYM7

TEV—ProA pYM8

TEV—ProA-7His pYM9 pYMIO

TEV-GST-6HIS pYMII

TAP pYMI3

yeGFP (em507, ex488 nm) pYMI2 pYM25 pYM44 pYM26
EGFP (em507, ex488 nm) pYM27 pYM28 pYM29
ECFP (em475 (501), ex433 (453) nm) pYM30 pYM3I pYM32
EBFP (em447, ex383 nm)# pYM33 pYM34
DsRed| (em583, ex558 nm) pYM35 pYM36
DsRed (yRFP) (em583, ex558 nm) pYM37

RedStar (em583, ex558 nm) pYM38

RedStar* (em583, ex558 nm) pYM42

RedStar2 (em583, ex558 nm) pYM43

EYFP (em527, ex513 nm) pYM39 pYM40 pYM4|

PA—-GFP (photo activated GFP) pYM48

FIAsH pYM47

eqFP6I 1 (emél 1, ex559 nm) pYM5SI

# BFP is a very weak fluorescent protein. So far, we have not yet successfully used the BFP-modules. However, we provide the cassette since
some strongly expressed proteins might be well detected when tagged with BFP.

CETACECTECAGETCEAC CETACGCTECAGEGTCGAL
. ‘3 3
, 51-Primer g
5 "WATE (Start)

5'- [T -3
£ - =8

) - ¥ WL L

., RG-S S8 SRS -25
7 £ k-
91919171 L ¥VILYII LV éomvsm_tweuvgsﬁ'

Figure 2. Primer design. The figure illustrates the design of the primers SI- S2-, S3- and S4 that are used for the
amplification of the cassettes described in this paper. The correct primer design is fundamental for the success of the PCR
amplification and the correct targeting into the yeast genome. The following rules should help to design the primers using
specific software such as DNA Strider: S|-primer, 45-55 bases upstream of the ATG (including ATG = start codon) of
the gene, followed by 5-CGTACGCTGCAGGTCGAC-3’; S2-primer, the reverse complement of 45—55 bases downstream
of the STOP-codon including STOP) of the gene, followed by 5-ATCGATGAATTCGAGCTCG-3'; S3-primer, 45-55
bases before the STOP-codon (excluding STOP) of the gene, followed by 5'-CGTACGCTGCAGGTCGAC-3'; S4-primer,
the reverse complement of 45—55 bases downstream of the ATG (start-codon) of the gene (excluding ATG), followed by
5-CATCGATGAATTCTCTGTCG-3
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is often linked to the quality of the primers
(see Discussion).

The pipetting scheme for a 50 ul reaction and the
PCR cycle scheme are visualized in Figure 3A/B.
A successful PCR gives a very strong band at the
estimated size (Table 1, Figure 3C), when 3-5 pl
of the PCR were analysed on a standard agarose
gel. Some natNT2 cassettes might cause problems.
The use of another PCR-buffer (Figure 3C) circum-
vents this problem.

For transformation of S288c- or W303-derived
strains, usually 5 pl of a PCR were used. For some

A) Reaction setup (50ul)

Bl 10x buffer 1 (500mM tris/HCI, pH9.2,
22.5mM Mgtly, 160mM NH,S50,)
or
5% 10x buffer 2 (500mM tris/Hl,
pHP.2, 22.5mM MgCl;. 160mM.
MH,50,, 20% DMSO, 1% Tritan-X100)
28.35u H.O
B.75u  dNTP-Mix (2mM each dNTP)
324 10pM Sx-primer!
3.2 10pM Sy-primer’
1ud =2100wpg/ml cassette plasmid
mix well
hot start with 2 U tag pelymerase (Gibcao)
and 0.4 U Vent polymerase (NEB)

B) Amplification program:

reaction mix from ice

97°C? B 97°€y
95°C i95°C
3-4min 30s
min?!
2min 40s
hot start

30s

e’ 20 cycles

C. Janke et al.

other strain backgrounds (such as SK-1), a 10-fold
higher amount of DNA was used. For this purpose,
the PCR product was ethanol-precipitated and dis-
solved in water (1/10 of the original volume).

Yeast strains and growth conditions

YPD and synthetic drop-out media were pre-
pared as described (Sherman, 1991). For antibi-
otic selection markers, the following concentrations
of antibiotics were added to standard YPD-plates

€) Analysis of PCR-products:

Primers: CDC6-52 and CDCG-53
T 1

PCR-program:

L
]
x
[
g
E

" 52/53 for C-terminal tags,
52/51 for gene deletion,
51/54 for N-terminal tags (Figure 1)

# grey: special conditions used for the
amplification of all natNT2-based
cassettes

2min 40s

+20s / cycle *I'marker: 1 kbp ladder (Gibco BRL)

Figure 3. Amplification of PCR-cassettes. (A) 50 ul of a PCR-sample are mixed on ice. For the amplification of hphNT |-
and natNT2-containing cassettes, it is recommended to use buffer 2. (B) The amplification programme is the same for all
cassettes except the modification in the melting step for natNT2-based cassettes (grey-shaded). (C) pYMI14-17 (6HA-tag)
were amplified with the S2/S3 primers of CDC6. 5 ul of the PCR reaction were analysed on a 0.9% agarose-TAE gel.
The gel was stained with ethidium bromide. As reference, 10 ul | kbp marker, diluted according to the manufacturers’
instructions (Invitrogen, Gibco, BRL) was run (I, 6). Under standard conditions, amplification of pYMI4 (2) and pYMI5
(3) gave a very strong band at the expected size (Table |). The amplification of pYM16 (4) was less efficient, but sufficient
for transformation of the PCR-product; pYMI7 could not be amplified under standard conditions (5). With the special
protocol (B), pYMI7 was weakly amplified in buffer | (7); a very strong PCR-product of the correct size (Table |) was
amplified when special conditions (B) and buffer 2 were used (8)
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(www.duke.edu/web/microlabs/mccusker/; Gold-
stein and McCusker, 1999): kanMX4, geneticin
(G418, GibcoBRL), 200 mg/l; hphNT1, hygromy-
cin B (Cayla, Toulouse, France; www.cayla.com),
300 mg/l; and natNT2, nourseothricin (ClonNAT,
Werner BioAgents, Jena-Cospeda, Germany; www.
webioage.com), 100 mg/l.

The antibiotics were added after autoclaving and
cooling of the medium to approximately 60 °C.
In the case of ClonNAT, a sterile filtered stock-
solution was prepared prior to addition to the
medium, while for geneticin and hygromycin B,
the powder and the solution provided by the
manufacturer were used directly.

Yeast transformation and testing

Yeast transformation using frozen competent cells
was based on the LiOAc method (Schiestl and
Gietz, 1989), however with several modifications.
A detailed description of the method is given in
Knop et al. (1999).

For kITRPI1 or HIS3MX6 selection, after trans-
formation cells were resuspended in 200 pl sterile
PBS and plated directly onto plates containing syn-
thetic medium lacking the respective amino acid
(SC-HIS, SC-TRP; Sherman, 1991).

For kanMX4, hphNTI, natNT2-selection: after
transformation, cells were resuspended in 3 ml of
YPAD medium and incubated on a shaker for at
least 5—6 h at 30°C, than sedimented and plated
onto the selection plates.

Selection for positive transformants on plates
containing antibiotics often requires replica plat-
ing of the plate after 2 days at 30°C, because
of the high background of transiently transformed
cells, which makes it difficult to recognize the
correct integrants (Knop et al., 1999; Wach et al.,
1997). The success of the integration was tested
by colony PCR using a quick chromosomal DNA
isolation procedure (Finley and Brent, 1995),
immunoblotting or by immunofluorescence, as
described previously (Knop et al., 1999). For
immunoblotting, protein extraction was done using
the NaOH/BME/TCA-protocol (Knop et al., 1999).

For the detection of epitope-tagged proteins, tag-
specific antibodies were used: HA-tag, mouse mon-
oclonal 12CA5 (Roche Boehringer-Mannheim),
16B12 (Babco); Myc-tag, mouse monoclonal 9E10
(Boehringer-Ingelheim); Protein A/TAP-tag, rab-
bit PAP (DAKO); Donlp, affinity purified rabbit

Copyright © 2004 John Wiley & Sons, Ltd.
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anti-Donlp (Rabitsch et al., 2001); GFP, affinity-
purified sheep anti-GFP. For ECL detection (Amer-
sham), goat anti-mouse, -rabbit or -sheep secondary
antibodies coupled to horseradish peroxidase (Jack-
son Immuno Research Laboratories) were used.

Plasmid requests

The full collection of plasmids and the sequence
files will be made available for non-commercial
recipients through EUROSCAREF (http://www.uni-
frankfurt.de/fb15/mikro/euroscarf/index.html).
The plasmids have been prepared and tested care-
fully; however, we cannot guarantee that no error
has been made. In case of problems, please do not
contact any of the authors unless you are absolutely
sure that the problem is associated with the plasmid
(use positive controls!).

Results

Two new selection markers: hphNT | and
natNT2

Recently, Goldstein and McCusker (1999) introdu-
ced three new dominant drug resistance cas-
settes that can be used in the yeast S. cerevisiae.
The cassettes were constructed in analogy to the
pFA6—kanMX4 marker (Goldstein and McCusker,
1999; Wach et al., 1994), thus allowing the use
of the established S1/S2-primer annealing sites
(Wach et al., 1994; Knop et al., 1999) for ampli-
fication. The hphMX4 and natMX4 (Goldstein
and McCusker, 1999) markers confer resistance to
hygromycin B or clonNat (nourseothricin), respec-
tively, and were cloned in-between the promoter
and terminator of the kanMX4 cassette (Wach
et al., 1994). The homologous sequences flanking
the different marker genes, however, lead to recom-
bination between the markers, if the two markers
are used simultaneously in the same yeast strain.
To circumvent this problem, we exchanged the ter-
minator of the hphMX4 cassette and replaced it
with the terminator of the CYCI gene. Similarly,
we replaced the natMX4 terminator with the ADH 1
terminator. The new cassettes were termed hphNT1
and natNT2, respectively (NT = new terminator;
Table 1). As demonstrated in a control experiment
(not shown), kanMX4, natNT2 and hphNTI com-
pletely failed to recombine with each other.

Yeast 2004; 21: 947-962.
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C-terminal tagging: fluorescent proteins

The availability of a variety of fluorescent proteins,
such as yeGFP (Cormack et al., 1997), EGFP,
EBFP, ECFP, EYFP (http://www.clontech.com/
gfp/excitation.shtml), DsRed (Matz et al., 1999),
hcRED (Gurskaya et al., 2001) and RedStar, a
much brighter version of DsRed (Knop et al.,
2002), consequently led to the construction of
new cassettes. The coding regions of the six
fluorophores were cloned into tagging cassettes
preceded by a spacer sequence that codes for
the peptide ‘SGAGAGAGAGAIL’. This spacer
peptide can facilitate the correct folding of the
fluorescent proteins when coupled to the protein of
interest (Miller and Lindow, 1997). Additionally,
we provide a cassette containing the red fluorescent
protein eqFP611 (Wiedenmann et al., 2002).

The properties of some of the GFP derivatives
are summarized in a review article (Tsien, 1998;
for spectral properties, see also Table 3). All of
them have been successfully used for applications
in baker’s yeast, such as in vivo double labelling
and live cell imaging. The suitability of each of
the individual fluorescent proteins for a specific
experiment, however, has to be tested each time.

The red fluorescent protein DsRed has been lim-
ited to special application in yeast (Pereira et al.,
2001), since the formation of the red chromophore
(Baird et al., 2000) is not fast enough (77, ~ 24 h)
to allow the detection of de novo synthesized pro-
teins in logarithmically growing cells. This has
been partially solved by the construction of a
much brighter variant, called RedStar (Knop ef al.,
2002), or by a faster-maturing but less bright vari-
ant named T4-DsRed (Bevis and Glick, 2002).
We constructed a combination of the T4-DsRed
and the RedStar mutant, which leads to a bright,
fast-maturing red fluorescent protein, RedStar2. We
provide for several of these DsRed variants cas-
settes (Table 1), most of which contain yeast codon
optimized constructs. The last drawback of DsRed-
variants, their strong tetramerization (Baird et al.,
2000), has only recently been solved (Campbell
et al., 2002), but this monomeric DsRed variant
seems to be not yet bright enough for general
applications in yeast (unpublished observation).
However, the red fluorescent protein eqFP611
(Wiedenmann et al., 2002) largely circumvents this
problem.

Copyright © 2004 John Wiley & Sons, Ltd.
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Double labelling using different fluorescent
proteins

For double-fluorescent labelling, different fluores-
cent proteins can be combined: GFP together with
DsRed, GFP and BFP, GFP and CFP, and YFP
in conjunction with CFP. The combination of YFP
and CFP is frequently used. The tagged proteins
can be distinguished with appropriate filters. How-
ever, both, CFP and YFP bleach faster then GFP.
The CFP signals often appeared weakly fluores-
cent when observed by eye; however, imaging
with a CCD-camera gave nice and strong signals
(Figure 4).

C-terminal tagging: HA, MYC and TAP tag

HA and MYC-tags are used for the detection of the
tagged proteins by immunoblotting and immunoflu-
orescence microscopy. A combination of two
tagged proteins (HA and MYC, respectively) in
one strain is widely used to detect protein—protein
interaction by co-immunoprecipitation. Further-
more, it became obvious that proteins with low
expression levels can be detected when several
repeats of the HA or Myc tag (6HA or 9Myc)
were fused to the protein. On the other hand, too
many tags may interfere with the functionality of
the fusion protein. For native protein purification, it
has been shown that single HA-tagged proteins can
be eluted from anti-HA beads using the HA pep-
tide (YPYDVPDYA), while this was not possible
when multiple tags were used. Because of these
considerations, we constructed a variety of PCR
modules using single, triple and hexa- or nona-tags
in combination with a variety of selection mark-
ers (Table 3), thus enabling the flexible construc-
tion of strains carrying different tags at the same
time.

The use of Protein A as an affinity tag has shown
to be a powerful tool for the purification of proteins
from yeast lysates, especially in combination with a
calmodulin-binding peptide (CBP) and a TEV site-
specific protease cleavage site. This combination of
features, called the TAP tag (Rigaut et al., 1999),
has been shown to be very useful for native protein
complex purification (Gavin ef al., 2002).

An example for the application of the TAP tag
PCR module (pYM13) is shown in Figure 5.
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Spc42p-CFP (green)

957

Spc72p-YFP (red)

phase

merge

Figure 4. Double labelling of two C-terminal tagged proteins: CFP and YFP. SPC42 was tagged with CFP amplified from
the cassette plasmid pYM30; SPC72 was tagged with YFP amplified from pYM41, using the corresponding S2 and S3 primers
(Table 2). The cells were collected in logarithmic growth and fixed for 5 min with 4% (w/v) paraformaldehyde. The cells

were analysed by fluorescence microscopy

TAP purification
of Donlp

kDa
50 =

40> e | < Don:

30> @0

Figure 5. Purification of Donlp using the TAP-tag. The
protein Donlp was tagged with the TAP tag using pYMI3
and DON/ specific S2- and S3-primers. The protein was
purified from the soluble fraction of meiotic cells using a
modified version of the protocol of Rigaut et al. (1999)

Copyright © 2004 John Wiley & Sons, Ltd.

Other tags

Recently, other tags with specific properties became
fashionable. The F1AsH tag consists of a small pep-
tide, containing four cystein residues (DCCPGC-
CA), that is recognized by specific di-arsenic com-
pounds, which, upon binding, become fluorescent
(Adams et al., 2001). We have tested the FIAsH tag
and found that it worked also in yeast; however the
maximally obtainable level of fluorescence, when
compared with the analogous GFP fusion, was less
than 5%, thus limiting the usefulness of this tag.
Similarly, we also constructed a cassette containing
the photo-activatable GFP (PA-GFP; Patterson and
Lippincott-Schwartz, 2002). Proteins carrying this
tag emitted, when maximally activated, less than
10% of the fluorescence compared to GFP-tagged
versions. This limits the usefulness of this tag in
yeast.

Promoter replacement and N-terminal tagging

The introduction of a heterologous promoter upstr-
eam of the START codon of a gene is a way
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to control and to modulate gene expression. At
the same time, it allows the introduction of a
N-terminal epitope tag to the gene.

We constructed a set of cassettes with nine differ-
ent replacement promoters. Eight of these promot-
ers were well characterized from previous appli-
cations in centromeric or 2 p plasmids (Mumberg
et al., 1994, 1995). The replacement of an inter-
nal promoter with the constitutive ADH, CYCI,
GPD or TEF promoters can be used to modulate
the expression of a gene in a permanent manner.
For inducible expression, the GALI promoter and
two truncated (and weaker) derivatives of this pro-
moter, termed GALL and GALS (Mumberg et al.,
1994), as well as the MET25 promoter, are pro-
vided. All the promoters were cloned into cas-
settes with kanMX4 and natNT2 selection mark-
ers. Additionally, all natNT2 promoter-substitution
cassettes were combined with a N-terminal 3HA
and yeGFP (Cormack et al., 1997) tag (Table 1).
We observed different expression rates of the gene
DONI when controlled by the eight different pro-
moters. The inducible promoters are not always
completely repressed in the non-induced state. In
the case of the relatively strong MET25 and the
GALI promoters, a weak expression was observed
in the repressed state of the promoter (glucose
complete medium; Figure 6). In contrast, the two
weaker versions of the GAL-promoter, GALL and
GALS, were completely repressed (Figure 6).

Furthermore, we constructed five cassettes con-
taining the CUPI-I promoter (Table 1). This
strong promoter can be induced with CuSO4. We
used this system successfully for the regulated
induction of gene expression during various phases
of the meiotic cell cycle (unpublished data). An
example of the expression of Ssplp under control
of CUPI-1 is given in Figure 7.

Discussion

In the present paper, we describe 37 new cassettes
for the C-terminal epitope tagging of yeast pro-
teins, developed by combining existing tags with
new marker genes and cloning new tags, namely
a variety of different fluorescent proteins of all
available colours, and the TAP-tag. Furthermore, a
series of 37 N-terminal cassettes has been devel-
oped that allow, besides the replacement of the
promoter of the target gene, the introduction of

Copyright © 2004 John Wiley & Sons, Ltd.
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N-terminal tags. For one single gene, all these cas-
settes can be amplified with four unique primers
(Figures 1 and 2). The versatility of the primers is
a strong advantage not only regarding to the cost of
the method. Also, once all four primers have been
successfully tested, any concerns about the quality
of the primers can be omitted, which can turn out
in some cases to be quite important (see below).
The cloning strategies for most of the cassettes
were based on common restriction sites, which
facilitate the construction of further cassettes, if
necessary (Table 1; further details available upon
request).

PCR amplification and primers

Since the PCR amplification of the cassettes
has caused problems in different laboratories, we
describe a PCR-protocol suitable for the amplifi-
cation of almost all of the cassettes. This proto-
col works well (in several laboratories), and fulfils
three major criteria: reliability, fidelity and high
yield. It requires, however, a reliable PCR machine
that allows time increment programming. For the
amplification of natNT2-based cassettes, this proto-
col needs to be slightly modified due to the high GC
content of the coding sequence of this marker gene
(see Materials and methods; Figure 3). Another
reason why sometimes the PCR does not work is
the poor primer quality. We found, that for some
suppliers, up to 20% of the primers do not work
(e.g. 40% of the PCRs performed), while for other
suppliers, less then 5% are non-functional (less than
10% of PCRs performed) with respect to amplifica-
tion of modules. Testing the primers in combination
with established primers can help to nail down the
faulty primer (companies normally will provide a
free replacement primer).

New selection markers

The use of the hphNTI and natNT2 cassettes is
as robust as the kanMX4 cassettes. Cells selected
on antibiotic media tend to form a lawn, due to
the growth of transiently transformed cells, which
might hinder the identification of positive clones.
In such a case the cells were replica-plated after
2 days of growth onto a fresh plate of the same
medium. On the new plate, only positive clones
grow. Using kanMX4 and HIS3MX6 together in
one strain led to recombination events within the
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Figure 6. Control of expression of DON/ using a range of different promoter substitutions. The promoter of the gene
DON/ was exchanged for all available promoters (except CUPI-I; cf. Figure 7) associated with the N-terminal 3HA-tag.
Cultures were grown into the exponential growth phase. Western blot detection was done with the monoclonal antibody
16BI12. Equal protein load was verified by staining the blots with Ponceau S. Two different expositions are shown to
underline the differences in promoter strength. (A) Constitutive promoters: GPD (lane 4) and TEF (lane 5) induce very strong
protein expression; the ADH-promoter (lane 1) is weaker; whereas the CYC/-promotor (lane 2) is very weak, therefore it
was detected with a 5x protein load (lane 3); 12 ug (60 pg in lane 3) total protein were analysed. (B) Inducible promoters:
induction was performed by adding 1% glucose (—) or 1% galactose (+) to YEP-raffinose medium (all GAL-promoters) or
by washing and transferring the culture to SC-met medium (MET25-promoter). Induction time was 90 min. 12 ug total
protein were analysed. The inducible promoters are different in strength; the very strong MET25 and the strong GAL/ are
slightly leaky (lanes 6 and 12)

marker genes. After the transformation of the sec-  anti-Myc, anti-GFP or PAP (for detection of protein
ond cassette, positive clones must be selected on A tags) antibodies or fluorescence microscopy (to
both, G418 and SC-His plates. The kITRP1 cas- visualize fusions with fluorescent proteins) or indi-
sette seems to promote a somewhat less-than- rect immunofluorescence microscopy (HA or Myc
wild-type growth rate when used to complement fusions).

the zrpl mutation; therefore, it is recommended
to wait 2 more days in case no colonies appear
2-3 days after transformation. Usually, transfor-
mants were confirmed using colony PCR in combi- We observed that yeGFP (Cormack et al., 1997)
nation with either immunoblotting using anti-HA, and EGFP (Clontech) do not show observable

New fluorescent markers

Copyright © 2004 John Wiley & Sons, Ltd. Yeast 2004; 21: 947-962.
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CUP1-1 - + +
CUSO4 - -

+

Ssplp -

Figure 7. Control of expression of SSPI by the CUPI-I
promoter. The gene SSPI, expressed only during meiosis
(Moreno-Borchart et al., 2001), was chromosomally tagged
using pYM-N1 and S| and S4 primers for SSPI. Expression
of the gene was detected in mitotically growing cultures.
Ssplp expression was followed in the CUP[-/-SSPI strain
and in a control strain with the unaltered SSP/ gene in the
absence or presence of CuSO4 (100 uM, 2 h), as indicated
in the figure. Upon cell lysis, Ssplp was detected using a
specific antibody

differences in brightness, although they do con-
tain different mutations compared to the wild-
type GFP.

We have also provided a number of different cas-
settes containing DsRed and mutagenized versions
of DsRed. Due to the properties of the DsRed pro-
tein, its application is somewhat limited compared
to GFP. This is mainly due to its strong tetrameriza-
tion (Baird et al., 2000), which can interfere with
protein function (Knop et al., 2002). Table 4 sum-
marizes some of the properties of the different red
fluorescent proteins that are contained in our cas-
settes.

Table 4. Properties of the red fluorescent protein

C. Janke et al.

Promoter exchange and N-terminal tagging

A new feature of the presented set of cassettes
are the 37 new promoter substitution and N-
terminal tagging modules. Apart from the CUPI-
1 promoter, which was specifically cloned for
N-terminal tagging of proteins that are involved
in meiosis, all other promoters were taken from
existing yeast plasmids, therefore, their expression
levels have already been studied in detail and
the promoters can be used according to these
data (Mumberg et al., 1994, 1995). The promoter
substitution can be applied for the determination
of expression level-related phenomena, or simply
to deplete a gene product. It was noted that, while
the GALI and the MET25 promoters were slightly
leaky under repressive conditions, the less active
GALL and GALS were tightly repressed in glucose
medium (unpublished data and Figure 6). The use
of the GALS promoter might thus be a better tool
than the until now frequently used GAL! promoter,
first because of the reduced leakiness, but also for
the lower expression rate in the induced state.

Conclusion

Taken together, the new range of PCR-cassettes
allows the use of more selection markers, the com-
bination of more tags in one single strain and the
application of fluorescence double labelling with
CFP and YFP, but also with GFP and RedStar2,
while dsRed and RedStar can be used as fluores-
cent timers (see above and Table 4). N-terminal
tags and promoter substitutions allow to interfere
with transcriptional regulation and to condition-
ally deplete gene products, while the availability

Brightness
relative Codon
Name Mutations Tml/2 (h) Aggregation  to DsRed usage
DsRed 24 +++ I Yeast
RedStar! G2S, RI8K, V971, SI'13T, FI25L, M183K, P187Q, T203I Approx. 12 + 10-202 Yeast
T4-DsRed®  R2A, KSE, N6D, T21S, H41D, N42Q, V44A, Al45P, T217A 07 — 0.3 Original
RedStar2! Combination of RedStar™ T4—DsRed mutations Approx. 05— 1° — 2-4° Yeast

! The yeast codon optimized sequence of DsRed, RedStar and RedStar2, contain an additional codon at position 2.

2 Knop et al,, 2002.

3 Please note that T4-DsRed is not included in the list of cassettes available.

*Bevis and Glick, 2002.
® Value not determined precisely.

Copyright © 2004 John Wiley & Sons, Ltd.
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of N-terminal tags provides the possibility to label
proteins that cannot be tagged at the C-terminus.
The need of only four different primers for the use
of all cassettes described here and in Knop et al.
(1999) makes the tagging cheap, reliable and flexi-
ble. However, the ease by which new strains can be
constructed by this method should, of course, never
prevent us from keeping one key question in mind:
how does this manipulation affect the function of
the gene?
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