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FG/FxFG as well as GLFG repeats form a selective
permeability barrier with self-healing properties
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The permeability barrier of nuclear pore complexes
(NPCs) controls all nucleo-cytoplasmic exchange. It is
freely permeable for small molecules. Objects larger than
~30kDa can efficiently cross this barrier only when
bound to nuclear transport receptors (NTRs) that confer
translocation-promoting properties. We had shown earlier
that the permeability barrier can be reconstituted in the
form of a saturated FG/FXFG repeat hydrogel. We now
show that GLFG repeats, the other major FG repeat type,
can also form highly selective hydrogels. While support-
ing massive, reversible importin-mediated cargo influx,
FG/FXFG, GLFG or mixed hydrogels remained firm bar-
riers towards inert objects that lacked nuclear transport
signals. This indicates that FG hydrogels immediately
reseal behind a translocating species and thus possess
‘self-healing’ properties. NTRs not only left the barrier
intact, they even tightened it against passive influx, point-
ing to a role for NTRs in establishing and maintaining the
permeability barrier of NPCs.

The EMBO Journal advance online publication, 13 August
2009; doi:10.1038/emb0j.2009.199

Subject Categories: membranes & transport

Keywords: hydrogel; nucleoporin; nuclear pore complex;
permeability barrier; selective phase model

Introduction

Nuclear pore complexes (NPCs) are giant molecular assem-
blies that control the exchange of macromolecules between
the nucleus and the cytoplasm (Mattaj and Englmeier, 1998;
Gorlich and Kutay, 1999; Adam, 2001; Macara, 2001; Rout and
Aitchison, 2001; Pemberton and Paschal, 2005; Tran and
Wente, 2006; D’Angelo and Hetzer, 2008). They pose a firm
passive diffusion barrier for inert molecules larger than
~2.5nm in radius (see Mohr et al, 2009), but at the same
time, NPCs remain highly permeable for shuttling nuclear
transport receptors (NTRs) and even very large NTR«cargo
complexes (Newmeyer et al, 1986; Mohr et al, 2009).
Examples for NTRs are the prototypical nuclear import
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receptor importin B (ImpP) (Chi et al, 1995; Gorlich et al,
1995; Iovine et al, 1995) and exportin 1/CRM1 (Fornerod
et al, 1997; Stade et al, 1997). Typically, a nuclear transport
signal on a cargo molecule mediates its interaction with an
NTR. The IBB domain, for example, allows direct binding to
Impf and constitutes one of the strongest known nuclear
import signals (Weis et al, 1996; Gorlich et al, 1996a).

Facilitated NPC passage is not directly coupled to ATP or
GTP hydrolysis (Schwoebel et al, 1998; Englmeier et al, 1999;
Ribbeck et al, 1999). Nevertheless, the nuclear transport
machinery is able to pump cargoes against gradients of
chemical activity. This is possible, because the RanGTPase
system switches the shuttling NTRs in a compartment-spe-
cific manner between their low- and high-affinity forms for
cargo binding (Rexach and Blobel, 1995; Gérlich et al, 1996b;
Fornerod et al, 1997; Kutay et al, 1997a).

NPCs are composed of multiple copies of ~30 different
proteins known as nucleoporins or Nups (Rout et al, 2000).
Nups not only form the rigid NPC scaffold but many of them
also contain non-globular, natively unfolded protein modules
typically containing FG repeats (Hurt, 1988; Denning et al,
2003). FG repeat domains are essential for viability (Strawn
et al, 2004) and comprise up to 50 repeat units. Each unit
contains a hydrophobic cluster, typically of the sequence FG,
FXFG or GLFG, which is embedded into a more hydrophilic
spacer sequence (Denning and Rexach, 2007). FG repeats
bind NTRs during facilitated NPC passage. Mutant NTRs that
are defective in FG repeat binding also display defects in
facilitated NPC passage (Iovine et al, 1995; Bayliss et al, 1999,
2000; Ribbeck and Gorlich, 2001; Bednenko et al, 2003).

It is, however, a challenging task to explain how NPCs
hinder the passive passage of inert material and how an
NTR-FG repeat interaction promotes facilitated translocation.
If the central channel of NPCs were lined with isolated
binding sites for NTRs, then one would expect retention
and delayed passage of the bound species. Such simple
arrangement also gives no plausible explanation as to how
inert material is selectively excluded from passage. The facts
that any given NTR possesses multiple binding sites for FG
repeats (Bayliss et al, 2002; Bednenko et al, 2003; Morrison
et al, 2003; Isgro and Schulten, 2005) and, conversely, that FG
repeat domains comprise multiple NTR-binding motifs in-
deed suggest that facilitated translocation involves more
complicated interactions than only a binary binding between
a receptor and isolated FG motifs.

To solve these problems, we previously proposed the
selective phase or hydrogel model, which assumes that the
central permeability barrier of NPCs consists of an FG repeat
hydrogel (Ribbeck and Gorlich, 2001, 2002). Indeed, it has
been shown that the FG/FXFG repeat domain from the yeast
Nup Nsplp not only formed a hydrogel as predicted (Frey
et al, 2006) but also displayed permeability properties very
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similar to those of authentic NPCs and allowed an up to
20000-fold faster entry of a large NTR+cargo complex com-
pared with the cargo alone (Frey and Gorlich, 2007). To
achieve this exquisite selectivity, the concentration of
the FG hydrogel has to exceed a saturation limit of about
100 mg/ml, a concentration that is most probably exceeded
also within authentic NPCs (Frey and Gorlich, 2007).

The formation of an FG hydrogel relies on multivalent
interactions between FG repeat domains. An FG hydrogel can
therefore be considered a three-dimensional meshwork and
the exclusion of inert material can be explained by a sieving
effect according to the size of the meshes.

NTR-cargo complexes are typically far larger than the
passive NPC exclusion limit and the expected size of the
meshes. Their passage through NPCs must therefore involve
a transient opening of those meshes that would otherwise
obstruct their path. The hydrophobic clusters of the FG
repeats not only bind NTRs but they are also required for
gel formation and hence also for creating inter-repeat con-
tacts (Frey et al, 2006). Binding of an NTR to these hydro-
phobic clusters might therefore destabilise and transiently
open adjacent meshes, thereby allowing the receptor to enter
the barrier (Ribbeck and Gorlich, 2001).

In this study, we show that not only FG/FxFG repeats
but also GLFG repeats—the dominant repeat type of yeast
NPCs—form highly selective hydrogels. GLFG gels suppressed
the passive influx of inert material, but also allowed a more
than three orders of magnitude faster entry of NTRs and their
cargo complexes. This applied not only to yeast and mamma-
lian importins but also to the exportin Crm1lp. We also show
that the entry of NTRs into an FG hydrogel is reversible and
that RanGTP facilitates the exit of an Impf3+cargo complex from
the gel. We observed that FG hydrogels suppressed the passive
entry of inert material even when a massive influx of
NTR-cargo complexes occurred, which mirrors the behaviour
of authentic NPCs. This suggests that the resealing of the
permeability barrier behind a translocating species does not
require the complex composition and architecture of an NPC,
but is instead mediated by the FG repeats themselves.
Interestingly, NTRs even tightened the hydrogels against pas-
sive influx, pointing to a role for NTRs in establishing and
maintaining the permeability barrier of nuclear pores. In the
accompanying study (Mohr et al, 2009), we show that the
dominant-negative human Impp*%* fragment (hsImpf*>*%%)
(Kutay et al, 1997b) not only blocks facilitated NPC passage but
also lowers the passive exclusion limit. We show here that
these two striking effects are also observed with a GLFG
hydrogel: The inhibitor hindered not only gel entry but also
the intra-gel movement of the diffusing species. Thus, in vitro
assembled FG hydrogels, despite their simple composition,
reproduced all aspects of NPC permeability tested so far. This
strongly supports the model that the NPC permeability barrier
indeed is an FG hydrogel.

Results

The barrier formed by an FG hydrogel reseals
immediately behind a translocating species

We previously showed that a saturated FG hydrogel restricts
the influx of inert material, but permits an up to 20 000-fold
faster entry of Impf+cargo complexes that were 5-fold larger
in mass than the inert reference object (Frey and Gorlich,
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2007). To mediate their entry into the gel, importins must
locally perforate the hydrogel. If such perforations remained
open or persisted for too long in authentic NPCs, then the
permeability barrier would break down and nuclear and
cytoplasmic contents would intermix (Figure 1A and B).
However, NPCs remain strict barriers towards inert objects
even when large NTRecargo complexes pass (Newmeyer
et al, 1986; accompanying study). Perforations in that context
must therefore be extremely short lived and reseal immedi-
ately behind any translocating species (Figure 1C). It was,
however, unclear whether FG repeat domains and NTRs are
sufficient for resealing and whether in vitro assembled FG
hydrogels reproduce NPC properties authentically enough to
stay sealed against inert material even when NTRs penetrate
the gel.

To address these questions, we chose MBP-mCherry, a
70-kDa fusion between the maltose-binding protein (SwissProt
POAEY0) and the monomeric red fluorescent protein mCherry
(Shaner et al, 2004) as an inert permeation probe, and the
FG/FxFG repeat domain from Nsplp (Hurt, 1988) as the
building block of a saturated FG hydrogel. The influx
of MBP-mCherry alone was slow, but still measurable
(Figures 2C and 3A, Table I). We then pre-mixed 3 uM of
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Figure 1 Resealing modes of the permeability barrier. Cartoons
sketch conceivable behaviours of the barrier towards nuclear
transport receptors (NTRs) and inert material. (A) A scenario in
which NTRs can penetrate into and through the barrier, but where
no resealing behind the translocating species occurs. In this case,
NTRs would cause a breakdown of the barrier. The problem should
occur already at low NTR concentrations and would worsen with
time. Eventually, the gel would disintegrate. (B) A scenario where
resealing behind the translocating species is slow. In this case, NTRs
would transiently collapse the barrier. The problem would increase
with the load of facilitated gel entry. (C) A scenario where the
barrier reseals immediately behind a translocating species. In this
case, the barrier would stay tight against inert material, even at the
highest transport load.
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MBP-mCherry with 1.5uM of an IBB-MBP-mEGFP-scImpf
complex and allowed both species to enter the gel simulta-
neously. This NTR-cargo complex has a 2.4-fold higher mass
and an 1.4-fold larger Stokes radius (Rs) than MBP-mCherry
(Figure 3D), yet it entered the gel at least 100 times faster
(Figures 2D and 3B, Table I). The acceleration of influx was
specific for the scImpB-bound cargo, because gel entry of the
MBP-mCherry fusion, which lacked an import signal, was not
enhanced in the presence of the importin (compare Figure 3A
and B). Strikingly, we observed the same behaviour when the
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FG hydrogel was challenged with an even larger NTR+cargo
complex (500kDa, Rs=6.7nm) and a smaller inert permea-
tion probe (mCherry, 27kDa, Rs=2.4nm) (see Supple-
mentary Figure S6). Thus, even large perforations formed
by invading NTR+cargo complexes are not accessed by inert
permeation probes. Instead, such lesions are short-lived and
seal immediately behind the translocating species.

The assay should be very sensitive to even a low fraction of
persisting perforations, because the scImpf3+cargo complex is
considerably larger than the passive cargo and because a very
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Figure 2 Experimental set-up for studying influx into an FG hydrogel. (A) Illustration of the experimental set-up. (B) A saturated FG/FxFGY5};

hydrogel within the imaging chamber after completion of an influx experiment. Photographs were taken using a macro lens either under white
light or UV illumination and overlaid. Note that the green NTR+cargo complex (IBB-MBP-mEGFP-scImpf) entered the gel, whereas the red
inert reference molecule (MBP-mCherry) stayed out. (C) Influx of MBP-mCherry alone into a saturated FG/FXFGY5o; hydrogel followed by laser
scanning confocal microscopy. Time elapsed after addition is indicated. Upper panels show the gel as detected by an incorporated Atto647N-
labelled tracer molecule. Lower panels show 3 uM of MBP-mCherry added to the buffer side of the gel. The gel contained 200 mg/ml of
FG/FXFGY®;. For quantification see Figure 3 and Table I. For false-colour code, see panel E. (D) Experiment shows simultaneous influx of
MBP-mCherry and IBB-MBP-mEGFP+scImpf complex into the same batch of hydrogel as shown in panel C. Note that the rapid influx of the
NTR-cargo complex did not detectably increase the entry of the non-receptor-bound inert reference molecule MBP-mCherry. For quantification,
see Figure 3. (E) Look-up table used for translation of grey scale into false-colour images.
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Figure 3 Pre-incubation of the FG/FXFG hydrogel with scImpf tightens the barrier against passive influx. Panels A-C show concentration
profiles of mobile species during their entry into a saturated FG/FxFGYE, hydrogel. The three time points (30s, 10 min and 30 min) are colour-
coded. For best comparison, the free concentration of the mobile species in buffer was scaled to 1. (A) Influx of MBP-mCherry alone. The
comparison of the three time points indicates a slow, but still clearly detectable influx and a partition coefficient between gel and buffer of 0.18.
(B) Simultaneous influx of 3 uM of MBP-mCherry and 1 uM of an IBB-MBP-mEGFP+scImpf complex. The NTR+cargo complex entered the gel
2100 times faster than the passive species. The presence of the NTR-cargo complex did not increase influx of the passive species as compared
with panel A. (C) The influx experiment was performed as in panel B, the difference being that the FG hydrogel had been pre-incubated for
180 min with 10 uM of unlabelled, cargo-free scmpf before the fluorescent mobile species was added. The pretreatment had only a minor effect
on influx of the NTR-cargo complex (slight reduction in entry rate and intra-gel diffusion coefficient), indicating that this type of FG hydrogel is
very robust against competition and can sustain a very high load of facilitated transport. However, the pretreatment had the striking effect of
tightening the barrier against passive influx, and thus improving the performance of the barrier greatly. The labelled scImpf-+cargo complex
now entered the gel at least 5000 times faster than the inert reference molecule MBP-mCherry. (D) Analytical gel filtration revealed
a Stokes radius (Rs) of 3.6nm for the above used inert reference molecule (MBP-mCherry) and 5.1 nm for the IBB-MBP-mEGFP+scImpf
complex.

large number of scImpf-cargo complexes, namely =1 mil-
lion per pm? per minute, had entered the gel (Figure 3). This
number indicates that every point on the gel surface had been
perforated on average more than 100 times per minute (for
derivation see Materials and methods). The experiments
therefore suggest that resealing behind a translocating species
is efficient not only in intact NPCs but also when an FG
hydrogel of very simple composition is used as a barrier.

NTRs even tighten the barrier against passive influx

We then performed a more drastic version of the experiment
and pre-incubated the saturated FG/FxFGY®; hydrogel for
3 h with 10 uM of scImpp. This concentration should mimic a
physiological transport receptor concentration, which is in
the range of 1M for individual receptors and ~10uM for
the total NTR concentration (U Jdkle and D Gorlich, unpub-
lished results, 2001). During this pre-incubation, scImpf
accumulated inside the gel at a concentration of ~0.5mM

4 The EMBO Journal

(~50mg/ml; data not shown). Interestingly, this pre-load
hardly diminished the subsequent influx of the fluorescent
IBB-MBP-mEGFP-scImpf complex (Figure 3C). This docu-
ments an enormous capacity of this FG hydrogel for facili-
tated translocation, comparable with that of authentic NPCs,
which sustain a flux of ~100MDa per pore per second
(Ribbeck and Gorlich, 2001). The pre-incubation with
scImpfP had, however, a marked effect on the inert permea-
tion probe and reduced the influx of MBP-mCherry to
virtually non-detectable levels, that is, at least 50-fold
(Figure 3C, Table I). This effect was not only kinetic, but in
fact the pre-incubation of the gel lowered the partition
coefficient of the passive species between gel and buffer
from 0.2 in an untreated gel to <0.02, indicating that
partitioning of MBP-mCherry into the gel became energeti-
cally even less favourable. For comparison, under the same
conditions, the partition coefficient of the scImpp-cargo
complex (>100) was 5000-fold higher. The selectivity of

©2009 European Molecular Biology Organization
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Table I Quantitation of influx of various mobile species into different types of FG hydrogels

Gel type Mobile species Pre-incubated Partition coefficient Entry rate Intra-gel diffusion Passage time
with 10 uM of of mobile species  of mobile constant of through an
between gel species into  mobile species NPC (ms)?
and buffer the barrier (1072 m?/s)
(nm/s)
Gel entry of NTR+cargo complexes
FG/FxFG IBB-MBP-mEGFP-scImpp} ~ — >100 >3000 0.17 7
FG/FxFG IBB-MBP-mEGFP-scImpf}  scImpf >100 =>3000 0.12 10
GLFG IBB-MBP-mEGFP-scImpp}  — >400 >20000 0.10 12
GLFG IBB-MBP-mEGFP-scImpf  scImpf >100 >4000 0.08 16
GLFG IBB-MBP-mEGFP-scImpp  hsImpp** 5 ~50 0.005 250
FG/FXFG/GLFG IBB-MBP-mEGFP-scImpf}  — >350 >15000 0.24 5
FG/FXxFG/GLFG IBB-MBP-mEGFP-scImpp  scImpf >400 12000 0.30
Gel entry of inert molecules
FG/FxFG MBP-mCherry — 0.16 40
FG/FxFG MBP-mCherry scImpf 0.02 0.6
FG/FxFG mCherry — 0.42 180
FG/FxFG mCherry IBB-MBP-mEGFP-scImpf} <0.02 <1

For details of parameter estimation see Frey and Gorlich (2007).

“Estimation of passage time of mobile species through an NPC, whose 50 nm thick permeability barrier is filled with the specified FG hydrogel.
For comparison, the passage time of Impf-cargo complexes through authentic NPCs is in the order of 10 ms (Kubitscheck et al, 2005;

Yang and Musser, 2006).

NPCs or of an FG hydrogel can be expressed as the ratio
between the entry rates of a facilitated and a passive species.
It is truly remarkable that a high load of facilitated transport
even improved the selectivity and thus the performance of
the FG hydrogel as a barrier.

NTRs tighten the barrier even towards GFP-sized
passive probes
We then repeated the series of experiments with a smaller
inert permeation probe, namely mCherry, which has a mass
of 30kDa and an Rs of 2.4nm (Figure 4D). As expected,
owing to its smaller size, mCherry alone entered the gel ~ 10-
fold faster (Figure 4A) than the MBP-mCherry fusion
(Figure 3A). Consistent with the results from Figure 3 and
with the behaviour of authentic NPCs (Mohr et al, 2009), the
simultaneous addition of an IBB-MBP-mEGFP+scImpf3 com-
plex did not increase influx of the passive species. Even on
the contrary, it changed the concentration profile of the
passive species such that a dent complementary to the
concentration profile of the NTR-cargo complex occurred
(see 30min time point in Figure 4B and compare with
Figure 3B), indicating that the partition coefficient of the
passive species between gel and buffer had been lowered by
the presence of the transport receptor in this region of the gel.
In the third experiment of this set, we pre-incubated the gel
not with an empty NTR as in Figure 3, but with an IBB-MBP-
mEGFP+scImpf complex. This made a difference in several
ways: (1) the receptor species used for the pre-incubation was
more bulky and it should therefore melt larger holes into the
gel (Figure 4D), (2) it was applied in its substrate-bound
conformation and (3) the pre-accumulated NTR-cargo com-
plex could be directly visualised and quantified within
the gel. It reached an intra-gel concentration of ~0.4mM,
corresponding to ~70 mg/ml (Figure 4C, lower panel).

©2009 European Molecular Biology Organization

This pre-incubation had the striking effect of suppressing
the gel entry of mCherry to nearly non-detectable levels,
that is, at least 100-fold (Figure 4C, Table I; see also
Supplementary Figure S6). The residual entry rate into the
gel of <1nm/s translates to a first-order rate constant for
nucleo-cytoplasmic equilibration in HeLa cell nuclei of
<5x10°%s'. In comparison, a GFP-sized protein equili-
brates in permeabilised cells with a rate constant of
2x1073s7! (see Mohr et al, 2009). It thus appears that in
vitro assembled FG hydrogel can perform significantly better
as a passive diffusion barrier than NPCs themselves. In other
words, the design of the system is so robust that NPCs do not
need to exploit the full potential of FG hydrogels in order to
keep nuclear contents and the cytoplasm separated.

Pre-loading of the FG hydrogel with an NTR-cargo com-
plex strongly suppressed passive influx of inert material, but
did not preclude facilitated gel entry. Instead, the chase
experiment shown in Supplementary Figure S1 clearly
shows that, even after extensive pre-loading, NTR-cargo
complexes could efficiently enter such a very tight FG/FxFG
hydrogel. In contrast, if the gel was similarly pre-treated with
an anti-FG repeat antibody, a strikingly different effect was
observed (Supplementary Figure S3). Such a gel lost its
competence to mediate a facilitated entry, but still allowed
a similar rate of passive influx as an untreated gel. These
results indicate that the observed increase in selectivity is
specific for gels pre-treated with NTRs.

The GLFG domains from Nup49p and Nup57p can also
form a highly selective hydrogel

So far, we tested only the FG/FxFG)*!y, repeat domain
from Nsplp for hydrogel formation and generation of a
selective permeability barrier. Authentic NPCs, however,
also contain another major class of FG repeats, namely
GLFG repeats (Wente et al, 1992; Wimmer et al, 1992), in

The EMBO Journal 5
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Figure 4 Facilitated translocation tightens the FG/FxFG hydrogel even against passive influx of GFP-sized objects. The influx experiment was
carried out as in Figure 3, but two differences were implemented: First, we used a smaller inert reference molecule (mCherry, Stokes radius
(Rs) =2.4nm) in order to enhance the sensitivity for small changes in passive permeability. Second, for pre-incubation, the ‘empty’ scImpf} was
replaced by an IBB-MBP-mEGFP-scImpf complex. The receptor used for the pre-incubation was therefore also detectable in the GFP channel.
As expected from its smaller size, mCherry entered the untreated gel considerably faster than the MBP-mCherry fusion. The pre-incubation
with the NTR-cargo complex diminished mCherry influx to very low levels. The pretreatment did, however, not abolish the NTR-mediated

cargo entry (see Supplementary Figure 1).

which the NTR-binding hydrophobic clusters comprise a
leucine and a phenylalanine sandwiched between two
glycines. The repeat domain of Nsplp becomes essential
for the viability of Saccharomyces cerevisiae when certain
other FG repeat domains are deleted (Strawn et al, 2004).
Nevertheless, viable yeast strains that lack all FXFG repeat
domains have been constructed. In contrast, yeast strains
that lack all GLFG repeats are not viable (Strawn et al,
2004), indicating that S. cerevisiae relies more heavily on
GLFG- than on FxFG-type repeats. It was therefore a crucial
question as to whether GLFG repeat domains can also form a
hydrogel, and if so, which permeability properties such gel
would have.

To address these questions, we chose Nup49p (Wente et al,
1992; Wimmer et al, 1992) and Nup57p (Grandi et al, 1995)
(1) because both proteins form a tight complex with Nsplp
(Grandi et al, 1995; Schlaich et al, 1997); (2) they are believed
to be located near the central channel of the NPC, where the
permeability barrier should have its most effective position;
and (3) because strong genetic evidence suggests that
their prototypical GLFG repeat domains are crucial for NPC
function (Strawn et al, 2004). It should be noted that the

6 The EMBO Journal

repeat domains of Nup49p and Nup57p differ from the Nsplp
repeats not only in the different predominating hydrophobic
clusters but also in that they lack charged residues in the
intervening spacer sequences. For further analysis, we
generated a fusion between the GLFG repeat domains
of Nup49p and Nup57p, expressed the corresponding
His-tagged fusion protein in Escherichia coli and purified it
on a nickel chelate matrix.

Preparing a homogeneous FG hydrogel in vitro is a
technically challenging task. It requires initially suppressing
inter-repeat interactions so that a homogeneous and
sufficiently concentrated solution of the FG repeat domain
can be prepared before gel formation is initiated. We solved
this problem by loading the protein in guanidinium chloride
onto a C18 reverse-phase HPLC column and eluted the
protein as a TFA salt with an aqueous acetonitrile gradient.
From the protein-containing fractions, a lyophilisate was
prepared, which readily dissolved to ~200mg/ml in water
or 0.1% TFA, and subsequently formed a tough gel
within a few hours of incubation. The resulting GLFG
hydrogel had a similar appearance as the Nsplp-derived
FG/FxFG hydrogel (see Figure 2B) and was used after

©2009 European Molecular Biology Organization
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Figure 5 GLFG repeat domains also form a highly selective permeability barrier. Panels show influx of mobile species into a hydrogel made of
200mg/ml of a fusion between the GLFG repeat domains of Nup49p and Nup57p. Quantification was carried out analogous to Figure 3.
(A) Influx of 3 uM of MBP-mCherry alone. (B) Simultaneous influx of 3 uM of MBP-mCherry and 1 uM of IBB-MBP-mEGFP+scImpf3 complex.
(C) As panel B, however, the gel was pre-incubated for 180 min with 10 uM of scImpp. This pre-incubation tightened the barrier against passive
influx, but also diminished receptor-mediated cargo entry as well as intra-gel diffusion of the NTR+cargo complex, suggesting that the GLFG gel
is more sensitive to competition by scImpp than the FG/FxFG gel (see Figure 3C). (D) As panel B, however, the gel was pre-incubated with the
dominant-negative human Impp** % fragment. This pre-incubation lead to a virtually complete block of passive influx and to a 100-fold
reduction in receptor-mediated gel entry. Intra-gel movement of the scImpf-cargo complex was essentially blocked (also see Supplementary
Figure S4). The effect of the dominant-negative mutant on the GLFG gel was much stronger than on an FG/FxFG gel (see Supplementary

Figure S4).

thorough equilibration in assay buffer for subsequent influx
experiments.

Overall, the permeability properties of the GLFG gel ap-
peared quite similar to the saturated FG/FxFGY*E), gel that
was characterised before (Figure 3 and Frey and Gorlich,
2007): (1) The GLFG gel was a good barrier against influx of
the MBP-mCherry fusion protein (Figure 5A, Table I), but also
allowed a > 100-fold faster influx of an NTR+cargo complex
(Figure 5B). (2) Similar to previous experiments using an
FG/FxFG gel (Frey and Gérlich, 2007), influx of scImpf into
the GLFG gel was limited only by the diffusion to the gel. As
the result of rapid influx and rate-limiting diffusion, a deep
depletion zone of the transport receptor formed in front of the
gel (data not shown, but see Frey and Gérlich, 2007). (3) As
was the case for the FG/FxFG gel (Figure 3C), an excess of
transport receptor diminished the passive influx into the gel
(Figure 5C). (4) Similar to the FG/FxFG gel (Frey and Gorlich,
2007), the GLFG gel permitted facilitated entry not only of
scImpf but also of other NTRs. This was tested for the yeast
importins Pselp, Pdr6p and Yrb4p; the human importin
transportin; and the yeast exportin Crmlp (Figure 6). In
each case, the concentration profiles and entry rates were
similar to scImpp.

At closer inspection, however, notable differences between
the different gel types became evident: compared with the
FG/FxFG gel, the enrichment of scImpf within the GLFG
gel was 5-fold higher and intra-gel diffusion was =~2-fold
slower (compare Figures 3B and 5B and see Table I). Also,
the influx of scImpfecargo complexes into the GLFG gel
was more sensitive to competition by free scImpf than was
the entry into the FG/FXFG gel (compare Figures 3C
and 5C). This competition not only diminished the influx of
transport receptors but also their intra-gel movement (see
Supplementary Figure S4 and Table I).

©2009 European Molecular Biology Organization

The largest difference, however, was in the response of the
gels to the dominant-negative human Impf*>*%* fragment,
which is a strong inhibitor of facilitated NPC passage (Kutay
et al, 1997b) and also inhibitory to passive passage of inert
material, in particular if the inert objects are not too small
(see Mohr et al, 2009). Pre-incubation with 10uM of the
dominant-negative mutant caused only about a three-
fold reduction of scImpf-mediated cargo influx into the
FG/FxFG gel (Supplementary Figure S5). On the GLFG gel,
however, it had a dramatic effect. It reduced the influx of the
scImpf-cargo complex into the GLFG gel by a factor of > 100
(Figure 5 and Table I). The small amount of the NTR-cargo
complex that had entered the gel remained close to the
buffer/gel boundary and showed hardly any intra-gel move-
ment, much as though the mutant had ‘frozen’ the gel
(Supplementary Figure $4). The hsImpp**® fragment also
diminished the passive influx of MBP-mCherry into the GLFG
gel to nearly non-detectable levels (Figure 5D).

The assembly of FG repeat domains into a hydrogel is a
multi-molecular reaction and should therefore show a high
degree of cooperativity. Similar to a crystallisation process,
one should expect that a critical protein concentration must
be reached before the associates form. This critical concen-
tration, however, is very different for the various FG repeat
domains studied here. GLFG repeats show a high propensity
to associate (Patel et al, 2007). This is evident from a phase
separation of dilute GLFG solutions (e.g., 2mg/ml) into a
protein-rich and an aqueous phase (S Frey, unpublished
results, 2007). In contrast, the FG/FXFGYf}, domain stays
fully soluble under the same conditions; it forms a gel only in
sufficiently concentrated solutions (>7 to 10 mg/ml). This
difference explains why bead-binding assays easily detected
GLFG interactions, while inter-molecular interactions
between the FG/FXFGYE), domain were less obvious (Patel

The EMBO Journal 7



Self-healing NPC permeability barrier
S Frey and D Gérlich

Microscopic pictures
Buffer side Gel side

10 pm 30s 300
.

T 250

200

Concentration profiles

@ 30s
@ 10min
@ 30min

150
100

50
0 4

300
250
200
150
100

50
0 )

300
250
200
150
100

50 J

300
250
200
150
100

50

300
250
200

GFP-sclmpf
GFP-sclmp

GFP-Pselp

GFP-Pselp

GFP-Pdrép

o

GFP-Pdrép

e e e

GFP-Yrb4p
GFP-Yrb4p

GFP-Crm1p

GFP-Crm1p
8
L
=T

100

300

250

200
3 150
“ X
50

¢ 0 J/\

—> Influx direction ——> -40 -20 0 20 40

Trn-Alexa488
Trn-Alexa488

Distance from the
buffer/gel boundary (pm)

Figure 6 The GLFG hydrogel allows facilitated entry not only of
scImpf but also of other nuclear transport receptors (NTRs). The
entry of the six indicated GFP-NTR fusions (1 pM concentration on
buffer side) into a saturated GLFG hydrogel was studied. Left panels
show microscopic images in the GFP channel at the 30-s and 30-min
time points, all taken at identical settings. Right panels show
quantifications. Note that all tested NTRs entered the gel rapidly
and showed a similar intra-gel movement, corresponding to a
passage time through an NPC of ~ 10 to 20 ms.

et al, 2007). Apparently, it is mainly the high content of
charged residues in the C-terminal part of the FG/FXFGY %y
domain that attenuates self-association (C Ader, S Frey,
W Mass, D Gorlich and M Baldus, in preparation). The
N-terminal part, FG/FxFGY®§},, in contrast, behaves very
much like the GLFG repeats. Function-wise, however, these
differences are probably not very dramatic, because the
attachment to the rigid body of the NPC scaffold forces the
FG repeat domains to a very high local concentration. And
once formed, GLFG as well as FG/FxFG gels are kinetically
stable, they do not dissolve in excess of buffer and show
similar permeabilities.

Mixed FG/FxFG/GLFG hydrogels
Authentic NPCs contain various types of FG repeats. This
posed the question whether mixed hydrogels made up of FG,

8 The EMBO Journal

FXFG and GLFG repeats would show a qualitatively different
behaviour than either an FG/FxFG or a GLFG gel. To test this,
we generated a fusion protein comprising the GLFG repeat
domain from Nup57p, the FG/FxFG repeat domain from
Nsplp and the GLFG repeat domain from Nup49p. The fusion
protein was expressed, purified and jellified at a saturating
concentration as described for the pure GLFG repeat domain.

The resulting mixed FG/FxFG/GLFG hydrogel performed
again very well as a selective barrier. It suppressed the
passive entry of inert material and allowed rapid influx of
scImpf-cargo complexes (Figure 7). The rate of facilitated
entry matched the influx into the GLFG gel and even ex-
ceeded the influx into an FG/FxFG gel (see Figure 8 for a
direct comparison). At the same time, intra-gel diffusion of
the NTRs appeared more than two times faster than within a
pure GLFG gel and slightly faster than within the FG/FxFG
gel. These quantitative differences point to different on and
off rates of the various repeat motifs for NTR binding and for
engaging in inter-repeat contacts. They suggest that certain
NTRs traverse heterotypic FG+GLFG or FXFG+GLFG contacts
more easily than homotypic GLFG contacts.

Compared with the pure GLFG gel, facilitated entry into
the mixed hydrogel was more tolerant towards competition
by an excess of transport receptors. Apparently, this reflects
the fact that the mixed hydrogel also contains low-affinity
NTR-binding sites that become saturated only at high recep-
tor concentrations.

Combined, these data are consistent with the view that,
owing to the higher diversity of hydrophobic patches and
intervening spacer sequences, the mixed FG hydrogel is
more robust and performs slightly better in the uptake of
NTR-cargo complexes, in particular at higher transport loads.
Overall, however, it was surprising to see how similar
the permeability properties of FG/FxFG, GLFG and mixed
FG/FxFG/GLFG hydrogels are. Although we do not yet know
the atomic details of the intra-gel interactions, our data
already suggest that functionally equivalent inter-repeat
contacts can be created with various sequences.

Efflux from an FG hydrogel

The fact that NTRs dissolve with a very high partition
coefficient within FG hydrogels poses the question if they
can exit such a gel again. In addressing this question, we
faced the difficulty that efflux of the NTR only yields a very
weak signal outside the gel. In addition, it is hard to judge
whether an observed NTR signal in the buffer is specific and
originates from NTR molecules that previously resided in the
gel. To overcome these problems, we used phenyl-sepharose
beads, which bind NTRs very tightly (Ribbeck and Gorlich,
2002). They served not only as local sinks for NTRs in the
buffer but also to detect the direction of the NTR source.
Therefore, after thorough removal of any free complex, we
placed the beads in front of an FG hydrogel that had been
preloaded with scImpf-cargo complex. Over time, the beads
attracted a strong scImpf-cargo signal that showed a strik-
ingly crescent-shaped distribution, with the regions of stron-
gest staining pointing towards the gel (Figure 9A). This
distribution indicates that the accumulated material indeed
originated from the gel and was not just a remnant from the
initial pre-incubation. Consistent with the assumption that
the NTR molecules left the gel and diffused through buffer to

©2009 European Molecular Biology Organization
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Figure 7 Behaviour of a mixed FG/FXFG/GLFG hydrogel. A triple fusion comprising the FG repeat domains of the central
Nsplp+Nup49p-Nup57p complex was used to prepare a saturated FG hydrogel. Panels show quantification of influx into such gel, using

the same probes and experimental conditions as in Figure 3A-C.

the beads, no direct contact between beads and gel was
required for the effect.

We then repeated the experiment without a phenyl-
sepharose sink (Figure 9B). As expected, also in this set-up,
a weak efflux of the NTR-cargo complex from the gel into the
buffer was observed (compare 1- and 180-min time points in
Figure 9B). This efflux was clearly enhanced when GTP-
Gsplp (the yeast Ran orthologue) was added to the buffer
side. Here, Ran probably acts through two mechanisms: it
dissociates the cargo from Impf (Rexach and Blobel, 1995;
Gorlich et al, 1996b) and weakens the interaction of Impf
with FG repeats (Harel et al, 2003; Walther et al, 2003). The
first mechanism is evident from the fact that more cargo than
scImpB was released from the gel (Fig 9B). The second
mechanism is evident because Gsplp also increased the
efflux of scImpB. Within cells, Impo+Impf and IBB<Impf
complexes arrest at NPCs, until nuclear RanGTP terminates
the translocation and releases cargo and Impa into the
nucleus (Moore and Blobel, 1993; Gorlich et al, 1996b).
The observation that this reaction can be reproduced with
an in vitro assembled FG hydrogel lends further support to
the assumption that the permeability barrier of NPCs is
indeed made up of such a gel.

Discussion

Models of NPC function

NPCs have a dual function. On the one hand, they must
suppress intermixing of nuclear and cytoplasmic contents,
while on the other they have to allow for efficient receptor-
mediated biosynthetic transport, which supplies nuclei with
proteins and the cytoplasm with translation components such
as ribosomes. The mechanism of NPC function has been the
key question since the early days of the nuclear transport
field and many attempts have been made to explain the
selectivity of nuclear pores.

©2009 European Molecular Biology Organization

Early models suggested, for example, that NPCs function
like an iris diaphragm that is closed in the resting state, but
opens for each transiting signal-bearing cargo (see e.g., Akey,
1992). Such purely ‘mechanical’ model appears unrealistic
from today’s perspective. However, it is useful to illustrate
the principal problems of a ‘general gating’ mechanism: The
barrier would break down whenever the gate is open,
and because facilitated transport load is so high that NPCs
must even transport many cargoes in parallel (Ribbeck
and Gorlich, 2001), such mechanism cannot explain how
NPCs keep nuclear and cytoplasmic contents separated
from each other. Nevertheless, it is indeed possible that
large-scale rigid-body movements of the entire NPC widen
the central channel and facilitate passage of exceptionally
large cargoes, such as ribosomal subunits. However,
also such a widened pore has to be sealed against non-
selective passage of inert material by a bona fide permeability
barrier.

Meanwhile, it is accepted that FG repeat domains not only
bind NTRs but also build the permeability barrier (Frey and
Gorlich, 2007; Patel et al, 2007). How these FG repeats form
the barrier has been cast into different models (Macara, 2001;
Ribbeck and Goérlich, 2001; Rout et al, 2003). The ‘virtual gate
model’ assumes that entropic exclusion by Brownian motion
of the extended FG repeat domains is sufficient to explain the
suppression of passive fluxes through NPCs and that NTRs
overcome this ‘entropic barrier’ by binding the repeats (Rout
et al, 2003). Although peripheral, non-interacting FG repeat
domains might indeed enlarge the target area of NPCs and
‘feed” NTRs into the actual permeability barrier, this model
could so far not explain the characteristic size selectivity
of NPCs.

Numerous observations speak in favour of the FG hydrogel
or selective phase model (Ribbeck and Gérlich, 2001; Frey
and Gorlich, 2007). It differs from the virtual gate model
foremost by the assumption that FG repeat domains interact

The EMBO Journal 9
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Figure 8 Comparison of scImpf-mediated facilitated entry into different types of FG hydrogels. To allow a direct comparison between
FG/FxFG, GLFG, and mixed hydrogels, influx of IBB-MBP-mEGFP+scImpfl complex into these gels was measured at identical settings and
quantifications were plotted to identical scales. The FG/FxXFG gel (left panel) showed the weakest enrichment of the NTR+cargo complex and
fast intra-gel diffusion. The GLFG gel (middle panel) was characterised by a much stronger enrichment and slower intra-gel diffusion of the
mobile species. The mixed FG/FXxFG/GLFG gel (right panel) showed an intermediate enrichment of the transport receptor and yet fast intra-gel
diffusion. It appeared to be the most efficient gel in terms of absorbing the transport receptor.

with each other, thereby forming a hydrogel. The gel-forming
interactions comprise an essential hydrophobic component
(Frey et al, 2006) as well as hydrophilic contacts (C Ader,
S Frey, W Mass, D Gorlich and M Baldus, in preparation),
indirect contacts mediated by NTRs (this study) and possibly
also entanglement between different FG repeat domains. The
mesh size of this gel, corresponding roughly to the length of
one repeat unit (typical 3-6 nm), determines the size limit for
unhindered passage of inert material. This fits nicely the
observation that GFP-sized objects (diameter ~5nm) are
already significantly delayed in their NPC passage, whereas
smaller ones, such as aprotinin (diameter of 3 nm) experience
little resistance (see Mohr et al, 2009).

We have shown that the FG/FxFG repeat domain from
Nsplp (Frey and Gorlich, 2007) as well as the GLFG repeat
domains from Nup49p and Nup57p (this study) not only
form hydrogels but also that these hydrogels behave like
highly selective barriers. They exclude inert macromolecules,
while similarly sized macromolecules recruited to an NTR
can enter the gel up to four orders of magnitude faster. It
should be noted that binding to FG motifs is necessary but
not sufficient for facilitated entry into the FG hydrogel. For
example, antibodies directed against FG motifs only bind to
the surface of the gel and fail to penetrate into the gel
(Supplementary Figure S2), probably because they are unable
to dissociate inter-repeat contacts. The behaviour of NTRs is
therefore highly specific.

Importantly, NTR-mediated influx rates into in vitro as-
sembled, saturated FG hydrogels are similar to passage rates
through authentic NPCs (Table I; Ribbeck and Goérlich, 2001;
Ribbeck and Gorlich, 2002). Similarly, the intra-gel diffusion
coefficients of NTR-cargo complexes allowed a remarkably
accurate estimation of NPC passage times and vice versa
(Table I; Kubitscheck et al, 2005; Yang and Musser, 2006;
Frey and Gorlich, 2007). In addition, we have shown that the
hydrogel system also reproduces the exit of NTR+cargo com-
plexes and that exit of an scImpf+cargo complex from the gel
is stimulated by RanGTP (Figure 9), which recapitulates
results obtained with intact NPCs.

NTRs even tighten the barrier

The most stringent requirement to the permeability barrier is
to stay tight against passive entry even when facilitated influx
occurs. Here, we provide proof of concept that FG hydrogels
fully fulfil this requirement. Similar to authentic NPCs
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(Newmeyer et al, 1986; Ribbeck and Gorlich, 2001; Naim
et al, 2006; Mohr et al, 2009), FG/FxFG, GLFG and mixed
hydrogels can sustain a tremendous facilitated influx of NTRs
and NTR-cargo complexes (Table I, Figures 3-5 and 7).
Nevertheless, these gels remain tight barriers for inert mole-
cules that are not NTR-bound. This suggests that the perme-
ability barrier seals tightly around a translocating species and
that the holes, which need to be melted into the barrier for
accommodating translocating material, are very short lived.
Amazingly, the barrier even tightens with increasing translo-
cation load. This applies to bona fide NPCs (Mohr et al, 2009)
as well as to the in vitro reconstituted permeability barrier
(this study).

There are several straightforward explanations for this
effect. The first relates to volume exclusion. scImpf} reaches
high concentrations inside the gel, namely an estimated
0.5mM (50mg/ml) after 180min of pre-incubation with
10puM of scImpf. It should then occupy 10-20% of the
available volume of the gel, thereby posing additional ob-
stacles for inert species entering the gel and forcing the
structures formed by the FG domains to shrink to smaller
effective mesh sizes. Furthermore, as the NTRs bind the FG
motifs, this process will increase the total number of contacts
within the gel and ‘subdivide’ meshes into smaller ones. In
other words, NTRs not only become enclosed by the barrier
but also participate in barrier function; they hinder inert
material from traversing NPCs and they lower the FG repeat
concentration required for proper barrier function.

The selectivity factor of NPCs

NTRs accelerate NPC passage of a bound cargo compared
with free inert macromolecules of the same size. The magni-
tude of the effect depends on the size of the transported
species. A protein as small as aprotinin or a z-domain
traverses NPCs already as rapidly as a transport receptor
(Mohr et al, 2009); such rapid passage can therefore not be
further accelerated. A significant acceleration can only be
observed for larger objects. The acceleration factor is around
10-100 for GFP-sized objects and can be >10000 in the case
of the 120-kDa tetrameric RedStar protein (Frey and Goérlich,
2007; this study).

The magnitude of the effect, however, is not constant for a
given inert molecule, but it increases with facilitated trans-
port load. mCherry, for example, entered ‘virgin’ gels 100
times more slowly than scImpf-cargo complexes. Preloading

©2009 European Molecular Biology Organization
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Figure 9 Entry of NTR-cargo complexes into an FG hydrogel is reversible. (A) A saturated FG/FxFG;§y hydrogel was preloaded overnight
with an NTR-cargo complex (1 uM of GFP-scImpf+IBB-MBP-mCherry in the buffer). The free complex was removed by several buffer changes
and phenyl-sepharose beads were placed in front of the gel. Then, confocal scans detecting cargo and receptor were started. The beads served
as a trap for scImpp and strongly accumulated NTR and cargo over time. The accumulated signal was strongest on the side that faced the gel,
identifying the hydrogel as the source of the NTR+cargo complex. Bar diagrams translate false colour look-up tables into grey scale. (B) An FG
hydrogel was loaded with 1 uM of NTR-cargo complex as in panel A. The first scan (1) shows the loading of the gel. (2) A preloaded gel
immediately after removing the free NTR-cargo complex by three buffer changes. (3) A preloaded gel after 3 h incubation with buffer and (4)
after incubation with 4 uM of GTP-Gsplp (S. cerevisiae Ran). Gsplp increased the efflux of the cargo and of scImpf from the gel. Two different
scan settings of the experiment are shown, optimised to visualise either low or high protein concentrations.

of the barrier with NTRs improved this to a factor of 10 000 by
suppressing the passive influx, while leaving facilitated entry
(at least into the FG/FXFG gel) largely unaffected. The
selectivity factor of 10000 leads to the better performance
of the defined FG hydrogels than that of authentic NPCs in
permeabilised cells. This observation emphasises that the FG
hydrogel-based permeability barrier is an extremely robust
and stress-tolerant system and it suggests that cells hardly
ever need to exhaust the full potential of this sorting system.

A recent study (Jovanovic-Talisman et al, 2009) describes
artificial nanopores filled with FG repeats from Nsplp. These
reproduced some features of NPCs, but even when NTRs
were used to improve the barrier, these nanopores only
reached a selectivity factor of 3-5. One possible explanation
for this 10- to 1000-fold poorer performance compared with
authentic NPCs and with the FG hydrogels is that the
coupling density of the repeat domains within the nanopores
was too low and did not reach the saturation limit.

The response of authentic NPCs to the dominant-
negative human Impp*°“*6? mutant is reproduced

by FG hydrogels

A very interesting parallel between authentic NPCs and the
FG hydrogels is the effect of the dominant-negative human
Impp** %2 fragment. Already at low concentrations it blocks
all tested NTR-mediated pathways through NPCs (Kutay et al,
1997b) and also inhibits passive NPC passage of GFP-sized
or larger inert objects (Mohr et al, 2009). The hsImpp*°*¢?
mutant is deficient in Ran binding and it was initially
assumed that its great inhibitory potential is due to the fact
that RanGTP cannot release the mutant from high-affinity
binding sites on the nuclear side of the NPC (Kutay et al,
1997b). This is, however, only a part of the explanation. The
mutant oligomerises (see Mohr et al, 2009) and it is probably
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the multiplicity of binding sites in the oligomer that allows
the mutant to bind that avidly to certain FG repeats.

The mutant, however, does not block all FG repeats.
Instead, NLS<Impo-Impf complexes could still dock to
NPCs that had been clogged by the mutant (Kutay et al,
1997b). Similarly, we observed that the mutant had only a
minor impact on the FG/FxFGYSEs, gel, but severely inhibited
the entry of NTR+cargo complexes and inert objects into the
GLFG gel. Interestingly, the mutant also markedly impaired
diffusion within the GLFG gel and, thus, locked the gel in a
non-dynamic, ‘frozen’ state. This illustrates nicely that an
affinity for FG gel repeats is not sufficient for effectively
crossing the barrier. Instead, the strength and quality of the
interactions must be well balanced. In view of the discussion
regarding models of NPC function, the parallel observations
of the mutant’s effects on authentic NPCs and in vitro
assembled FG hydrogels make another point, that is, they
strongly suggest that facilitated NPC passage and NTR-
mediated entry into an FG hydrogel represent essentially
the same process.

Materials and methods

E. coli expression vectors

Plasmids used in this study are summarised in Table II. The
backbone of the indicated expression vectors was typically derived
from pQE80 (Qiagen, Hilden, Germany). Exceptions are labelled
explicitly. Plasmids allow for recombinant expression of indicated
proteins in E. coli. DNA sequences coding for recombinant proteins
are supplied as Supplementary data. Complete plasmid sequences
are available on request.

Expression, purification and labelling of proteins

Expression and purification of the following proteins were carried
out as previously described: Alexa488-labelled transportin (Ribbeck
and Gorlich, 2001) and hsImpp**“®2-Hiss (Kutay et al, 1997b).
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Table I Escherichia coli expression vectors

Name Protein name Expressed protein Reference
pSF345 Nspl1FG/FxFG His,o-TEV-Nsp1p?®-Cys Frey et al (2006)
pSF847 Nup57GLFG-Nup49GLFG Hiso-TEV-Nup57p' 2*3-Nup49p'2*®-Cys  This study
pSF776 Nup57GLFG-Nsp1FG/FXFG-Nup49GLFG  His;o-TEV-Nup57p'33-Nsp1p?°L- This study
Nup49p!24°-Cys
pSF851 IBB-MBP-mEGFP His;4-TEV-IBB-MBP-mEGFP This study
pSF844 MBP-mCherry His4-TEV-MBP-mCherry This study; Shaner et al (2004)
pSF846 mCherry Hisy4-TEV-mCherry This study
pSF856 IBB-MBP-mCherry His,4-TEV-IBB-MBP-mCherry This study
pSF881 IBB-ZsGreen His4-TEV-IBB-ZsGreen This study; Matz et al (1999)

PQE30-scImpp

Importin B (Kap95p)

pSF582 GFP-Pdr6p (Kapl22p)
pSF586 GFP-Yrb4p (Kap123p)
pSF587 GFP-importin  (Kap95p)
pSF588 GFP-Pselp (Kap121p)
pSF879 GFP-Crmlp

PQE60-hsTrnl

PQE60-hsImpp*>-462

Human transportinl

hslmpB45-462

scImpp-Hisg
His,o-GFP-TEV-Pdr6p
His o-GFP-TEV-Yrb4p
His;o-GFP-TEV-scImpf
His;o-GFP-TEV-Pselp
His;o-GFP-TEV-Crm1p
Hisg-transportinl

hsImpp***%%-Hisg

Gorlich et al (1996b)
Frey and Gorlich (2007)
Frey and Gorlich (2007)
Frey and Gorlich (2007)
Frey and Gorlich (2007)
This study

Izaurralde et al (1997)

Kutay et al (1997b)

Hise/His;o/His 4, histidine tag; IBB, importin B-binding domain (corresponding to amino acids 2-63 of Saccharomyces cerevisiae Srplp);

TEV, TEV protease recognition site.

For expression of diffusion substrates, E. coli strain BLR was
transformed with the respective plasmid and grown at 25°C to
ODgpp=1-2 in TB medium supplemented with 50 ug/ml kanamy-
cin. Protein expression was induced with 0.3 mM of IPTG and cells
were further allowed to grow at 18°C overnight. A total of 1 mM of
PMSF (phenylmethylsulphonyl fluoride) and 5mM of EDTA were
added to the culture. After centrifugation and resuspension of the
cell pellet in HS buffer (50 mM Tris-HCI (pH 8.0), 2M NaCl, 5 mM
MgCl,, 0.5mM EDTA, 1 mM imidazole, 10 mM DTT), the cells were
disrupted by sonification and the lysate was cleared by centrifuga-
tion at 37000r.p.m. for 60 min. Cleared lysates were applied to
nickel-sepharose equilibrated with HS buffer. After washing off
unbound proteins with HS buffer followed by buffer A (44 mM Tris-
HCI (pH 7.5), 290 mM NaCl, 4.4 mM MgCl,, 0.44 mM EDTA, 2 mM
DTT), proteins were eluted with buffer A supplemented with
300 mM of imidazole. The His-tag was cut off with TEV protease
(1:50 enzyme to substrate ratio) at room temperature. Cut proteins
were further purified by gel filtration on a Superdex 200 16/60
column (Pharmacia) equilibrated with buffer A followed by a
second passage over nickel-sepharose. Purified proteins were
supplemented with 1/10 volume of 2.5 M sucrose, concentrated to
100 uM and frozen in liquid nitrogen.

Expression of His;o-GFP-tagged NTRs and scImpf-Hiss was
performed similarly. Briefly, cells were grown in 2YT medium
supplemented with 2% glycerol, 30 mM of K,HPO, and appropriate
antibiotics. Expression was induced with 0.5mM of IPTG and
allowed to proceed for 3-4h at 25°C. Cell lysis and washing steps
were carried out in buffer C (50 mM Tris-HCl (pH 7.5), 200 mM
NaCl, 1mM EDTA, 2mM DTT) supplemented with 1mM of
imidazole. Proteins eluted from the nickel-sepharose were directly
purified by gel filtration equilibrated with buffer C.

Nucleoporin FG repeat domains were expressed and purified
essentially as previously described for FG/FxFGY*Ey, (Frey et al,
2006). Briefly, repeat domains were expressed in E. coli and purified
on nickel-sepharose under denaturing conditions. If necessary,
eluted proteins were subjected to covalent chromatography on a
thiopyridine-activated, SH-reactive matrix. To obtain fluorescently
labelled repeat domains, the C-terminal cysteine was reacted with
Atto647N maleimide. All repeat domains were purified by reverse-
phase HPLC, eluted with increasing concentrations of acetonitrile in
0.15% TFA and lyophilised.

For purity of recombinant
Figure S7.

proteins, see Supplementary

Analytical gel filtration

Each pair of NTR+cargo complex and inert diffusion substrate was
mixed with plasmid DNA and GDP as markers for the void volume
(Vy) or total volume (V) of the column, respectively, and analysed
by gel filtration on a Superdex 200 10/30 column (Pharmacia)

The EMBO Journal

equilibrated with buffer B (20 mM Tris-HCI (pH 7.5), 130 mM NacCl,
2mM MgCl,, 0.2mM EDTA) supplemented with 2mM DTT. The
column was calibrated with a mixture of plasmid DNA, Ferritin,
BSA, GFP, cytochrome ¢ and GDP. Relative retention (R;) values
were determined from the absolute retention volumes (Vaps)
according to the formula: R, = (Vaps—Vo)/ (Vior— Vo).

Preparation of FG repeat hydrogels

Lyophilised repeat domains (TFA salt) were dissolved at a
concentration of 200 mg protein per ml in 0.2% TFA. A volume of
0.7-1.0pl drops were spotted onto uncoated 18-well microslides
(ibidi, Munich, Germany) and allowed to complete gelation for
12-24h. GLFG-containing repeat domains jellified already at low
pH. Gel formation of the Nsp1 FG/FxXFG repeat domain was initiated
by adding 200mM of Tris base. All gels were complemented by
0.3 uM of the respective Atto647N-labelled repeat domain. Before
performing influx experiments, gels were equilibrated for 24h in a
large excess of buffer B (20mM Tris-HCl (pH 7.5), 130 mM NacCl,
2mM MgCl,, 0.2 mM EDTA).

Microscopy

Gel entry of fluorescent substrate molecules was assayed using an
SP5 confocal laser scanning microscope equipped with a 63 x
glycerol immersion objective (Leica, Bensheim, Germany). Briefly,
the buffer/gel boundary was positioned at the centre of the
observable area and the focal plane set to 5pum above the surface
of the slide. A total of 31 frames (1024 x 512 pixels) were recorded in
intervals of 60's in appropriate channels, using the 633-nm laser line
to monitor the position of the gel and either the 458-nm laser line
(for GFP, ZsGreen or Alexa488 fluorescence) or the 561-nm laser
line (for mCherry fluorescence). Fluorescent substrates (in buffer B)
were added after recording of the first frame. mCherry and
MBP-mCherry were used at 3 uM concentration, the monomeric
scimpfB-cargo complex was pre-formed from 1.3uM IBB-MBP-
mEGFP and 1.3 uM scImp§, if not explicitly noted differently. The
IBB-ZsGreen-scImpf complex was pre-formed using an 1.3-fold
excess of scImpPB over theoretically available IBB signals and
purified from free scImpp by gel filtration. For pre-incubations, the
complex was used at 2.5uM final concentration (tetrameric
complex) in the buffer reservoir. Fluorescent NTRs were used at a
concentration of 1 puM.

Antibodies

Antibodies against the FG/FXFG repeat domain of Nsplp (amino
acids 2-601) were raised in rabbits and affinity purified using the
immobilised antigen. For fluorescent labelling, the antibody was
reacted with DyLight488 NHS ester (Thermo Scientific) in PBS.
The final preparation contained ~1.4 molecules of dye per IgG
molecule.

©2009 European Molecular Biology Organization



Estimation of the number of NTR entry events per um? gel
surface

During the 30 min of the experiment (Figure 3), the scImpf+cargo
complex spread ~50pum deep into the gel, reaching an average
concentration of ~150uM. This corresponds to an influx of 45
million molecules per pm?. Given that an scImpf-cargo complex
projects to 80 nm?, this indicates that every point on the gel surface
had been perforated more than 3000 times within 30 min or 100
times per min.

Numerical evaluation of fluxes into the gels
This was essentially performed as previously described (Frey and
Gorlich, 2007).
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Supplementary Figure S1:

(13 uM IBB-MBP-mCherryescImpf}), and the distribution of both complexes was measured by confocal
laser scanning microscopy at the indicated intervals.

Note that the newly added NTRecargo complex could efficiently enter the gel, even though the gel had been
pre-loaded with a concentration of the NTRecargo complex that essentially precluded passive entry of

GFP-sized objects (see Figure 4).

Preincubation of the
IBB-MBP-mEGFPe scImpf} complex does not block the gel for subsequent facilitated influx.

A saturated FG/FXFG hydrogel was preincubated for 6.5 hours with 13 xM IBB-MBP-mEGFPescImp[3
complex. The green NTRecargo complex in the buffer was then exchanged for an analogous red complex

FG/FxFG hydrogel

with excess
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Supplementary Figure S2: The interaction of an FG/FxFG repeat hydrogel with scImpf is fundamen-
tally different from its interaction with an anti-FG repeat antibody.

A saturated FG hydrogel was prepared from the FG/FxFG repeat domain of Nsplp and incubated for 3h
with either 10 uM GFP-scImpf3 (A) or 10 uM of a DyLight488-labelled, affinity-purified polyclonal
antibody directed against the repeats (B).

Graphs show concentration profiles of the fluorescent species across the buffer-gel boundary. While GFP-
scImpf migrated deep into the gel, the anti-FG repeat antibody remained stuck at the surface of the gel,
where it reached a similar concentration of 480 uM (= 70 mg/ml) as the GFP-scImpf} fusion (570 uM; = 70

mg/ml). This observation suggests that a mere binding of macromolecules to an FG hydrogel is not suffi-
cient for mediating facillitated transport.
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Supplementary Figure S3: Pre-Incubation with an anti-FG repeat antibody drastically reduces the
selectivity of an FG/FxFG repeat hydrogel .

An Nsplp FG/FxFG hydrogel was either left untreated (A) or pre-incubated for 3 h with 10 xM of an
affinity-purified polyclonal antibody directed against the FG/FxFG repeats of Nsplp (B). The antibody was
the same as in Supplementary Figure S2, but it was used in an unlabelled form. Then, similar to the experi-
ment shown in Fig. 4, mCherry and the IBB-MBP-mEGFPescImpf3 complex were allowed to simultane-
ously enter each of the gels.

In contrast to the results obtained after pre-incubation with scImpp (Fig. 3) or with the
IBB-MBP-mEGFPescImpf3 complex (Fig. 4), the antibody treatment had no significant effect on passive
influx, but instead dramatically blocked facilitated gel entry (at least a 100-fold inhibition).

The selectivity of the barrier can be expressed as the ratio of facilitated and passive influx. While this ratio
is increased upon pre-incubation with scImpf or scImpfecargo complexes (Fig. 3), the antibody
pre-treatment decreased the selectivity of an FG/FxFG-hydrogel by at least two orders of magnitude. Thus,

the interaction of scImpf} with the gel is fundamentally different from the antibody*hydrogel interaction.
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Supplementary Figure S4: GFLG and FG/FxFG hydrogels differ in their response to preincubation
with scImpp or the hsImpp**-462 fragment.

Saturated GLFG (upper panels) or FG/FXFG hydrogels (bottom panels) were prepared and either used without
preincubation (A) or after 180 minutes of preincubation with 10 xM scImpf (B) or 10 uM of the dominant
negative hsImpf*>*6? fragment (C). Concentration profiles of IBB-MBP-mEGFPsscImpf complex after 30

minutes influx into these gels are shown.

The figure partially recapitulates data shown in Figure 5. However, for better comparison of intra-gel move-
ment, each profile was scaled to its maximum concentration. Note that in the GLFG hydrogel (upper panels)
the dominant-negative hsImpf*>**> mutant (C) did not only drastically reduce the enrichment of the
NTRecargo complex at the buffer/gel boundary, but also slowed down diffusion within the hydrogel. In
comparison, full length scImpf (B) had less pronounced effects on both parameters. The FG/FXFG hydrogel
(lower panels) was far more resistant towards pre-incubation with either scImpp (B) or the hsImpf*>+6?

fragment (C).
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Supplementary Figure S5: The dominant-negative hsImp p*%> fragment only has a weak effect on
facilitated influx into an FG/FxFG hydrogel

The figure recapitulates data shown in Figure S4, however, several time points are shown and profiles are
drawn at identical scale.

A saturated FG/FXFG hydrogel was prepared as in Figure 3 and either used without preincubation (A) or after
preincubation for 180 minutes with 10 M of the hsImpp**? fragment (B). Concentration profiles of
IBB-MBP-mEGFPescImpf} complex at indicated time points are shown.

Note that the dominant-negative hsImpf* %> mutant clearly inhibited the facilitated influx, however, the effect

was still weak compared to its drastic effect on the GLFG gel (see Figure 5).
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Supplementary Figure S6. The FG/FxFG hydrogel retains its barrier function towards small proteins
even when challenged with a large NTRecargo complex

A-D, Influx of mCherry (29 kD, R¢= 2.4nm) into an FG/FxFG hydrogel was analysed without
pre-incubation (A), after 1 min pre-incubation with 2.5 yM of the tetrameric IBB-ZsGreenescImpf} com-
plex (500 kD, Rg= 6.7nm) followed by a 3 hours wash-out period (B), and after 3 hours continuous
pre-incubation with the same NTRecargo complex in the buffer (C and D). In contrast to C, the NTRecargo

complex was present in D also during influx of mCherry.

Note that none of the pre-incubation schemes led to an increased influx of mCherry into the FG/FxFG
hydrogel. Even on the contrary: Prolonged pre-incubation with NTRecargo complex even tightened the
hydrogel towards influx of inert cargo. Thus, perforations transiently formed by ingressing NTRecargo
complexes are not accessible to an inert permeation probe and must therefore rapidly and efficiently reseal

behind a translocating species.

E, Analytical gel filtration of mCherry and the IBB-ZsGreenescImpf} complex used for the experiments in
A-D.
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Supplementary Figure S7 : Quality of purified recombinant proteins used in this study.

25 ug (A-D,F) or 1 ug (E) of indicated purified recombinant proteins were run on 10% or 7-14% SDS-
PAGE gels and stained with Coomassie Brilliant Blue G250.

A: Proteins used for preparation of FG hydrogels

B: Fluorescent proteins used for gel influx and efflux experiments (Figures 2-9, S1 and S3-S6)

C: scImpp used for gel influx experiments (Figures 2-5,6,7, S1 and S3-S6) in conjunction with IBB fusion
proteins shown in B.

D: hsImpB*3-492 mutant used for influx inhibition experiments (Figures 5, S4, S5)

E: Fluorescent transport receptors used for gel influx and efflux experiments (Figures 6, 9)

F: Gsplp and Prp20p used for efflux experiments (Figure 9)
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Coding sequences and amino acid sequences of proteins used in this study

Plasmid name pSF345

Features (nt)

Encoded protein His,,-TEV-Nsplp"*'-Cys
4-33 His,-tag
40-63 TEV protease recognition site

91

181

271

451

541

631

721

811

991

1081

1171

1261

1351

1441

1531

1621

1711

1801

76-1875 Nsplp"®

atgcaccaccatcaccatcaccaccatcaccacggatccggagaaaacctgtacttccagggtacctccatggggaacttcaatacacct
M H H HH HHHHHHHHG S G ENTL Y F QG T S M G N F N T P
caacaaaacaaaacgcccttttcgttcgggactgccaacaataactctaacaccaccaatcagaattcctctactggtgecgggegectte
Q O N K TPV F S F GT A NNNDNSDNTTTNONS S T GA G A F
ggaacaggtcaatcaacatttggtttcaacaattctgcgccaaataacacgaacaatgcaaactcttcaatcacacctgcatttggtage
G T G Q s T F GF NNSAUPNNTNNA ANS S I TP AT F G S
aataacactggtaatactgcattcggtaacagtaaccccacaagtaacgtttttggcagcaacaattctacgactaatacatttggtagt
N N T G N TAVF G NS NP T S NV F G S NN ST TNTF G S
aatagtgcagggacatccctttttggatcttccagtgctcaacaaacgaagagcaatggaactgctggaggaaatacatttggttcttca
N S A GT SL F G S S S A Q QT K SNGTA AGGNTTF G S S
tccttattcaataacagtactaatagcaatacgacaaaacctgcgttcggecggtttgaattttggecggecggcaataacacaactectage
S L F N N S T N SN T T XK P A F G GL N F G G G NNT T P S
tcgaccggtaatgctaacacaagtaataacttatttggcgctaccgcaaatgcgaataagccagecttttecctttggtgcaaccactaac
s T G N A NT S N NTLF G A T AN AN KUPA AU F S F G A T T N
gacgataaaaaaacagaaccagacaagcctgctttctcctttaattcaagtgtcggtaataagacagacgctcaagctcccactacagga
D D K K T E P D K P A F S F NS S V GGN K TDA AW QA AUZPTT G
ttttecctttggttcacaactaggtggaaacaaaacggttaacgaggctgcaaageccttecctttcatttggttcaggatcagetggtget
F S F G s Q L. G G N K TV NEA AW AI KU©P S L S F G S G S A G A
aacccagctggagcttcgcaacccgaacctacaactaatgaaccagcaaaaccagccctectcttttggtactgcaacatccgacaataag
N P A GA S Q P E P T TN E?PAI KUP AL S F G T AT S D N K
acaactaacacaaccccaagtttttcgtttggtgctaaatcggatgaaaataaagctggtgctacttctaagecctgecttctcattcecggt
T T N T T P S F S F G A K s D E N KA G A T S K P A F S F G
gctaagccagaagaaaagaaggatgataattcctcaaaaccagctttctcatttggtgccaaatcaaatgaagacaagcaagatggaacg
A K P E E K K D DNS S K P AV F S F GA K SN EDI K Q D G T
gctaagccagcattttcctttggtgccaagecccgecggagaagaataacaatgaaacctccaageccggcattctettttggagcaaagtet
A K P A F S F G A K P A EKNNNET S K P ATF S F G A K S
gatgagaaaaaggatggtgatgcctctaaacctgccttctcttttggecgctaaaccggatgaaaataaagctagtgctacttctaagect
D E XK K D GDAS K P AF S F GA K P DENI K AS S AT S K P
gccttctcattcggcgctaagccagaagaaaagaaggatgataattcctcaaaaccagectttctcatttggtgeccaaatcaaatgaagac
A F S F G A K P E E K KD DN S S K P AF S F GA K S N E D
aagcaagatggaacggctaagccagcattttcctttggtgccaagcccgecggaaaagaataacaatgaaacttccaageccggcattectet
K 0o b G T A K P AVF S F G A K P AEI KNNDNNET S K P A F S
tttggagcaaagtccgatgagaaaaaggatggcgatgcctctaaacctgecttectcatttggtgctaaatcggatgaaaaaaaggacagt
F G A K s D EK KD GDA AS K PAVF S F G A K S D E K K D S
gattcttcgaagcctgeccttctcatttggtactaaatcgaatgaaaaaaaggacagtggttcttcgaagecctgecttctecatteggtget
D s s K P A F s F G T K S NE K K D S G S S K P A F S F G A
aaacccgatgaaaagaagaatgatgaagtctccaagcctgccttctcattcggagcaaaggctaacgaaaagaaagaaagtgatgaatca
K P D E K K NDE V S K P A F S F GA KA NEI KIKE S D E S
aaatcagccttttcatttggttctaagcctacaggaaaggaggaaggcgatggggcgaaggctgeccatttectttggtgctaaacccgaa
K S A F s F G S K p T G K E E G D G A KA AATI S F G A K P E
gaacagaaatccagtgatacgagcaagccagcgtttacttttggtgctcaaaaagataatgagaagaaaacagagtgctga

E Q0 K s s b T s K p A F T F G A Q K D NE K K T E C *



Plasmid name pSF847
Encoded protein His,,-TEV-Nup57p'***-Nup49p' **-Cys

Features (nt)

91
181

271

451
541
631
721
811
901
991
1081
1171
1261
1351

1441

4-33 His,-tag
40-60 TEV protease recognition site
76-771 Nup57p' >

781-1515 Nup49p' >

atgcaccaccatcaccatcaccaccatcaccacggatccggagaaaacctgtacttccagggtacctccatggggtttggtttcageggt
M H H H H HHHUHHHG S G ENILY F Q G T S M G F G F S G

agtaataacgggttcggaaataaaccagctggttcgaccggtttttcatttggacaaaacaataacaatacaaatactcaaccttcgget
S NN G F GNKPAG S T GF S F G Q NNNNTNTQ P S A

tcaggatttggttttgggggcagccagccaaattctgggacggctactaccggagggtttggtgcaaatcaggccacaaatacttttgga
s G F G F GG s Q PN S GTATTGSG FGANOQA ATNTF G

agtaaccaacaaagtagtacaggtggaggccttttcggtaataagcctgctcecttggcagectaggaagttcaagcactaccgecttcagga
S N9 g s s TG G GULF GNI KUPATILSGS STU LGS S S TTA S G

actacagctactggaacaggtttatttgggcaacaaacagcacaacctcaacaatccaccattggaggtgggttatttggaaacaagcca
T T A T G TG L F G Q Q T A QP Q Q S TTI GG G UL FG NI K P

actaccacaacgggaggtcttttcggcaacagtgcacaaaacaatagtaccacaagtgggggtttatttggtaataaagtaggatccact
T T T T G G L F G N S A Q NN ST T S G G L F G N K V G S T

ggctcactgatgggcggcaatagcactcaaaacacatctaacatgaatgcaggcggactttttggtgcaaagecctcagaatactacageg
G S L. M G G N S T QNT S NMNAGSGTULF G A K P QN T T A

actacgggaggcctatttggcagtaagccacaaggatcaacaactaatggtggcctgtttggaagcggcacccagaataacaataccctt
T T G G L F G S K P Q G s T™TNGSGTU LV F G S G T QN NN T L

gggggaggtggcctttttggccaatcccagcagecctcaaacaaacactgecgttcatggggtttggattaaataaagcatcttcgacacct
G G G G L F G Q S 0 Q P QTNT AU FMGU FGILNI KA AS S T P

gcaggtgggctctttggtcaggccagcggagctagcactggaaacgcgaatactgggttttecgtttggtgggactcaaactggacaaaac
A G G L F G Q A S GA SsS TGN ANTGF S F G GT QT G Q N

accggcccaagtacaggtggactatttggcgctaaaccagccggatctacaggaggattaggtgcatcatttggtcagcagcaacaacaa
T G P S TGGULF GAI KUPA AGSTGGILGA ASTFGOQ Q Q 9 0

tctcagacaaatgcatttggaggaagcgccaccaccggagggggcecttttcggtaacaaacctaacaatacggcgaacactgggggcggg
S ¢ T N A F G GSATTGGGULF GNIKUPNNTANT G G G

ttatttggcgctaattcgaacagtaattctggcagtttgtttggttccaacaatgcacagacgagtcgtggtttgtttggtaataataac
L F G A NSN SN S G SL F G S NN AOQT SR G UL F G N N N

actaataatatcaataatagtagtagtggcatgaataatgcaagcgctggactatttggctctaaacctgcaggaggcacttctttgtte
T N N I N N S S S G M NNASAGULF G S K PAG G T s L F

ggtaatacaagcacctcttcggccecctgcgcagaaccagggcatgtttggtgcaaaaccagectggtacatctctattecggcaataatgea
G N T S T S S A P A Q NOQ GMVF GAIKUPA AGTS L F G N N A

ggtaatacgaccactggtggagggttatttggctccaaaccgacaggagcaacgtctttgtttggttcatcaaataacaacaacaataac
G N T TTGG GL F G S K P T GAT S L F G S S N NNNN N

aataatagtaacaacatcatgagtgcgtcaggcgggctatttggtaatcagcagcagcaactgcagcagcaaccatgttga

N N S N N I M S A S G G UL F G N OQOQ Q QL Q Q Q P Cc =*



Plasmid name pSF776
Encoded protein His,,-TEV-Nup57p'**-Nsp1p"®'-Nup49p' ***-Cys

Features (nt)

91
181

271

451

541

631

721

811

901

991
1081
1171
1261
1351
1441
1531
1621
1711
1801
1891
1981
2071
2161
2251
2341
2431
2521
2611
2701
2791
2881
2971
3061
3151

3241

4-33 His,-tag
40-63 TEV protease recognition site
76-771 Nup57p' >

781-2580 Nsplp"®
2590-3324  Nup49p'**

atgcaccaccatcaccatcaccaccatcaccacggatccggagaaaacctgtacttccagggtacctccatggggtttggtttcageggt
M H H HHHHHHHHHHG S G ENTL Y F Q G T S M G F G F s G
agtaataacgggttcggaaataaaccagctggttcgaccggtttttcatttggacaaaacaataacaatacaaatactcaaccttctgcet
S N N G F G N K P A G S T GF S F G Q NNDNNTNTQ P S A
tcaggatttggttttgggggcagccagccaaattctgggacggctactaccggagggtttggtgcaaatcaggccacaaatacttttgga
s G F G F GG s Q P NS G TTATTGGF G ANOQA ATNTF G
agtaaccaacaaagtagtacaggtggaggccttttcggtaataagcctgctcecttggcagectaggaagttcaagcactaccgecttcagga
S N9 g s s TG G GUL F GNI KUPA ATLTGS STULGS S S TTA S G
actacagctactggaacaggtttatttgggcaacaaacagcacaacctcaacaatccaccattggaggtgggttatttggaaacaagcca
T T A T G TG L F G Q Q T A QP Q Q S TTI GG G UL F G NK P
actaccacaacgggaggtcttttcggcaacagtgcacaaaacaatagtaccacaagtgggggtttatttggtaataaagtaggatccact
T T T T G G L F G N S A Q NN ST TS G G L F G N K V G S T
ggctcactgatgggcggcaatagcactcaaaacacatctaacatgaatgcaggcggactttttggtgcaaagecctcagaatactacageg
G s L M G G N S T QN T S NMNWAGSGTU LU FGA AI KUP QNTT A
actacgggaggcctatttggcagtaagccacaaggatcaacaactaatggtggcctgtttggaagcggcacccagaataacaataccctt
T T 6 G L F G S K P Q G s TTNGGU L F G S G T OQNNNT L
gggggaggtggcctttttggccaatcccagcagecctcaaacaaacactgecgttcatggggaacttcaatacacctcaacaaaacaaaacg
G G G G L F G Q s 0 Qg P Q T™NTM AU FMGNU FNTUP Q Q N K T
cccttttecgttcgggactgccaacaataactctaacaccaccaatcagaattcctctactggtgecgggecgecttcggaacaggtcaatca
P F S F G T A NNDNJSNTTNOQWNS S T GAGA A F G T G Q S
acatttggtttcaacaattctgcgccaaataacacgaacaatgcaaactcttcaatcacacctgcatttggtagcaataacactggtaat
T F G F N N S A P NN TNN AN S S I TP AU F G S N NT G N
actgcattcggtaacagtaaccccacaagtaacgtttttggcagcaacaattctacgactaatacatttggtagtaatagtgcagggaca
T A F G N S NPT SNV F G S NNSTTNTF G S N S A G T
tccectttttggatcttccagtgectcaacaaacgaagagcaatggaactgctggaggaaatacatttggttcttcateccttattcaataac
S L F G S S S A Q @ T™I K S NG TAGSGNT FG S S S L F N N
agtactaatagcaatacgacaaaacctgcgttcggcggtttgaattttggcggcggcaataacacaactcctagctcgaccggtaatget
s T N S N TT XK P AV F G GLNPF G GGNNTT P S S T G N A
aacacaagtaataacttatttggcgctaccgcaaatgcgaataagccagccttttecctttggtgcaaccactaacgacgataaaaaaaca
N TS N N L F GA T AN ANI KUP AU F S F GA T TN DD K K T
gaaccagacaagcctgctttctcctttaattcaagtgtcggtaataagacagacgctcaagctcccactacaggattttecectttggttca
E P D K P A F S F NS sS V GNIKTDA AW OQA AU®PTTGUF S F G S
caactaggtggaaacaaaacggttaacgaggctgcaaagccttcecctttcatttggttcaggatcagectggtgctaacccagectggaget
Q L. G G N K T VN EAAI KU©PS L S F G S G S AGANUP A G A
tcgcaacccgaacctacaactaatgaaccagcaaaaccagceccctctecttttggtactgcaacatccgacaataagacaactaacacaacc
s Q p E P T TNE P A K P AL S F GT AT S DN K T TN T T
ccaagtttttcgtttggtgctaaatcggatgaaaataaagctggtgctacttctaagecctgecttectcattcggtgctaageccagaagaa
P S F s F G A K s b ENI KW AGA AT S K P AV F S F G A K P E E
aagaaggatgataattcctcaaaaccagctttctcatttggtgccaaatcaaatgaagacaagcaagatggaacggctaagccagcattt
K K D b N SS K P AF S F GA K SNEDI K OQDGTAI K P A F
tcctttggtgccaagcccgecggagaagaataacaatgaaacctccaagecggecattcectettttggagcaaagtctgatgagaaaaaggat
S F G A K P A E K NNNETS K P A F S F GA K S D E K K D
ggtgatgcctctaaacctgeccttectecttttggecgectaaaccggatgaaaataaagctagtgctacttctaagectgecttectecattegge
G D A S K P A F S F G A K PDENI K A S AT S K P A F S F G
gctaagccagaagaaaagaaggatgataattcctcaaaaccagctttctcatttggtgccaaatcaaatgaagacaagcaagatggaacg
A K P E E K K D DNS S K PAVF S F GA K SN EDI K Q D G T
gctaagccagcattttcctttggtgccaagecccgecggaaaagaataacaatgaaacttccaageccggcattctecttttggagcaaagtece
A K P A F S F G A K P A EXKXKNNNET S K P A F S F G A K S
gatgagaaaaaggatggcgatgcctctaaacctgccttctcatttggtgctaaatcggatgaaaaaaaggacagtgattcttcgaagect
D E XK K D GDAS K P AF S F GA K S DEIKI KD S D S s K P
gccttctcatttggtactaaatcgaatgaaaaaaaggacagtggttcttcgaagecctgecttcectcattcggtgectaaacccgatgaaaag
A F S F G T K S N E K K D S G s s K P A F S F GA K P D E K
aagaatgatgaagtctccaagcctgccttctcattcggagcaaaggctaacgaaaagaaagaaagtgatgaatcaaaatcagccttttca
K N D E V S K P A F S F GA KA NEIKIKE S D E S K S A F S
tttggttctaagcctacaggaaaggaggaaggcgatggggcgaaggctgeccatttecctttggtgctaaacccgaagaacagaaatccagt
F G s K p T G K E E G D G A KA AATI S F G A K P E E Q K s s
gatacgagcaagccagcgtttacttttggtgctcaaaaagataatgagaagaaaacagagttcatggggtttggattaaataaagcatct
D T S K P A F T F G A Q K DNE KK TEF MGV F G L N K A S
tcgacacctgcaggtgggctctttggtcaggccagcggagectagcactggaaacgcgaatactgggttttegtttggtgggactcaaact
s T p A G G L F G QA S GA S TGN ANTGVF S F G G T Q T
ggacaaaacaccggcccaagtacaggtggactatttggcgctaaaccageccggatctacaggaggattaggtgcatcatttggtcagecag
G 9 N TGP S TG GULF G AI KU?PAGS TGS GULGA A ST F G Q Q
caacaacaatctcagacaaatgcatttggaggaagcgccaccaccggagggggccttttcggtaacaaacctaacaatacggcgaacact
Q 9 9 s Qg TNAPF G GSATTGSGGULF GNI KPNNTANT
gggggcgggttatttggcgctaattcgaacagtaattctggcagtttgtttggttccaacaatgcacagacgagtcgtggtttgtttggt
G G G L F GA NS N SN SG S L F G S NN AOQT S R G L F G
aataataacactaataatatcaataatagtagtagtggcatgaataatgcaagcgctggactatttggctctaaacctgcaggaggcact
N N N T N NI NN S S S G MNN A S AGULF G S K P A G G T
tctttgttcggtaatacaagcacctcttcggecccctgecgcagaaccagggcatgtttggtgcaaaaccagectggtacatctectattegge
s L F G N TS T S S A PAOQNOQOQGMU FGAI KU?PA AGT S L F G
aataatgcaggtaatacgaccactggtggagggttatttggctccaaaccgacaggagcaacgtctttgtttggttcatcaaataacaac
N N A GNTT TG G G L F G S K P TG AT S L F G S S NN N
aacaataacaataatagtaacaacatcatgagtgcgtcaggcgggctatttggtaatcagcagcagcaactgcagcagcaaccatgttga
N N N N NS N NI MSASGGTUILT FGDNOQIO QOQ QUL Q Q Q P C =*



Plasmid name pSF851
Encoded protein His,,-TEV-IBB-MBP-mEGFP

Features (nt)

91
181

271

451
541
631
721
811
901
991
1081
1171
1261
1351
1441
1531
1621
1711
1801
1891
1981

2071

1-78 His,,-tag

79-96 TEV protease recognition site
103-288 S. cerevisiae Srplp”®
295-1395 Maltose-binding protein (MBP)
1408-2118  mEGFP

atgagcaagcatcaccatcattcaggccatcaccataccggacaccaccatcattcaggcagtcatcaccataccggcgagaacctgtat
M S K H H HHS G HHHTGHHHUH S G S HHHTGE NIL Y
tttcaaggatccgataatggtacagattcttccacgagcaagttcgttcccgaatatagacgaacaaactttaagaataaaggcagatte
F o G s b N G T D S s T™SsSs K F VP E Y RR TNV F KN K G R F
tctgcagatgaacttcgtcgtcgtagagatacacaacaggtcgaattaagaaaagcaaaaagagatgaagctttggccaaaagaagaaac
S A D EL RRIRIRDTOQOQ V ETL R KA AI KI RDEA ATLA AI KU RI RN
tttattcccccaactgatggtaccaaaactgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgctgaa
F I P P T D G T K T E E G KL VvV I W I NG D K G Y N G L A E
gtcggtaagaaattcgagaaagataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgecggea
vV G K K F E K D T GG I K Vv T™V E H P D K L E E K F P Q V A A
actggcgatggccctgacattatcttctgggcacacgaccgectttggtggctacgectcaatctggectgttggectgaaatcacceccggac
T 6 b G P DI I F WAHIDW R FGSG Y A QS GL L A E I T P D
aaagcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgettacccgatecgetgttgaageg
K A F Q b XK L Y P F T WD AV R Y NG KL I AY P I A V E A
ttatcgctgatttataacaaagatctgctgccgaacccgeccaaaaacctgggaagagatcccggcgctggataaagaactgaaagcgaaa
L s L I ¥ N K DL L P NP P K T W EE I P A L DK E L K A K
ggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggeccgectgattgectgectgacgggggttatgegttcaagtatgaa
G K s AL M F N L Q E P Y F TWU®P LI AADGG Y A F K Y E
aacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcgggtctgaccttecctggttgacctgattaaaaacaaa
N G K Y b I K DV GV DN AGA AI KA AGT LTV FUL V DL I K N K
cacatgaatgcagacaccgattactccatcgcagaagctgectttaataaaggcgaaacagcgatgaccatcaacggcccgtgggcatgg
H M N A DT DY S I A EAAF NI KGE T AMTTINGU?PWAW
tccaacatcgacaccagcaaagtgaattatggtgtaacggtactgccgaccttcaagggtcaaccatccaaaccgttcgttggecgtgetg
S N I D T S K VN Y G VT VL P T F K G Q P S K P F V G V L
agcgcaggtattaacgccgccagtccgaacaaagagctggcaaaagagttcctcgaaaactatctgectgactgatgaaggtctggaageg
S A G I N A A S P N K E L A K E F L ENY L L T D E G L E A
gttaataaagacaaaccgctgggtgccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacgtattgccgeccaccatggaa
vV N K D K P L G A VAL K S Y EEETL A KDUPR I AATME
aacgcccagaaaggtgaaatcatgccgaacatcccgcagatgteccgetttectggtatgecgtgegtactgeggtgatcaacgecgecage
N A Q K G E I M P NI P Q M S A F WY AV RTA AV I NA A S
ggtcgtcagactgtcgatgaagccctgaaagacgcgcagactaatggcaccggaaccagcaagggcgaggagctgttcaccggggtggtg
G R Q TV D E AL KD AOQTNGTGT S K GE E L F T G V V
cccatcctggtcgagctggacggcgacgtaaacggccacaagttcagegtgteccggecgagggecgagggecgatgeccacctacggcaagetg
p I L V. EL bD GG D V N G H KV F S V S G E G E G D AT Y G K L
accctgaagttcatctgcaccaccggcaagctgcccgtgeccctggecccaccctegtgaccaccctgacctacggegtgecagtgettecage
T L XK F I ¢ T T GG K L P V P W P TUL V TTUL T Y G V Q C F S
cgctaccccgaccacatgaagcagcacgacttcttcaagtccgeccatgeccgaaggctacgtccaggagegecaccatcttecttcaaggac
R Y P DH M K (Q H D F F K S A MP E G Y V Q E R TTIF F K D
gacggcaactacaagacccgcgccgaggtgaagttcgagggcgacaccctggtgaaccgcatcgagectgaagggcatcgacttcaaggag
D G N Y K TR AU EV K F E G D TUL VN RTIETL K G I D F K E
gacggcaacatcctggggcacaagctggagtacaactacaacagccacaacgtctatatcatggccgacaagcagaagaacggcatcaag
D G N I L. GH KL E Y N Y N S HN VY I M A DK Q K N G I K
gtgaacttcaagatccgccacaacatcgaggacggcagcgtgcagctcgeccgaccactaccagcagaacacccccatcggcgacggecce
vV N F XK I R H N I E D G S V 0 L A D HY Q Q N TP I G D G P
gtgctgctgcccgacaaccactacctgagcacccagtccgeccctgagcaaagaccccaacgagaagecgcgatcacatggteccttaaggag
v L. L P D NH YL S T Q S A L S K D P N E KR D HMV L K E
ttcgtgaccgeccgeccgggatcactctecggcatggacgagectgtacaagtaa
F v T A A G I TL G M D E L Y K *



Plasmid name pSF844
Encoded protein His,,-TEV-MBP-mCherry

Features (nt)

91
181
271
361
451
541
631
721
811
901
991

1081
1171
1261
1351
1441
1531
1621
1711
1801

1891

1-78 His,,-tag

79-96 TEV protease recognition site
103-1203 Maltose-binding protein (MBP)
1216-1917  mCherry

atgagcaagcatcaccatcattcaggccatcaccataccggacaccaccatcattcaggcagtcatcaccataccggcgagaacctgtat
M S K H H HHS G HHHTGHHHUH S G S HHHTGE NIL Y

tttcagggtaccaaaactgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgctgaagtcggtaagaaa
F o G T K T EE G KL v I WwWTINGUDI KGYNGTU LA AE V G K K

ttcgagaaagataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgecggcaactggcgatgge
F E K D T G I K Vv T VvV E H P D K L E E K F P Q V A A T G D G

cctgacattatcttctgggcacacgaccgctttggtggctacgectcaatctggectgttggectgaaatcaccccggacaaagegttccag
p D I I F WA HDU RV F GG Y A Q S G L L A E I TP DK A F Q

gacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgecttacccgatcgetgttgaagegttatecgetgatt
D K L Yy p F T wWw DAV R Y NG KL I AY P I A V E ATL S L I

tataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggecgectggataaagaactgaaagcgaaaggtaagagcgceg
Yy N K b L L P NP P K TWEE I P AL DI K ET LI KA AI K G K S A

ctgatgttcaacctgcaagaaccgtacttcacctggccgectgattgectgectgacgggggttatgecgttcaagtatgaaaacggcaagtac
L M F N L Q E P Y F T WP L I A A DGSGYA AU FI K Y E N G K Y

gacattaaagacgtgggcgtggataacgctggcgcgaaagcgggtctgaccttecctggttgacctgattaaaaacaaacacatgaatgca
p 1 K bp v G VvV D NAGA AI KW AGTLT TV FUL VDILTI KNI KHMMN A

gacaccgattactccatcgcagaagctgcctttaataaaggcgaaacagcgatgaccatcaacggcccgtgggcatggtccaacatcgac
D T DY S I A EAAFNIKGETA AMTTINGU®PWA AW S N I D

accagcaaagtgaattatggtgtaacggtactgccgaccttcaagggtcaaccatccaaaccgttcgttggecgtgctgagecgcaggtatt
T S K v N Y G V T VL P TV F K GQ P S K P F V GV L S A G I

aacgccgccagtccgaacaaagagctggcaaaagagttcctcgaaaactatctgectgactgatgaaggtctggaagecggttaataaagac
N A A S P N K EL A K EF L ENY L L T™DEGULE AV N K D

aaaccgctgggtgccgtagecgctgaagtcttacgaggaagagttggcgaaagatccacgtattgecgeccaccatggaaaacgcccagaaa
K P L G A VALK S Y EE EL A KDU®PURTI A ATMMENA A Q K

ggtgaaatcatgccgaacatcccgcagatgtccgetttectggtatgecgtgegtactgecggtgatcaacgeccgeccagecggtecgtcagact
G E I M P N I P Q M S A F WY AV RTA AV INWA AASGUROQT

gtcgatgaagccctgaaagacgcgcagactaatggcaccggaaccagcaagggcgaggaggataacatggccatcatcaaggagttcatg
v D E AL K D AOQTNGTGT S K G E EDNMA ATITI K E F M

cgcttcaaggtgcacatggagggctccgtgaacggccacgagttcgagatcgagggcgagggcgagggeccgeccctacgagggcacccag
R F K V H M E G S V N G H E F E I E G E G E G R P Y E G T Q

accgccaagctgaaggtgaccaagggtggccccctgececcttecgectgggacatecctgtececectcagttcatgtacggecteccaaggectac
T A K L K v T K G G P L P F A WDTIL S P OQF MY G S K A Y

gtgaagcaccccgccgacatccccgactacttgaagectgteccttecceccgagggettcaagtgggagegegtgatgaacttcgaggacgge
vV X H P A DTI P D YL K L S F P E G F KW ER VM NF E D G

ggcgtggtgaccgtgacccaggactcctcecctgcaggacggcgagttcatctacaaggtgaagectgecgecggcaccaacttcecectecgac
G vv T VT Q D S S L 0 b G E F I ¥ KV KL R G TNF P S D

ggccccgtaatgcagaagaagaccatgggctgggaggectccteccgageggatgtaccccgaggacggecgecctgaagggcgagatcaag
G P VM Q K K T M GW E A S S ER MY P E DG AL K G E I K

cagaggctgaagctgaaggacggcggccactacgacgctgaggtcaagaccacctacaaggccaagaagcccgtgcagectgecccggegece
Q R L K L K D G G H Y DA EV K TT Y KA KK P V Q L P G A

tacaacgtcaacatcaagttggacatcacctcccacaacgaggactacaccatcgtggaacagtacgaacgcgccgagggccgccactece
Yy N v N I K L DI T S HNE D Y TTI V E Q Y E R A E G R H S

accggcggcatggacgagctgtacaagtaa

T G G M D E L Y K *



Plasmid name pSF846
Encoded protein His,,-TEV-mCherry

Features (nt)

91
181
271
361
451
541
631

721

1-78 His,,-tag
79-96 TEV protease recognition site
103-804 mCherry

atgagcaagcatcaccatcattcaggccatcaccataccggacaccaccatcattcaggcagtcatcaccataccggcgagaacctgtat
M S K H H HH S GHHHTGHHHH S G S HHHTGE N1L Y
tttcagggtaccagcaagggcgaggaggataacatggccatcatcaaggagttcatgecgecttcaaggtgcacatggagggctccgtgaac
F o G T s K G E E b NMATITI K E F M RF KV HMEG S V N
ggccacgagttcgagatcgagggcgagggcgagggccgeccctacgagggcacccagaccgeccaagectgaaggtgaccaagggtggeccece
G H E F E I E G E G E G R P Y E G T Q T™ A KL K V T K G G P
ctgcccttecgectgggacatcctgtececcctcagttcatgtacggectccaaggectacgtgaagcacccecgecgacatcecccgactacttg
L P F A WDTI L S P Q FM Y G S KA Y V K HUPAUDTI P D Y L
aagctgtccttccccgagggettcaagtgggagecgegtgatgaacttcgaggacggecggegtggtgaccgtgacccaggactecctecectg
K L s F p E G F KW E RV MNP FE DG GV VTV T Q D S s L
caggacggcgagttcatctacaaggtgaagctgcgcggcaccaacttcecccteccgacggeccccgtaatgcagaagaagaccatgggetgg
Q b G E F I ¥ K VvV K L R G TNUF P S D G P VM QK KT MG W
gaggcctcctccgagcggatgtaccccgaggacggcgccctgaagggcgagatcaagcagaggctgaagctgaaggacggcggccactac
E A S S E R M Y P E D G AL K G E I K O R L K K D G G H Y
gacgctgaggtcaagaccacctacaaggccaagaagcccgtgcagctgcccggcgcctacaacgtcaacatcaagttggacatcacctcc
DA EV K TT Y K AZ K K P V QL P GA Y N VNI KILDTIT S
cacaacgaggactacaccatcgtggaacagtacgaacgcgccgagggccgccactccaccggcggcatggacgagctgtacaagtaa

H N E D Y T I V E Q ¥ E R A E G R H S T G G M D E L Y K *



Plasmid name pSF856
Encoded protein His,,-TEV-IBB-MBP-mCherry

Features (nt)

91
181

271

451
541
631
721

811

991
1081
1171
1261
1351
1441
1531
1621
1711
1801
1891
1981

2071

1-78 His,,-tag

79-96 TEV protease recognition site
103-288 S. cerevisiae Srp1p”®
295-1395 Maltose-binding protein (MBP)
1408-2109  mCherry

atgagcaagcatcaccatcattcaggccatcaccataccggacaccaccatcattcaggcagtcatcaccataccggcgagaacctgtat
M S K H H HHS G HHHTGHHHH S G S HHHTGE NTL Y
tttcaaggatccgataatggtacagattcttccacgagcaagttcgttcccgaatatagacgaacaaactttaagaataaaggcagatte
F o G s b N G TD S s T s K F VP E Y RRTNU FI KNI K G R F
tctgcagatgaacttcgtcgtcgtagagatacacaacaggtcgaattaagaaaagcaaaaagagatgaagctttggccaaaagaagaaac
S A D EL RRRIRDTIOQOQ V ETL R KA AI KU RDEA ATLA AI KU RI RN
tttattcccccaactgatggtaccaaaactgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgectgaa
F I P P T D G T K T E E G KL VvV I w I NG D K G Y N G L A E
gtcggtaagaaattcgagaaagataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggea
vV G K K F E K b T™ G I K Vv T™V EH P D KL E E K F P Q V A A
actggcgatggccctgacattatcttctgggcacacgaccgectttggtggctacgectcaatctggectgttggectgaaatcacceccggac
T 6 b G P DI I F WAHUDWU RPFGSG Y AQ S GUL L A E I TP D
aaagcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgecttacccgatecgetgttgaageg
K A F Q b XK L Y P F T WD AV R Y NG KL I AY P I A V E A
ttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggecgctggataaagaactgaaagcgaaa
L s L I ¥ N K DL L P N P P K T W E E I P A L DK E L K A K
ggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggeccgectgattgectgectgacgggggttatgecgttcaagtatgaa
G K s AL M F N L Q E P Y F TWUP LI A AUDG G Y A F K Y E
aacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcgggtctgaccttecctggttgacctgattaaaaacaaa
N G K Y b I K bV GV DN AGA AI KA AGT LTV FUL V DL I K N K
cacatgaatgcagacaccgattactccatcgcagaagctgectttaataaaggcgaaacagcgatgaccatcaacggcccgtgggcatgg
H M N A DTV D Y S I A EAAFNI KGETA AMTTINGUP W A W
tccaacatcgacaccagcaaagtgaattatggtgtaacggtactgccgaccttcaagggtcaaccatccaaaccgttcgttggecgtgetg
s N I DT S K VN Y G VT VL P T F K G Q P S K P F V G V L
agcgcaggtattaacgccgccagtccgaacaaagagctggcaaaagagttcctcgaaaactatctgectgactgatgaaggtctggaageg
S A G I N A A S P N K E L A K E F L ENY L L T D E G L E A
gttaataaagacaaaccgctgggtgccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacgtattgccgccaccatggaa
vV N K D K P L G A V A L K S Y E E A K D P R I A A T M E
aacgcccagaaaggtgaaatcatgccgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaacgccgccagc
N A Q K G E I M P NI P Q M S A F WY AV RTA AV I N A A S
ggtcgtcagactgtcgatgaagccctgaaagacgcgcagactaatggcaccggaaccagcaagggcgaggaggataacatggccatcate
G R Q TV b E AL K D AOQTNGT TG T S K GE EDNMMATII
aaggagttcatgcgcttcaaggtgcacatggagggctccgtgaacggeccacgagttcgagatcgagggcgagggcgagggeccgecccctac
K E F MRV F K V HM E G S VN GHEVF ETI EGEGE G R P Y
gagggcacccagaccgccaagctgaaggtgaccaagggtggccccctgcccttcgcctgggacatcctgtcccctcagttcatgtacggc
E G T 0 T A K L K T K 6 G P L P F A WDIUL S P Q F M Y G
tccaaggcctacgtgaagcaccccgccgacatccccgactacttgaagctgtccttccccgagggcttcaagtgggagcgcgtgatgaac
S K A Y v X H P A DI P D YL K L S F P EGF KW EIR VMN
ttcgaggacggcggcgtggtgaccgtgacccaggactccteccctgcaggacggcgagttcatctacaaggtgaagectgecgeggecaccaac
F E D G GV VTV T QD s S L 0 b G E F I ¥ KV KL R G T N
ttccecctecgacggecceccgtaatgcagaagaagaccatgggctgggaggectecteccgageggatgtacceccgaggacggecgecctgaag
F p s D G P VM Q K K TMGWEAS S EURMY P EDGA AL K
ggcgagatcaagcagaggctgaagctgaaggacggcggccactacgacgctgaggtcaagaccacctacaaggccaagaagcccgtgecag
G E I K 9 R L K L K D GG H Y D A E V K T T Y K A K K P V Q
ctgcccggecgectacaacgtcaacatcaagttggacatcacctcccacaacgaggactacaccatcgtggaacagtacgaacgcgeccgag
L P G A YN VNTIIKULDTI T S HNE D Y T TI V E Q Y E R A E
ggccgccactccaccggcggcatggacgagctgtacaagtaa

G R H s T G G M D E L Y K *



Plasmid name pSF881
Encoded protein His,,-TEV-IBB-ZsGreen

Features (nt)

91
181
271
361
451

541

721
811

901

1-78 His14-tag

79-96 TEV protease recognition site
103-288 S. cerevisiae Srp1p”®
295-987 ZsGreen

atgagcaagcatcaccatcattcaggccatcaccataccggacaccaccatcattcaggcagtcatcaccataccggcgagaacctgtat
M S K H H HH S G HHHTGHHHUH S G S HHHTGE NIL Y
tttcaaggatccgataatggtacagattcttccacgagcaagttcgttcccgaatatagacgaacaaactttaagaataaaggcagattce
F o G s b N G T D S s T™SsSs K F VP E Y R RTNUF KN K G R F
tctgcagatgaacttcgtcgtcgtagagatacacaacaggtcgaattaagaaaagcaaaaagagatgaagctttggccaaaagaagaaac
S A D EL R RIRIRDTOQOQ V ETL R KA AI KU RUDEA ATLA AIZ KU RIR RN
tttattcccccaactgatggtaccgectcagtcaaagcatggtctaacaaaagaaatgacaatgaaataccgtatggaagggtgcgtcgat
F I Pp P T DG T A QS K HGUL T K EMTTMI K Y R M E G C V D
ggacataaatttgtgatcacgggagagggcattggatatccgttcaaagggaaacaggctattaatctgtgtgtggtcgaaggtggacca
G H K F viIiI T G E G I GY P F K G K QA ATINILTCV V E G G P
ttgccatttgccgaagacatattgtcagctgectttatgtacggaaacagggttttcactgaatatcctcaagacatagctgactattte
L P F A E DI L S A A F MY GNIRV F T E Y P Q D I A D Y F
aagaactcgtgtcctgctggttatacatgggacaggtcttttctectttgaggatggagcagtttgcatatgtaatgcagatataacagtg
K N s ¢ P A G Y T WD R S F L F E DG AV CTICNA AU DTITV
agtgttgaagaaaactgcatgtatcatgagtccaaattttatggagtgaattttcctgctgatggacctgtgatgaaaaagatgacagat
s v E E N CM Y HE S K F Y G VN F P ADGU?P VM K KMT D
aactgggagccatcctgcgagaagatcataccagtacctaagcaggggatattgaaaggggatgtctccatgtacctceccttectgaaggat
N w E P S C E K I I P V P K Q G I L K G D V S M Y L L L K D
ggtgggcgtttacggtgccaattcgacacagtttacaaagcaaagtctgtgccaagaaagatgccggactggcacttcatccagcataag
G G R L R €CQ F DTV Y KA K S VPRI KMU®PDWHF I Q H K
ctcacccgtgaagaccgcagcgatgctaagaatcagaaatggcatctgacagaacatgctattgcatccggatcagecttgecctaa

L T R E D R S DA KN O K WH UL T EHA ATIA AS G S A L P *



Plasmid name pQE30 scImpp
Encoded protein Kap95p-His,

Features (nt)

91
181

271

451
541
631
721

811

991
1081
1171
1261
1351
1441
1531
1621
1711
1801
1891
1981
2071
2161
2251
2341
2431
2521

2611

13-2595 scImpf
2608-2625 His,-tag

atgagaggatccatgtccaccgctgaatttgctcaactattggagaacagtatcttaagtcccgaccaaaacattcggttgactagtgaa
M R G s M s TA E F A Q L L E N S I L S P D QNI R L T S E
acgcaattaaagaaattatctaatgacaacttcttacaatttgcaggtctttcttcgcaagtgcttatcgatgaaaatacaaagctagaa
T 0 L K K L s N D NVF L Q F A GL S S ©Q VL I D ENT K L E
gggcgtattctagcggcgctaactttgaagaacgagctggtgtccaaggactcagtcaagacgcagcaatttgcacaacgttggattaca
G R I L. A AL TTL K N E L V s K D S V KT Q0 Q F A Q R W I T
caggttagtccagaagctaaaaaccaaattaaaactaacgcgctgaccgcattggtctccatagaaccgcgtatagcaaatgcagcaget
Q v s P E A K NOQOTI K T NALTAULV S I E P R I A N A A A
caattgattgcggctatagcagatattgagttgccccatggcgcatggccagagttgatgaaaattatggttgacaatacaggtgcggaa
Q L I A A I A DI EL P HGAWUPEILM I KTIMMUVDNT G A E
caaccagaaaatgtcaagagagcctctttattggccttgggttatatgtgtgaaagtgcagaccctcaaagtcaagecttagtttecttca
Q P E NV K RASLLALGYMCE S ADUPOQ S Q AL V s s
tcaaacaatatcttaatcgctattgtccagggtgcgcaatctacggaaacttccaaagcagtcagactggcagctctgaatgctcttgea
S N N I L I A I V Q G A Q s T E T s K A V R L A A L N A L A
gactctttaattttcatcaaaaataacatggaacgcgaaggtgaaagaaactaccttatgcaagtcgtctgtgaagccactcaagctgaa
D S L I F I K N N M ERE G E RN YL M Q V V CE A T Q A E
gatatagaagttcaagcagctgcctttggttgtttgtgtaaaatcatgtcactatactatacatttatgaaaccttacatggagcaagcece
D I E V Q A A AF G CL CK I M S 9L Y YT F MK P Y M E Q A
ctatatgcattgaccatagctacaatgaaatctccaaatgataaagtagcttccatgactgtggaattctggtccactatttgtgaagaa
L Yy AL TTIATMI K S P NDI KV A S M TV EF W S T I C E E
gaaatcgatattgcctatgagctcgctcaatttcctcaatctecctttacagagttataatttecgetectectecttectattaaagatgttgte
E I D I A Y E L A Q F P Q s P L Q S Y NV F AL S S I K D V V
cccaatttgttgaaccttctaacgagacaaaatgaagatccagaagatgacgattggaatgtttccatgtccgcaggtgcatgettgecag
P N L L N L L TR Q N E D P E D D D WNV S M S A G A C UL Q
ttgtttgcccaaaactgtggcaatcatatcttagaacctgtattggaatttgttgaacaaaatattaccgctgacaactggaggaatcgt
L F A Q N CGNHTIL E?P VL EF VEOQNTI T AUDNMWI R N R
gaagctgctgtaatggcctttggttccattatggatggccctgataaggtccaaagaacctattacgttcaccaageccttaccatctatt
E A A VM AF G S I M DG P DKV QR T Y Y V HOQA ATLUP S I
ttgaatttaatgaacgatcaatccctacaagttaaggaaaccactgcttggtgtattggtagaattgctgattctgttgectgaatctate
L N L M N D Q S L 9 VK E T T AW CTIGURTIAUID S V A E S I
gacccacaacagcatcttccaggtgtcgttcaagecttgtttaattgggttgcaagatcacccaaaagtggccacaaactgttcttggacce
D P Q Q H' L P GV V QA CULTIGULOQDHU®P KV ATNTC CS W T
attatcaacttagtcgaacaattagcagaagccacaccatctccaatctataacttctatcccgectecttgtagatggtttgatcggtget
I I N L V E Q L A E A T P S P I ¥ N F Y P A L V D G L I G A
gcaaatagaattgataatgagttcaatgcccgtgcatccgeccttttcagecttgacaacaatggttgaatacgccacggacacggtaget
A N R I DN EF N AURA ASA AVF S AL T TMVE Y A TD T V A
gaaacttccgcctccatttctacgtttgttatggacaaattagggcagacaatgagtgttgatgaaaatcaattaacgttagaagatgcg
E T s A s I s T  F VM D K L G Q T™M S V D EN Q L T L E D A
caaagtttgcaagaattgcagtcaaatatattgactgttctagcagccgttattagaaaaagtccaagtagtgtagaaccggttgcagat
Q s L 9 EL 9 s NI L TV L A AV I RK S P S S V E P V A D
atgcttatgggactgttcttcaggttgttggaaaaaaaggactctgcgtttattgaagacgatgtgttttatgctatttcagectctaget
M ..M G L F F R L L E K K D S A F I E DD V F Y A I S A L A
gcttctttgggtaaaggatttgagaaatacctggaaacattttctccctatttattaaaggctttaaatcaagtagattcgeccagtttca
A $S L G K G F E K YL E TV F S P Y L L K A L N Q V D S P V s
atcaccgcagtgggcttcatcgctgatatttcaaattcgttagaagaagatttcagaagatattccgatgctatgatgaatgtcecttgget
I T AV G F I A DTI SN S L EEDVF R RY S D AMMNV L A
caaatgatctctaatccaaatgcaaggagagagttgaaaccagccgtcttgagecgtgttcggtgatattgecttccaatataggtgetgat
Q M I s N P N A RUREUL K P AV L SV F G DI A S NI G A D
tttattccctacttgaatgacatcatggcgttgtgtgttgectgecccaaaacacgaagccggaaaacggcacattagaagceccttgattat
F I P Y L N D I M ALCV A A QNTI KPENSGTTLEATL D Y
caaataaaagtactagaagcagtactagatgcttatgtgggtatagtagcgggtcttcatgataaacctgaagctctgttceccttatgtt
Q I K v L E A VL DAY V GI VA GL HDI K P EATULF P Y V
ggtactatattccagttcattgcacaagttgcagaagatcctcagctgtacagtgaggatgctacctcaagagcagcagtcggattgatt
G T I F Q F I A Q VvV A E D P Q L Y S E D A T S R A A V G L I
ggtgatatagcagcgatgtttccagacggctcaatcaaacaattttatggacaagactgggttattgattacattaaaagaactaggagt
G b I A A MF P DG S I K QF Y G O D WUV I DY I K R TR S
ggccaattgttcagtcaagccacaaaagatacagcaagatgggctagagagcaacagaagcgtcaattatccttaggatccagatctcat
G QL F S QAT XDT ATRTWA AT RTEI GQO QI K RQTL S L G S R S H
caccatcaccatcactaa
H H H H H *



Plasmid name pSF582
Encoded protein His,,-GFP-TEV-Pdr6p

Features (nt)

91
181
271
361
451

541

721
811

901

1081
1171
1261
1351
1441
1531
1621
1711
1801
1891
1981
2071
2161
2251
2341
2431
2521
2611
2701
2791
2881
2971
3061
3151
3241
3331

3421

4-33 His,-tag

40-751 GFP

763-784 TEV protease recognition site
790-4035 Pdr6p

atgcaccaccatcaccatcaccaccatcaccacggatctagcaagggcgaggagctgttcaccggggtggtgecccatecctggtecgagetg
M H H HH HHHHHHHG S S K G E EL F T GV V P I L V E L
gacggcgacgtaaacggccacaagttcagcgtgtccggcgagggcgagggcgatgeccacctacggcaagectgaccctgaagttcatetge
D G DV NGHIKVF SV S G E G EGDA AT Y G K L T L K F I C
accaccggcaagctgcccgtgeccctggecccaccctecgtgaccaccctgacctacggecgtgcagtgettcageccgectacceccgaccacatg
T T 6 K L P V P W P TJL VT TIL T Y G V Q CF S R Y P D H M
aagcagcacgacttcttcaagtccgccatgcccgaaggctacgtccaggagecgcaccatecttecttcaaggacgacggcaactacaagacce
K 0O H D F F K S AMU®PEG Y V Q E R T I F F K DD GN Y K T
cgcgccgaggtgaagttcgagggcgacaccctggtgaaccgcatcgagctgaagggcatcgacttcaaggaggacggcaacatcctgggg
R A E V K F E G b TTL V N RTIEUL K G I DF K E D G N I L G
cacaagctggagtacaactacaacagccacaacgtctatatcatggccgacaagcagaagaacggcatcaaggtgaacttcaagatccge
H K L E Y N Y N S H N VY I M A DK OQ K N G I K V N F K I R
cacaacatcgaggacggcagcgtgcagctcgccgaccactaccagcagaacacccccatcggecgacggeccecgtgetgectgecccgacaac
H N I E D G S V. Q L A DHY Q QN TU®P I GDGUP V L L P DN
cactacctgagcacccagtccgccctgagcaaagaccccaacgagaagcgcgatcacatggtectgetggagttecgtgaccgecgecggg
H ¥y L s T Q S A L S K D P N E K R D HM V L L E F V T A A G
atcactctcggcatggacgaactgtacaaggcggggagctcgggtgaaaacctctacttccaaggtaccatgagectccattcacgaggtt
I T L. G M DEVL Y KAGS S G ENILYF QGTTMS S I HE V
gtggctcttattgaagagctgtactctcctcatccgaaacatgatgttaatcagattcaacagagtttacagtcaatccagaaatcagag
V AL I E E L Y S P HP K H D VN QI Q Q S L Q@ S I Q K S E
caaggcttccacctagctaatgagcttttatctgatgacaagtactctgcgaatgtcaagtactttggtgcactgactttaactgtgcaa
Q G F HL AN EL L S DD K Y S A NV K Y F GAUL TTUL T V Q
ctaaatacgcggggtgaaaacgattatgaaaccctatggaatgttttcaggtcaaatttattgtacttgacgaaattcagtacattgtac
L N T R G E N D Y E TL W NV F R S N L L Y L T K F S T L Y
gtttccaatcctaatatgtacgggcaatctctaatcataattaaaaagttaatgtcaaacttgtcattgatcttcactaaaatcaacgat
vV s N P NMY G Q S L I I I K K L M S NT1L S 9L I F T K I N D
ccgcagcttaataacgctggaaatgaaaatatgattaagcaatggaacaatcccataaatacgtttattcaacttatgtcggttcaaaat
P 0O L N NAGDNEDNMTII KO QWNNDNU®PTINTF I Q L M S V Q N
caaaacattaatgcagaccaactgttgcttgactcaatcaactgctccttaacatacgagcaactgtctcaatttgttagecctatctcag
Q N I N A DGQ L L LD S TINTCJSTUILTVYZEZ QTLSQF V S L S Q
aaacataatgaactggcattgacgtttacagaagttattgtggaagatttgacgaagttccaaacaaagaggcattcaatgtctcaaatc
K H N E L A L TV F T E V I V E DL T K F Q T K R H S M S 0O I
cacgaagtagtccatgagcatttatatatttcaactatggctttgatcaacttgaacttaactgcacaagctgtcttcaatcctaccgta
H E V VvV H E H L ¥ I S TM AL I N L NL T™ A QA AV F N P T V
tttgattgtattactgcttggattaattatatctcattaaccagaagcgtatcttcaagtggtagaatggatttgtcggaaatttttcaa
F D CI T™AWTIN Y I S L TR SV S S S G RMDTUL S E I F Q
aacctgattgacttgatgtatcagtctacagaaggatcggacggttatgagaatgcggaaaagatcctaacaatatttggtaatgttttt
N L I DL M Y Q s T E G S D G Y E NAEI K I L TTI F G N V F
gctaatgatccattattaatgagttacgatttgagacaacaaatcgagtgtattttcttaggtgtagtaaggcctgattctggcataacc
A N D P L L M S Y DL R QO TIECTIF L GV V RUP D S G I T
gacatatctaacaaaaattcttggatgctacaatatatgaattatttagttaccaatgattttttttccgaattgaaggaattggeccatt
D I S N K N S WM L Q ¥Y M N Y L V TN DF F S E L K E L A I
tgtattgtggatttcttgcaaattaacacgttaagtgtttgtaataaattatttactaacattcaagcagctgataatggtcaagttcaa
¢c I v b F L Q I N TJL S V C N KL F T N I Q A A D NG Q V Q
gatgaatatattcaggaatacatcaaagtccttttgcaaatgaccaatttccctttaactcctgtcttacaagagttecttttectgttaga
D E Y I 9 E Y I K vL. L (QMTNU F P L TP VL Q E F F S V R
atggttgatttttggttggatttatcggatgcttacactaatttggctagcgaaactttgaggccaaattctattgagctgtctacacaa
M Vv D F WL DL S DAY TNUILASETTL RPN S I EL S T Q
atttttcagcagttgatcaatatttatttacccaaaatttctttgagtgtgaaacaaagaataattgaagaagagggtgagagcacttct
I F Q 9L I N I ¥ L P K I S L S V K 0O R I I E EE G E S T S
gtgaacgaatttgaagattttagaaacgctgtcagtgaccttgctcaatctctctggtctattttgggaaacgataatttaacaaatgtg
vV N E F E D F R NAV S DL A Q S L W SsS I L G NDDNIL TN V
ctaattgatggtatgggccaaatgcctgctgcgagtgatgagactctcatcatcaaggatactgatgttttgtttcgaattgaaacgatg
L T p G M G QM P AA S DETUL I I KD TD V L F R I E T M
tgttttgttttgaatactatattggttgatatgactctatcagaaagcccatggattaaaaatatcgttgatgccaacaaattcttcaac
¢c F VL NTTI LV DMTIL S E S P WTI KNI VD ANIKF F N
caaaatgtcatatccgtcttccaaactggtttccaaactagtgccagtacaaaagtcagtcaaattttgaaacttgacttcgtaagaaca
Q N VI s VF 0 T G F Q T s A s T K V s 0 I L XK L D F V R T
agtacaactttaatcggcactttggctggttattttaaacaggaaccttttcaattaaacccatacgtggaagctttatttcaaggtttg
s T T™ L I G T LA G Y F K Q E P F QL NP Y V EATLF Q G L
cacacttgcaccaattttactagtaaaaacgaacaagaaaaaatttcgaacgataaacttgaagttatggttatcaagactgtttcaaca
H T CcC TN F T S K N E Q E K I §s N DK 9L E VM VI KT V S T
ttatgtgagacatgccgtgaggagttgactccatatttgatgcattttataagectttttaaacacagtcattatgccagactccaatgtt
L ¢ E T CURE EL T™ P YL M HPF I $S F L N TV I M P D S N V
tcacatttcactagaactaaattggttagatctataggttatgtcgttcaatgtcaagtctccaacggtccagaggagcaagctaaatat
S H F T R T K L VvV R § I G ¥ VvV Q C Q V s NG P E E Q A K Y
attttacaattgacgaacctattgagcggctcaatagagcattgtttggcttcatcggtacagttacaagaacaacaagattatattaat
I L 9 L T NL L S G S I E H C L A S S V QL Q E Q @ D Y I N
tgtctattatactgtatatctgagctagcaacaagtttgatccaacctactgaaatcatcgaaaatgatgcattactacaaaggttatct
¢c L L ¥y ¢ I s EL AT S L I Q P T E I I E NDA AULTL Q R L S
gagtttcaaagtttctggtccagcgatcccttacaaatccgatcgaaaattatgtgcaccattgataaggtcttggataattcaatatat
E F Q s F w s s D PILOQTIU RS K I MOCTTIUDI K VL DN S I Y
tgtaaaaactccgecctttgtggagatcggttgtttgattgttggtaaaggattaaatctgecccgacggggaaccgtacttectcaagtac
¢Cc K N s A F V EI G CUL I V GG K GGL NTL P DGE P Y F L K Y
aatatgtctgaagttatgaattttgttttgcggcatgtccccaactgtgagecttgctacttgettgecttattttgtttatttattagaa
N M S E VMNVF VL R HV PNCETILA AT CUL?P Y F V Y L L E
aagcttatttcagagttcaggaaggaactaacaccacaagaatttgatttcatgtttgaaaagatccttctagtctattatgatgcatat
K L I s E F R K E L T P Q E F D F M F E K I L L V Y Y D A Y



3511

3601

3691

3781

3871

3961

attatcaatgatccggaccttttacaaatgacaataggttttgttaataacgttttggacgtgaagccaggcttagctattggcagtaaa
I I ~N D P DL L QM TTI G PF V NNV L DV K P GUL A I G S K
cattggacatcatttattttacctcaatttttaaaattaataccttcaagagaaaagttcacaattgttgcggtggcaaaattttggact
H w T s F I L P Q F L K L I P S R E K F T I V A V A K F W T
aagttgatcaataataagaaatacaaccaagaagaactcacaactgttaggcaacaagtttcctctataggaggagaccttgtgtaccaa
K L I N N K K Y N Q E E L T T V R Q Q Vs s I G G D L V Y 0Q
attatgtatggcttattccacacacaaaggtccgatctgaatagttacacagatctgctaagagctttggtagccaagtttccaattgaa
I M ¥ G L F H T Q R S DL N S Y TD L L R ALV A K F P I E
gcaagagagtggctcgttgctgttttgccccaaatatgtaacaatcctgcaggtcatgaaaaatttattaataaattacttattacgaga
A R E WL V A VL P Q I C NN P A GHEI K F I NKUIL L I T R
ggaagcagagcagctggaaatgttattttgcagtggtggttggattgtaccacacttccaaattaccaaggataa

G S R A A GN VI L QWWIL D C T TIL P N Y Q G *



Plasmid name pSF586
Encoded protein His,-GFP-TEV-Yrb4p

Features (nt)

91
181

271

451

541

631

721

811

901

991
1081
1171
1261
1351
1441
1531
1621
1711
1801
1891
1981
2071
2161
2251
2341
2431
2521
2611
2701
2791
2881
2971
3061
3151
3241
3331

3421

4-33 His,-tag

40-751 GFP

763-784 TEV protease recognition site
790-4131 Yrbdp

atgcaccaccatcaccatcaccaccatcaccacggatctagcaagggcgaggagctgttcaccggggtggtgecccatecctggtcecgagetg
M H H HH HHHHHHHG S S K G E EL F T GV V P I L V E L
gacggcgacgtaaacggccacaagttcagcgtgtccggcgagggcgagggcgatgeccacctacggcaagectgaccctgaagttecatetge
D G DV NGHIKVF SV S G E G EGDA AT Y G K L TUL K F I C
accaccggcaagctgcccgtgeccctggecccaccctecgtgaccaccctgacctacggegtgcagtgettcageccgectacceccgaccacatg
T T 6 K L P V P W P TUL V TTUL T Y G V Q CF S R Y P D H M
aagcagcacgacttcttcaagtccgccatgcccgaaggctacgtccaggagecgcaccatcttecttcaaggacgacggcaactacaagacce
K 0O H D F F K S AMU®PEG Y V Q E R T I F F K DD GN Y K T
cgcgccgaggtgaagttcgagggcgacaccctggtgaaccgcatcgagctgaagggcatcgacttcaaggaggacggcaacatcctgggg
R A E V K F E G b TIL VN RTIETULI KGTIDVF K EDGNTI L G
cacaagctggagtacaactacaacagccacaacgtctatatcatggccgacaagcagaagaacggcatcaaggtgaacttcaagatccge
H K L E Y N Y N S H N VY I M A DK Q K N G I K V N F K I R
cacaacatcgaggacggcagcgtgcagctcgccgaccactaccagcagaacacccccatcggecgacggeccecgtgetgetgecccgacaac
H N I E D G S V Q0 L A DHY Q OQNTU®P I G DGU®P VL L P DN
cactacctgagcacccagtccgccctgagcaaagaccccaacgagaagcgcgatcacatggtectgetggagttegtgaccgecgecggg
H ¥y L s T Q S A L S K D P N E K R D HM V L L E F V T A A G
atcactctcggcatggacgaactgtacaaggcggggagctcgggtgaaaacctctacttccaaggtaccatggatcaacaatttctaagt
I T L. 66 M DEL Y KA G S S G ENILYF QG TTMUDQ OQ F L S
caacttgagcaaactttgcacgctatcacttctggtgtaggcttgaaggaggctacaaaaactttgcaaactcaattttatacccagect
Q L EQ T L HATIT S GV G L KEA AT KTTUILQTQTF Y T Q P
acaactttgccagctttgattcatattttgcagaacggctccgatgattcgttgaaacaactagctggtgttgaagctagaaagttggtt
T T L P A L I H I L Q N G S D D S L K QL A G V E AR K L V
tccaagcactggaacgccattgatgaatccactagagcctccatcaaaacatctcttttacaaacagcatttagtgagccaaaagaaaat
S K H W NATI DE S TR A S I K T S L L Q T A F S E P K E N
gttcgtcattccaacgctcgagtaattgcttctattggtactgaagagctagatggtaacaaatggccagatttagtccctaacctaatce
V R H S N A RV I A S I G T EEL D G N XK WP DL V P N L I
caaactgcttctggtgaagacgttcaaacaagacaaactgccatttttattttgttttctctgttggaagatttcacctecttctetatet
Q T A S G E DV QTR QT ATIVF I L F S L LED F T S S L S
ggccacatcgatgactttttggctttgttctctcagacaattaatgatccatcttectttggagatcagatcattatctgeccaggetttg
G H I D D F L A L F S Q T™TINDU®P S S L E I R S L S A Q A L
aaccacgtttctgctttgattgaagaacaagaaaccatcaaccctgttcaagctcaaaaattcgeccgectcaattccatctgtggttaac
N H V. s A L I E E Q E T I NP V Q A Q K F A A S I P S V V N
gttttagacgcagttatcaaggccgacgacaccatgaacgctaaattaatctttaactgtttaaacgatttcctgctattggactcccaa
v L DAV I KA DIDTMNA AI KTLTIUFNCTLNDU FTULLUL D S Q
ttaacaggaaactttattgtggatttgattaagctgtctttacaaattgctgttaacagtgagattgacgaagatgttcgagtttttget
L T G N F I VDL I K L s L Q I A V N S E I D E D V R V F A
cttcaattcatcatatcttcattgtcctacagaaaatcgaaggtttctcaaagcaaattgggcccagaaattactgttgcagectttgaag
L o F I I s s L s ¥ R K S KV s Q s K L G P E I T V A A L K
gtggcttgtgaagagatcgatgttgacgatgaattaaacaacgaagacgaaacaggcgaaaatgaggaaaatacaccctcttcttctget
vV A C E E I DV D D E L NNEDE TG E N EE N TP S S S A
attagactgttagctttcgcttcctctgaactgccaccatcccaggttgectteccgttattgttgaacacattccagectatgttgcaatee
I R L L. A F A S S EL P P S Q V A S V I V EH I P A ML Q S
gcaaacgtttttgagagaagagctattcttttagctatttccgttgectgttactggttctccagactacattttgtctcaattcgacaaa
A NV F E RRATI L L ATI SV AV T G S P D Y I L S Q F D K
attatccctgccaccataaacggtttgaaggatactgaaccgattgttaaattagctgctctgaagtgtattcaccaattaaccactgac
I T p A TTINGUL KD TE P I V KL A ALK CTIHIOQTLTT D
ttacaagacgaagttgccaaatttcatgaagaatacttgccattgatcatcgatatcattgattctgcgaaaaacattgtcatttacaac
L o DE VA K F HEE YL P L I I DTI I DS A KNI V I Y N
tatgcaactgttgctttagatggtctgcttgagttcattgecttatgatgctatcgctaagtacttggatccattaatgaacaaactattce
Yy AT VvAL D GUL L E F I A Y DATI A K YLD P L M N K L F
tatatgttggaaagtaatgaatcatccaagttgagatgtgctgttgtttctgcaattggttccgetgettttgcagcaggtteccgegtte
Yy M L E S N E S $§$ K L R €AV V S AI G S AAF A AG S A F
attccatatttcaagactagtgttcactatttggaaaaattcatccaaaactgttctcaaattgaaggtatgagcgaagatgatatagaa
I P Y F K T s v H ¥ L E K F I 9 N C S Q I E G M S E D D I E
ctaagggccaacacttttgaaaatatttctactatggccagagccgtcagatcagacgcatttgeccgaatttgeccgaacctttggttaac
L R A N TV F E NI S TMA AU RA AV R S DAV F A E F A E P L V N
tccgectatgaggccatcaaaactgattctgctagattaagagaatctggttatgcattcattgcaaacttggctaaagtttacggcgaa
S A Y E A I K TD S A RULRE S G Y A F I A NL A K V Y G E
aattttgctcctttcttgaaaactatcctaccagaaatcttcaagacactagaattagatgaataccaattcaacttcgatggtgatgeca
N F A P F L K TTI L P E I F K TUL E L D E Y Q F N F D G D A
gaggatttagccgcatttgctgattctgccaatgaagaagaactacagaacaaattcaccgttaacactggtatttcctatgaaaaggaa
E D L A A F A DS ANEEETILOQNI KU F TV N TG TI S Y E K E
gttgcttctgcagctctatccgaattagcattgggtacgaaggagcatttcttgeccatacgtcgaacaatccttaaaggttttgaatgaa
V A S A AL S EL AL G T K EHF L P Y V E Q S L K V L N E
caagtcgatgagtcgtacggtttaagagaaaccgctctaaacaccatctggaatgttgttaagtctgtcctgttggecttccaaagtagaa
Q vpD E S Y GG L RETAILNTTIWNV YV K S VL L A S K V E
ccagaaagctatcctaagggtatcccagecctcttecctacgttaatgectgatgttttggecggttattcaagectgeccagggaaacttecatg
P E S Y pP K G I P A S S Y VNAD VL AV I QAW AIRET S M
ggtaacttaagcgatgaattcgaaacctcaatggtcattaccgttatggaagattttgccaatatgattaagcaatttggcgcaatcatce
G N L s D EVF E T s M VI TV ME DV F A NMTII K QU F G A TI I
atcatggacaacggcgactcttctatgctagaagctttgtgcatgcaagttcttagtgtcttgaagggtacccatacttgtcaaaccatt
I M D N G D S S M L E AL CMOQV L S VL K GTHTTC Q T I
gatatcgaggaggacgttccaagagatgaagaattagacgcttctgaaaccgaagcaactttacaagatgttgcattggaagttcttgtce
D I E E D V P R D E E L DA S E T EATTUL QD V A L E V L V
agtttatctcaagctttagctggtgattttgccaaagtctttgacaacttcagaccggttgttttcggattattccaatctaaatccaag
s L S Q AL A G D F A KV F DNV FIRU©P VV F G L F Q S K S K
aataagagatcatccgccgtcggtgeccgecctctgaattagectctaggtatgaaagaacaaaatcctttecgttcatgaaatgctagaagece
N K R S s AV G A A S EL AL GMI KEOQNUPVF V HEMMTL E A



3511

3601

3691

3781

3871

3961

4051

ttagtcattagattaacaagcgataaatctttagaagttagaggtaacgcggcttatggtgttggtttgttgtgtgaatatgcttctatg
L vI RL TS DX S L EV RGN AAYGV GG L L CE Y A S M
gacatctcagccgtttatgaacctgttttgaaggcgectttatgagttactaagtgectgctgaccaaaaggeccttagcageccgaagatgac
D I S AV Y E P V L K A L Y EL L S A A DOQ K AL A A E D D
gaagccaccagagagattattgatagagcatacgctaatgctagtggatgtgtggccagaatggctttgaagaacagtgctctagttcca
E A TR E I I D RAYADNASGCV AU RMA AL KNS AL V P
ttggaacaaactgttccagcattattggcacatttaccactaaacaccggttttgaagaatacaatccaattttcgaattgatcatgaaa
L E Q T Vv PALLAUHULU®PIULNTGU F E E Y NP I F EL I M K
ctataccaggaaaatagtcccgttatcacaaacgaaaccccaaggatcatcgagattttcagtgctgtgtttaccaaagaaaatgataga
L Y Q E N S P V I TNE T PRI I E I F S A V F T K E N D R
attaagttagaaaaggagtctactctaggtagggaagagaatatggaaagattaaagcaattccaaaccgaagagatgaagcataaggtt
I K L E K E s T L. G R E ENMEWURTULI KOQUF Q T EE MK H K V
attgaattattgaagtatctaaacactacttacaacggaattgttgctcaaaatccggttttagctgcagtcattgcttga

I E L L K ¥ L N T T Y N G I V A Q N P V L A A V I A *



Plasmid name pSF587
Encoded protein His,,-GFP-TEV-scImpf

Features (nt)

91
181
271
361
451
541
631
721

811

991
1081
1171
1261
1351
1441
1531
1621
1711
1801
1891
1981
2071
2161
2251
2341
2431
2521
2611
2701
2791
2881
2971
3061
3151
3241

3331

4-33 His,-tag

40-751 GFP

763-784 TEV protease recognition site
790-3375 scImpf

atgcaccaccatcaccatcaccaccatcaccacggatctagcaagggcgaggagctgttcaccggggtggtgeccatecctggtecgagetg
M H H HH HHHHHHHHG S S K G E E L F T GV V P I L V E L
gacggcgacgtaaacggccacaagttcagcgtgtccggcgagggcgagggcgatgeccacctacggcaagectgaccctgaagttecatetge
D G DV NGHIKVF SV S G E G EGD AT Y GG K L T L K F I C
accaccggcaagctgcccgtgeccctggecccaccctecgtgaccaccctgacctacggegtgcagtgettcageccgectacceccgaccacatg
T T 6 K L P V P W P TUL V TTUL T Y G V Q CF S R Y P D H M
aagcagcacgacttcttcaagtccgccatgcccgaaggctacgtccaggagecgcaccatecttecttcaaggacgacggcaactacaagacce
K 0O H D F F K SAMU®PEG Y V Q E R T I F F K DD GN Y K T
cgcgccgaggtgaagttcgagggcgacaccctggtgaaccgcatcgagctgaagggcatcgacttcaaggaggacggcaacatcctgggg
R A E F E G D TL VNRTIETLI KGTIDUF K EDGNTITUL G
cacaagctggagtacaactacaacagccacaacgtctatatcatggccgacaagcagaagaacggcatcaaggtgaacttcaagatccgc
H K L E Y N Y N S H N VY I M A DK Q KN G I K V N F K I R
cacaacatcgaggacggcagcgtgcagctcgccgaccactaccagcagaacacccccatcggecgacggeccecgtgectgetgecccgacaac
H N I E D G S V Q0 L A DHY Q QNTU®P I G DGU®P VL L P DN
cactacctgagcacccagtccgccctgagcaaagaccccaacgagaagcgcgatcacatggtectgetggagttegtgaccgecgecggg
H ¥y L s T Q S A L S K D P N E K R D HM V L L E F V T A A G
atcactctcggcatggacgaactgtacaaggcggggagctcgggtgaaaacctctacttccaaggtaccatgtccaccgetgaatttget
I T L. 6 M DEL Y KA G S S G ENILYF QO GTMS T AZE F A
caactattggagaacagtatcttaagtcccgaccaaaacattcggttgactagtgaaacgcaattaaagaaattatctaatgacaacttce
Q L L E N S I L s P D QNI R L TS E T QL K K L S N D N F
ttacaatttgcaggtctttcttcgcaagtgcttatcgatgaaaatacaaagctagaagggcgtattctagecggcgectaactttgaagaac
L O F A GL S S Q VL I bDENT I KT LEGI RTIULA AW ATLTTL K N
gagctggtgtccaaggactcagtcaagacgcagcaatttgcacaacgttggattacacaggttagtccagaagctaaaaaccaaattaaa
E L V S K D S V K T Q Q FA QR W I T QV S P EA ATZKINIOQTI K
actaacgcgctgaccgcattggtctccatagaaccgcgtatagcaaatgcagcagctcaattgattgecggectatagcagatattgagttg
T N A L T AL V s I E P R I A NA A A QL I A A I A D TI E L
ccccatggcgcatggccagagttgatgaaaattatggttgacaatacaggtgecggaacaaccagaaaatgtcaagagagecctctttattg
P H G A W?PETILMIKTIMVDNTGA AE QP ENV K R A S L L
gccttgggttatatgtgtgaaagtgcagaccctcaaagtcaageccttagtttcttcatcaaacaatatcttaatcgectattgteccagggt
A L G Y M CE S ADUPOQS QA ALV S S S NNTI LTI ATI V Q G
gcgcaatctacggaaacttccaaagcagtcagactggcagctctgaatgctcecttgcagactctttaattttcatcaaaaataacatggaa
A Q S T E T S K AV R L A AL NATLA ADS L I F I K N NME
cgcgaaggtgaaagaaactaccttatgcaagtcgtctgtgaagccactcaagctgaagatatagaagttcaagcagectgectttggttgt
R E G E R N Y L M Q V V C E A T QA E DI E V Q A A A F G C
ttgtgtaaaatcatgtcactatactatacatttatgaaaccttacatggagcaagccctatatgcattgaccatagctacaatgaaatct
L ¢ K I M s L ¥ Yy T F M K P Y M E QA ATULYALTTIA ATMMIZ K S
ccaaatgataaagtagcttccatgactgtggaattctggtccactatttgtgaagaagaaatcgatattgcctatgagctcgctcaattt
P N D K VA S M TV E F W S TTICEEETIDTIAY EL A Q F
cctcaatctcctttacagagttataatttcgectctectcttectattaaagatgttgtccccaatttgttgaaccttctaacgagacaaaat
P 0 s P L Q S YNV F AL S S I KDV V P NLILDNILTILTIR Q N
gaagatccagaagatgacgattggaatgtttccatgtccgcaggtgcatgecttgcagttgtttgeccaaaactgtggcaatcatatctta
E D P E D DDWNV S M S A G A CUL OQOU LV FAOQNITGCSGNUHTITL
gaacctgtattggaatttgttgaacaaaatattaccgctgacaactggaggaatcgtgaagctgctgtaatggecctttggtteccattatg
E P V L E F V. EQ N I T A DNWU R NUREAA AUV M A F G S I M
gatggccctgataaggtccaaagaacctattacgttcaccaagccttaccatctattttgaatttaatgaacgatcaatccctacaagtt
D G P DK V QR T Y Y VHOQATULUP S I L NTLMNDNUDOQS L Q V
aaggaaaccactgcttggtgtattggtagaattgctgattctgttgctgaatctatcgacccacaacagcatcttccaggtgtecgttcaa
K E T T A W C I G R I A D S V A E S I DP QO HUL P G V V Q
gcttgtttaattgggttgcaagatcacccaaaagtggccacaaactgttcttggaccattatcaacttagtcgaacaattagcagaagece
A C L I G L Q D H P K VATNTCSMWTTITINTILV E QL A E A
acaccatctccaatctataacttctatcccgctecttgtagatggtttgatcggtgectgcaaatagaattgataatgagttcaatgececgt
T p S Pp I Y N F Y P A L VD G L I GA A NIRTUDNEF N A R
gcatccgccttttcagecttgacaacaatggttgaatacgccacggacacggtagctgaaacttccgectecatttctacgtttgttatg
A S A F S AL T T MV E Y A TD TV A ET S A S I S T F V M
gacaaattagggcagacaatgagtgttgatgaaaatcaattaacgttagaagatgcgcaaagtttgcaagaattgcagtcaaatatattg
D KL G Q ™M S VDZEN O QTLTTLTET DA AT QS STLOQQETLOQS NI L
actgttctagcagccgttattagaaaaagtccaagtagtgtagaaccggttgcagatatgcttatgggactgttcttcaggttgttggaa
T v L A AV I R K S P S SsSVEPV ADMILMGULF F R L L E
aaaaaggactctgcgtttattgaagacgatgtgttttatgctatttcagctctagectgecttectttgggtaaaggatttgagaaatacctg
K K b s A F I E DDV F Y AI S AL AAS L G K G F E K Y L
gaaacattttctccctatttattaaaggctttaaatcaagtagattcgccagtttcaatcaccgcagtgggecttcatcgectgatatttca
E T  F s P Y L L K A L NOQ VD S P V s I T AUV G F I A DI S
aattcgttagaagaagatttcagaagatattccgatgctatgatgaatgtcttggctcaaatgatctctaatccaaatgcaaggagagag
N s L E E bD F R R Y SsSs DA MMNUVILAOQOQMTIS NP NAIR R E
ttgaaaccagccgtcttgagcgtgttcggtgatattgecttccaatataggtgectgattttattcecctacttgaatgacatcatggegttg
L K p AV L SV F GD I ASNTIGADU FTI P Y L NDTIMA AL
tgtgttgctgcccaaaacacgaagccggaaaacggcacattagaagcccttgattatcaaataaaagtactagaagcagtactagatget
c vV A A Q N T K P ENGTTUL EAULD Y Q I K VL E A V L D A
tatgtgggtatagtagcgggtcttcatgataaacctgaagctctgttcccttatgttggtactatattccagttcattgcacaagttgea
Yy v G T v A G L H D K P E AL F P Y V G T I F Q F I A Q V A
gaagatcctcagctgtacagtgaggatgctacctcaagagcagcagtcggattgattggtgatatagcagcgatgtttccagacggctca
E D P QL ¥ S EDAT SR AAV G LI GDTIAAMT F P D G S
atcaaacaattttatggacaagactgggttattgattacattaaaagaactaggagtggccaattgttcagtcaagccacaaaagataca
I K Q F Y G Q bwvVv I DY I K RTW RS G QUL F S Q AT K D T

gcaagatgggctagagagcaacagaagcgtcaattatccttataa

A R WA AURTE ESO QO QI KR QL S L *



Plasmid name pSF588
Encoded protein His,,-GFP-TEV-Pselp

Features (nt)

91
181
271
361
451
541
631
721
811

901

1081
1171
1261
1351
1441
1531
1621
1711
1801
1891
1981
2071
2161
2251
2341
2431
2521
2611
2701
2791
2881
2971
3061
3151
3241
3331
3421

3511

4-33 His,-tag

40-751 GFP

763-784 TEV protease recognition site
790-4059 Pselp

atgcaccaccatcaccatcaccaccatcaccacggatctagcaagggcgaggagctgttcaccggggtggtgecccatecctggtecgagetg
M H H H H HHHHHHHHG S S K G EEL F T GV V P I L V E L
gacggcgacgtaaacggccacaagttcagcgtgtccggcgagggcgagggcgatgccacctacggcaagectgaccctgaagttcatetge
D G D VN GHIKF S V s G E G E G DA AT Y G K L T UL K F I C
accaccggcaagctgcccgtgeccctggecccaccctecgtgaccaccctgacctacggegtgcagtgettcageccgectacceccgaccacatg
T T G K L P V P WP TULVTTTIL T Y G V Q CF S R Y P D H M
aagcagcacgacttcttcaagtccgccatgcccgaaggctacgtccaggagecgcaccatecttecttcaaggacgacggcaactacaagacce
K 0O H D F F K S AMU®PEG Y V Q E R T I F F K DD GN Y K T
cgcgeccgaggtgaagttcgagggcgacaccctggtgaaccgcatcgagctgaagggcatcgacttcaaggaggacggcaacatecctgggg
R A E V K F E G b TTL V N RTIEUL K G I DF K E D G N I L G
cacaagctggagtacaactacaacagccacaacgtctatatcatggccgacaagcagaagaacggcatcaaggtgaacttcaagatccge
H K L E Y N Y N S H N VY I M A DK OQ K N G I K V N F K I R
cacaacatcgaggacggcagcgtgcagctcgccgaccactaccagcagaacacccccatcggecgacggeccecgtgetgetgecccgacaac
H N I E D G S V. Q L A DHY Q QN TU®P I G DG P VL L P D N
cactacctgagcacccagtccgccctgagcaaagaccccaacgagaagcgcgatcacatggtectgetggagttecgtgaccgecgecggg
H ¥y L s T Q S A L S K D P N E K R D HM V L L E F V T A A G
atcactctcggcatggacgaactgtacaaggcggggagctcgggtgaaaacctctacttccaaggtaccatgtctgectttaccggaagaa
I T L. 66 M DEL Y KA G S S G ENILYF OQGTMSATUL P E E
gttaatagaacattacttcagattgtccaggcgtttgcttccecctgacaatcaaatacgttctgtagectgagaaggctcttagtgaagaa
vV N R TL L Q I V Q A F A S P DNOTI R S V A E KA ATL S E E
tggattaccgaaaacaatattgagtatcttttaacttttttggctgaacaagccgectttctecccaagatacaacagttgcagcattatet
w I T E N N I E Y L L TF L A E Q A A F S Q D T T V A A L S
gctgttctgtttagaaaattagcattaaaagctcccecttecttcgaagettatgattatgtccaaaaatatcacacatattaggaaagaa
A V L F R K L. AL K A P P S S KL M I M S KNTITTHTI R K E
gttcttgcacaaattcgttcttcattgttaaaagggtttttgtcggaaagagctgattcaattaggcacaaactatctgatgctattget
v L A Q I R S $S L L K G F L S E R A D S I R H KL S D A I A
gagtgtgttcaagacgacttaccagcatggccagaattactacaagctttaatagagtctttaaaaagcggtaacccaaattttagagaa
E C vV o D DL P A WP EILTIL QA AILTIE S L K S GNP N F R E
tccagttttagaattttgacgactgtaccttatttaattaccgctgttgacatcaacagtatcttaccaatttttcaatcaggctttact
s s F R I L T T™ Vv P Y L I T A V D I N S I L P I F Q S G F T
gatgcaagtgataatgtcaaaattgctgcagttacggctttcgtgggttattttaagcaactaccaaaatctgagtggtccaagttaggt
DA S DNV XK I A AV T™AUF V G Y F K QL P K S E W S K L G
attttattaccaagtcttttgaatagtttaccaagatttttagatgatggtaaggacgatgcccttgcatcagtttttgaatcgttaatt
I L L P S L L NS L P RF L DDGI K DD ATIL A S V F E S L I
gagttggtggaattggcaccaaaactattcaaggatatgtttgaccaaataatacaattcactgatatggttataaaaaataaggattta
E L VvV EL A P K L F K DM F D QI I 0 F T DMV I K N K D L
gaacctccagcaagaaccacagcactcgaactgctaaccgttttcagcgagaacgctccccaaatgtgtaaatcgaaccagaattacggg
E P P A R TTAULEILL TV F S ENAUPOQOMMT CI K S N QO N Y G
caaactttagtgatggttactttaatcatgatgacggaggtatccatagatgatgatgatgcagcagaatggatagaatctgacgatacc
Q T L VM VTL I MMTE VS I DD DDA AUEWTIE S D DT
gatgatgaagaggaagttacatatgaccacgctcgtcaagctcttgatcgtgttgectttaaagectgggtggtgaatatttggectgcacca
D D E E E V T Y D HAIROQATL DI RVATLI KT LGSGE YL A A P
ttgttccaatatttacagcaaatgatcacatcaaccgaatggagagaaagattcgcggccatgatggcactttcctectgcagectgagggt
L F Q YL 0o M I T s T EWI REWRUPFAMAMMATL S S A A E G
tgtgctgatgttctgatcggcgagatcccaaaaatcctggatatggtaattceccctcatcaacgatcecctcatccaagagtacagtatgga
¢c A DVL I G E I P K I L DMV I PL I NDUPHUPRV Q Y G
tgttgtaatgttttgggtcaaatatctactgatttttcaccattcattcaaagaactgcacacgatagaattttgccggctttaatatct
c ¢ N VL G Q I s TDVF s P F I Q RTAHDI RTIULU®PA AILTI S
aaactaacgtcagaatgcacctcaagagttcaaacgcacgccgcagcggctctggttaacttttctgaattcgecttcgaaggatattett
K L T s E C T S R V. Q T H A A A AL V N F S E F A S K D I L
gagccttacttggatagtctattgacaaatttattagttttattacaaagcaacaaactttacgtacaggaacaggccctaacaaccatt
E P YL DS L L TNUILILV L L Q S N K L Y V Q E Q A L T T I
gcatttattgctgaagctgcaaagaataaatttatcaagtattacgatactctaatgccattattattaaatgttttgaaggttaacaat
A F I A E A A K NIKVF I K YYDTTT1»L M P L L L NV L K V N N
aaagataatagtgttttgaaaggtaaatgtatggaatgtgcaactctgattggttttgccgttggtaaggaaaaatttcatgagcactct
K D NS VL K G K CMETCATTULTIGU FA AV G K E K F HE H S
caagagctgatttctatattggtcgctttacaaaactcagatatcgatgaagatgatgcgctcagatcatacttagaacaaagttggage
Q EL I s I L vV A L Q N s D I D E D DAL R S Y L E Q S W S
aggatttgccgaattctgggtgatgattttgttcecgttgttaccgattgttataccaccecctgectaattactgeccaaagcaacgcaagac
R I ¢ R I L.G DD VF VPL L P I VI P P L L I T AI KA AT Q D
gtcggtttaattgaagaagaagaagcagcaaatttccaacaatatccagattgggatgttgttcaagttcagggaaaacacattgctatt
vV G L I E EE E A A NPF Q Q Y P D WD V V Q V QO G K H I A I
cacacatccgtccttgacgataaagtatcagcaatggagctattacaaagctatgcgacacttttaagaggccaatttgectgtatatgtt
H Ts v L DDIKV S AMETLTLIOQS Y ATTU LTILIRGOQUF AV Y V
aaagaagtaatggaagaaatagctctaccatcgcttgacttttacctacatgacggtgttcgtgctgcaggagcaactttaattcctatt
K E VvV M E E I A L P S L DF Y L H D GV R AAGA ATTUL I P I
ctattatcttgtttacttgcagccaccggtactcaaaacgaggaattggtattgttgtggcataaagecttcgtctaaactaatcggagge
L L s ¢ L L. A A TG T OQNEEILV L L WHI KA A S S KL I G G
ttaatgtcagaaccaatgccagaaatcacgcaagtttatcacaactcgttagtgaatggtattaaagtcatgggtgacaattgcttaage
L M s E P M P E I TQ VY HN SL VN G TI K VMG DNC L S
gaagaccaattagcggcatttactaagggtgtctccgeccaacttaactgacacttacgaaaggatgcaggatcgeccatggtgatggtgat
E D Q L. A A F T K GV S ANILTIDT Y ERMOT DU RHGD G D
gaatataatgaaaatattgatgaagaggaagactttactgacgaagatcttctcgatgaaatcaacaagtctatcgcggeccgttttgaaa
E Y N E N I D E E E D F T D E D L L D E I N K S I A A V L K
accacaaatggtcattatctaaagaatttggagaatatatggcctatgataaacacattccttttagataatgaaccaattttagtcatt
T T N G H ¥ L K N L E NI W P M I N T F L L DN E P I L V I
tttgcattagtagtgattggtgacttgattcaatatggtggcgaacaaactgctagcatgaagaacgcatttattccaaaggttaccgag
F A L VvV VI G DL I Q0 ¥ G G E Q T A S MK NAUF I P K V T E
tgcttgatttctcecctgacgctecgtattcgeccaagectgettecttatataatcggtgtttgtgeccaatacgectccatctacatatgectgac
¢c L I s Pp DA RTIU RO AAS Y I I GV CA QY AP S T Y A D



3601

3691

3781

3871

3961

4051

gtttgcataccgactttagatacacttgttcagattgtcgattttccaggctccaaactggaagaaaatcgttcttcaacagagaatgcece
v cI1 p TUL D TUL V Q I VDF P G S KL E ENR S S T E N A

agtgcagccatcgccaaaattctttatgcatacaattccaacattcctaacgtagacacgtacacggctaattggttcaaaacgttacca
S A A I A K I L Y A Y N S NI P N VD T Y T ANWF K T L P

acaataactgacaaagaagctgcctcattcaactatcaatttttgagtcaattgattgaaaataattcgccaattgtgtgtgctcaatct
T I T D K E A A S F N Y Q F L S Q L I E NN S P I V CA Q S

aatatctccgctgtagttgattcagtcatacaagccttgaatgagagaagtttgaccgaaagggaaggccaaacggtgataagttcagtt
N I s A vV Vv D S VI Q AL NEUR S L TEWREGIOQTV I S S V

aaaaagttgttgggatttttgccttctagtgatgctatggcaattttcaatagatatccagctgatattatggagaaagtacataaatgg
K K L L. G F L P s s DbDAMATIV FNURY PADTIMMEI KV HI KW

tttgcataa

F A *



Plasmid name pSF879
Encoded protein His,,-GFP-TEV-Crm1p

Features (nt)

91
181
271
361
451

541

721
811

901

1081
1171
1261
1351
1441
1531
1621
1711
1801
1891
1981
2071
2161
2251
2341
2431
2521
2611
2701
2791
2881
2971
3061
3151
3241
3331

3421

4-33 His,-tag

40-751 GFP

763-784 TEV protease recognition site
793-4047 Crmlp

atgcaccaccatcaccatcaccaccatcaccacggatctagcaagggcgaggagctgttcaccggggtggtgecccatecctggtcgagetg
M H H HH HHHHHHHG S S K G E EL F T GV V P I L V E L
gacggcgacgtaaacggccacaagttcagcgtgtccggcgagggcgagggcgatgeccacctacggcaagectgaccctgaagttecatetge
D G DV N GHIKVF SV S GG E G EGDA AT Y G K L T L K F I C
accaccggcaagctgcccgtgeccctggecccaccctecgtgaccaccctgacctacggecgtgcagtgettcageccgectacceccgaccacatg
T T 6 K L P V P W P TUL V TTUL T Y G V Q CF S R Y P D H M
aagcagcacgacttcttcaagtccgccatgcccgaaggctacgtccaggagecgcaccatecttecttcaaggacgacggcaactacaagacce
K 0O H D F F K S AMU®PEG Y V Q E R T I F F K DD GN Y K T
cgcgccgaggtgaagttcgagggcgacaccctggtgaaccgcatcgagctgaagggcatcgacttcaaggaggacggcaacatcctgggg
R A E V K F E G b TL V N RTIEUL K G I DF K E D G N I L G
cacaagctggagtacaactacaacagccacaacgtctatatcatggccgacaagcagaagaacggcatcaaggtgaacttcaagatccge
H K L E Y N Y N S H N VY I M A D K Q K N G I K V N F K I R
cacaacatcgaggacggcagcgtgcagctcgccgaccactaccagcagaacacccccatcggecgacggeccecgtgetgectgecccgacaac
H N I E D G S V Q0 L A DHY Q OQNTU®P I G DGU®P VL L P DN
cactacctgagcacccagtccgccctgagcaaagaccccaacgagaagcgcgatcacatggtecctgetggagttecgtgaccgecgecggg
H ¥y L s T Q S A L S K D P N E K R D HM V L L E F V T A A G
atcactctcggcatggacgaactgtacaaggcggggagctcgggtgaaaacctctacttccaaggtaccggtatggaaggaattttggat
I T L. 66 M DEL Y KA G S S G ENILY F Q G T GME G I L D
ttttctaacgacttagatatcgctctattagatcaggtggtatctacattctatcaaggttcaggtgttcagcaaaagcaagcccaagag
F S N DL D IATLTILUDQV VS TTF Y Q G S GV Q Q K Q A Q E
attttgactaaatttcaagataatccagacgcttggcaaaaagctgaccaaattcttcaattctcaactaaccctcaatcaaaatttatt
I L. T K F Q DNUP DA AWG QI XA ADIG QTITILIOQTF S TDNUZP QS K F I
gccctttccatccttgataaattaattactagaaaatggaaattgttgeccgaatgatcatagaattggaattaggaacttecgttgttggt
A L s I L D K L I T R K W K L L P N D HR I G I R N F V V G
atgattatctccatgtgccaagacgatgaagtatttaaaacacaaaagaacctgatcaataagtcggacttgactttggtccaaatttta
M 1 I s M ¢C 9 DD EV F KT Q K N L I N K S DL TTL V Q I L
aagcaggaatggcctcagaattggcctgaatttatcccagaactaatcggcagttcaagttcctctgttaatgtttgtgaaaataacatg
K 0 E WP Q N WP E F I P EL I G S S S S S V NV CE NN M
atcgttttgaaactgctatccgaagaagtcttcgatttctctgcggaacaaatgacacaagctaaagectttacatttgaaaaattccatg
I vL K L L s EE V F D VF S A EOQMT QA KA AULUHT LI KN S M
tcaaaagaatttgaacagatttttaaattatgttttcaagttttggaacaaggttcttcaagctctctaatagtggcaaccttagaatct
S K E F E Q I F K L ¢ F Q vL.L E Q G S S SsS s L 1 Vv A T L E S
ttactgagatatttacattggattccttatcgttatatttatgaaaccaatattttggaattattaagcaccaaattcatgacatcgect
L L R Y L H W I P Y R Y I ¥ E T NI L EL L S T K F M T S P
gatacaagagccatcacattgaaatgtttgactgaggtttcaaatctaaaaattccacaagataatgatttgataaaaagacaaactgta
D TR A I TTL K CULTEV S NTLIKTI P QDDNDILTI K R Q T V
ctttttttccaaaatactctacaacaaattgccacaagtgtgatgcccgtgactgccgatctgaaagccacttatgcaaatgctaacggt
L F F Qg N T L Q Q T A T s VM PV T AIDTLI KA AT Y AN AN G
aatgatcaatctttcttacaagatttagcaatgtttctaactacatatctcgctcgtaatagggcccttctagagagtgatgaatcgtta
N D Q S F L Q bL A M F L TTYLAURNU R AILTLE S D E S L
agagagttgttgttgaatgcgcaccaatacttaattcaattatccaaaatcgaagaaagagaactatttaagacgacattggattactgg
R E L L L N A HQ Y L I Q L s K I E ERE L F K T TUL D Y W
cataatttagtagcagatttgttttatgaggttcagcgtttgcctgctaccgaaatgagcccattgatacagttatcagtcggttcacaa
H N L VA DL F Y E V Q R L P A T EMS P L I QL S V G S Q
gctatctcaactggatctggcgccctaaatccggaatatatgaaaagatttccattaaaaaaacatatttacgaagaaatttgttcacag
A I s T G S G A L NP E Y M KR F P L K K HTI Y E ETI C S Q
ttgagattggtcattattgaaaatatggttagaccagaagaagtccttgtggttgaaaatgatgaaggagaaattgttagagagttcgtt
L R L Vv I T E N M V R P E E VL V V ENDE G E I V R E F V
aaagaatcagacactatccaattatacaaatcagaaagagaggttcttgtatatttgacccatttgaatgttatcgatacagaagaaatc
K E s b T I Q L ¥ K s E R E VL VYL T™HUL NV I DT E E I
atgatcagtaaattggcaaggcaaatcgatggttccgaatggtcatggcataatatcaacactttatcttgggctattggttccatatcet
M I s K L. AR QI DG S E WS WHNTINTTUL S WATI G S I s
ggtacaatgagcgaagatactgaaaaaaggtttgtagttactgttattaaagatttactagatttaacggtcaagaaaaggggtaaagat
G T™M™M S E D T E K R F V VTV I K DL L DL T V K K R G K D
aataaagctgttgttgcatcggatattatgtacgtcgtgggccaatatcctagatttttgaaggctcactggaattttctaagaacagtt
N K AV VA S DI MYV V GQ Y P RF L KA HWNU FULRT V
attttgaaactttttgaatttatgcatgaaactcatgagggtgttcaggatatggcatgtgacacattcattaagattgttcaaaaatgt
I L K L F E F M H E T HE GV Q DM ACTDT F I K I V Q K C
aaatatcattttgttattcaacaaccccgtgagtctgagcctttcatccaaacaataattagggatattcaaaagacaactgctgaccta
K Y H F v I 0 9 P R E S E P F I 0 T I I R D I Q K T T A D L
cagccgcaacaggtccatacattttacaaggcttgtggtattattatttctgaagaaagaagcgtagcggagagaaatagattattaagt
Q P Q QO VH T F Y KA CGTI I I s E E R S VA EURNUZ RTLUL S
gatttgatgcaactgccaaatatggcttgggacactatagtggaacaatccactgctaacccaacattgttgttagattctgaaactgtce
p L. Mm QL P N MAWUDTITTIVEOQS T ANU®P TULULL D S E T V
aaaattattgcgaatattataaaaaccaatgtagctgtctgcacctcaatgggagcagatttctatccacagttgggtcacatctattac
K I I A NI I K T NV A V C T S M G A DVF Y P QL G H I Y Y
aatatgcttcagctatacagagctgtttcttcgatgatttctgctcaagttgeccgcagaaggtctaattgectacgaagacaccaaaggtt
N M L 9 L Y R AV S s M I S A Q V A A E G UL I ATI KT P K V
cgtggtttgagaaccatcaaaaaagagattctgaagcttgttgagacctatatatccaaggcgagaaatttggatgatgtcgttaaagtg
R 6 L R TTI K K E I L K L v E T Y I S K A R N L D D V V K V
ttagttgagccattattgaacgctgtacttgaagactatatgaacaacgttcctgatgcaagggacgccgaagtgctaaattgtatgaca
L vV E P L L N AV L EDYMNNV P D AU RUDAEV L NICMT
acagtagtagaaaaggttggtcatatgatcccacaaggtgttattttaattttacagagtgtatttgaatgcactttggacatgattaac
T v v E K VvV G H M I P QG VI L I L Q SV F ECTTLIDMMTIN
aaagacttcacagaatatccagagcatcgtgtagaattttacaagttattgaaggtcatcaatgagaaatcatttgctgcatttttggaa
K D F T E Y P E H RV EF Y K L L K V I NE K S F A A F L E
ctacctccggectgectttaaattgtttgttgacgectatttgttgggecgttcaaacataacaatagagatgtcgaagttaatggtctacag
L P P A A F KL VF VD ATICWA AU FI KHNNIRUDV E VN G L Q



3511

3601

3691

3781

3871

3961

attgcattagacctagtgaaaaacattgaaagaatgggaaatgtcccatttgcaaatgagttccacaagaattattttttcatttttgte
I AL DL V K NTIERMGNUV P F ANEVFHI KNYF F I F V
agtgaaacgttttttgttttaaccgattccgaccacaaatccggtttttctaagcaagectttgttactaatgaagttgatttetttggtt
s E T F F VL T D S D H K S G F S K 0 AL L L M K 5L I S L V
tatgataacaagatttcggtaccattatatcaagaagctgaggtaccacaaggaacttcaaatcaagtctacttaagccaatatttggcet
Yy b N K I s v P L Y Q E A E V P QG T S N OQV Y L S Q Y L A
aatatgttaagtaatgcattcccccatttaacatccgaacaaatcgcaagttttctctctgcattaactaaacaatacaaagacttagtg
N M L S N A F P HL T S E QI A S F L S A L T K Q Y K D L V
gtcttcaaaggcactttgagggactttttggtgcaaatcaaagaagtcggaggtgatccaacagattatttgtttgctgaagataaagag
vV F K 6 T L R DFLV QTI XK E V GG GD P TD Y L F A E D K E
aatgcattaatggaacagaatagactagagagggaaaaagctgccaagattggtgggttattaaagccttctgaacttgatgattag

N A L M E Q N R L E R EKAAI KTIGSGUL UL K P S E L D D *



Plasmid name pQEG60-hsTrnl
Encoded protein hsTrn1-His,

Features (nt)

91
181
271
361
451
541
631
721

811

991
1081
1171
1261
1351
1441
1531
1621
1711
1801
1891
1981
2071
2161
2251
2341
2431
2521
2611

2701

1-2670 human Transportin 1
2683-2700 His,-tag

atggagtatgagtggaaacctgacgagcaagggcttcagcaaatcctgcagectgttgaaggagtcccagtccccagacaccaccatccag
M E Y E W K P DE Q GL Q @ I L Q9 L L. XE S Q S P DTTTI Q
agaaccgtgcaacaaaaactggaacaacttaatcagtatccagactttaacaactacttgatttttgttcttacaaaattaaaatctgaa
R T V. 0 9 K L E Q L N Q Y P D F NN Y L I F V L T K L K S E
gatgaacccacaagatcattgagtggtcttatcttgaagaataatgtgaaagcacactttcagaacttcccaaatggtgtaacagacttt
D E P TR S 9L S G L I L K NNV K AHU FOQNUF P NG V T D F
attaaaagtgaatgtttaaataatattggtgactcctctcctctgattagagccactgttggtattttgatcacaactatagecctccaag
I K s E C L N NI G D S s P L I R ATV GGG I L I T TTI A S K
ggagaattgcagaattggcctgacctcttaccaaaactctgtagecctgttggattctgaagattataatacctgtgagggagcatttggt
G EL 9 N W?P DILIL P KL C S L L D S E D Y N T CE G A F G
gcccttcagaagatttgtgaagattctgctgagattttagacagtgatgttttagatcgtecctctcaacatcatgattcccaaattttta
A L Q K I ¢C E D S A E I L D S DV L DRP L NI MTIP K F L
cagttcttcaagcatagtagtccaaaaataaggtctcacgctgttgcatgtgtcaatcagtttatcatcagtaggactcaagctctaatg
Q F F K H s s P K I R S H A V A C VN O F I I S R T Q A L M
ttgcacattgattcttttattgagaatctctttgcattagctggtgatgaagaaccagaggtacggaaaaatgtgtgccgagcacttgtg
L H I D S F I E N L F A L A G D E E P E V R K N V C R A L V
atgttgctcgaagttcgaatggatcgcctgcttecctcacatgcataatatagttgagtacatgctacagaggactcaagatcaagatgaa
M L L E V R M DR L L P H M HNTI V E Y ML Q R T Q D Q D E
aatgtggctttagaagcctgtgaattttggctaactttagctgaacagccaatatgcaaagatgtactcgtaaggcatcttcctaagttg
N v AL EACEF WL TTLAE QP I C KD VL V R HTIL P K L
attcctgtgttagtgaatggcatgaagtactcagacatagatattatcctacttaagggtgatgttgaagaagacgaaacgattcctgat
I p VL VN GM K Y s DI DI I L L K G D V EEDE T I P D
agtgaacaggatatacggccacgttttcaccgatcgaggacggtggctcagcagcatgatgaagatggaattgaagaggaagatgatgat
S E Q DI R P R F HR S RTV A Q Q H D E D G I E E E D D D
gatgatgaaattgatgatgatgatacaatttctgactggaatctaagaaaatgttctgctgctgccctggatgttcttgcaaatgtgtat
p pEI1I DDDDTTI S DWNUILRI KT CSAAATLDV L ANV Y
cgtgatgaactgctgccacatattttgccccttttgaaagaattactttttcatcatgaatgggttgttaaagaatcaggcattttggtt
R D E L L P H I L P L L K E L L F H H EWV V K E S G I L V
ttaggagcaattgctgaaggttgcatgcagggcatgattccatacttgecctgagcttattcctcaccttattcagtgectcectctgataaa
L G A I A EGCCMOGMMTIUP YL P EL I P HUL I Q CUL S D K
aaggctcttgtgcgttccataacatgctggactcttageccgectatgcacactgggtggtcageccageccgeccagacacgtacctgaageca
K A L VR s I T C W T L S R Y A H W V V S QP P D T Y L K P
ttaatgacagaattgctaaagcgcatcctggacagcaacaagagagtacaagaagctgecctgcagtgectttgectaccctagaagaggag
L M T E L L K R I L DS N KR V Q EA AC S A F A T L E E E
gcttgtacagaacttgttccttaccttgcttatatacttgataccctggtctttgcatttagtaaataccagcataagaacctgectcatt
A C T EL VvV P YL A Y I L. DTT LV F A F S K Y Q HKNTL UL I
ctttacgatgccataggaacattagcagattcagtaggacatcatttaaacaaaccagaatatattcagatgctaatgcctccactgatce
L Yy paIi e TULAD SV G HHILDNI KU®PE Y I QO ML M P P L I
cagaaatggaacatgttaaaggatgaagataaagatctcttccctttacttgagtgecctatcttcagttgecacagcactgcagtctgga
Q K W N M L K D E D K DL F P L L E C L S S V A T A L Q S G
ttccttececgtactgtgaacctgtgtatcagecgttgtgtaaacctagtacagaagactcttgcacaageccatgctaaacaatgctcaacca
F L P Y C E P V Y QR CVNTLV QK TULAOQ AMTLNNA AOQ P
gatcaatatgaagctccagataaagattttatgatagtggctcttgatttactgagtggcctggctgaaggacttggaggcaacattgaa
D Q Y EA PD KD F M I VAL DL L S G L A E G UL G G N I E
cagctggtagcccgaagtaacatcctgacactaatgtatcagtgcatgcaggataaaatgccagaagttcgacagagttcttttgecctg
Q L VA R S NI L TL MY OQOQC M QDK MUPEV R QO S S F A L
ttaggtgacctcacaaaagcttgctttcagcatgttaagccttgtatagctgatttcatgccaatattgggaaccaacctaaatccagaa
L G DL T KA CU FOQH VK P CTI AD F M P I L G T NL N P E
ttcatttcagtctgcaacaatgccacatgggcaattggagaaatctccattcaaatgggtatagagatgcagecttatattcctatggtg
F I s v ¢ N N A T WATI G ETI S I OM G I EM QP Y I P M V
ttgcaccagcttgtagaaatcattaacagacccaacacaccaaagacgttgttagagaatacagcaataacaattggtcgtcttggttac
L H Q L V E I I N R P N T P K T L L E N T A I T I G R L G Y
gtttgtcctcaagaggtggcccccatgctacagcagtttataagaccctggtgcacctctctgagaaacataagagacaatgaggaaaag
v C P Q EV A PMULOQOQVF I R P W C TS L RN IR DN E E K
gattcagcattccgtggaatttgtaccatgatcagtgtgaatcccagtggcgtaatccaagattttatatttttttgtgatgeccgttgea
D S A F R GI ¢cT™MT1I s VNP S G VI QD F I F F C D A V A
tcatggattaacccaaaagatgatctcagagacatgttctgtaagatccttcatggatttaaaaatcaagttggcgatgaaaattggagg
S w I N P K D DL RDMU FT CI KTITULHGU FI KNOQV G D E N W R
cgtttctctgaccagtttcctecttceccttaaaagagegtecttgecagetttttatggtgttggatccagatctcatcaccatcaccatcac
R F s b Q F pP L P L K EURULAAVPF Y GV G S R S HHHHH H

taa
*



Plasmid name pQE60-hsImp****
Encoded protein hsImpB*****-His,

Features (nt)

91
181

271

451
541
631
721
811
901
991
1081
1171

1261

4-1257 hsImpf3**+©

atggcaaatccaggaaacagtcaggttgccagagttgcagctggtctacaaatcaagaactctttgacatctaaagatccagatatcaag
M A NP G N S Q VA RV AAGUL QI K N S L TS K D P D I K

gcacaatatcagcagaggtggcttgctattgatgctaatgctcgacgagaagtcaagaactatgttttgcagacattgggtacagaaact
A Q0 ¥ 0 QR WUL ATIIDA AN AIRI REV KNY VL Q T L G TE T

taccggcctagttctgectcacagtgtgtggectggtattgettgtgcagagatcccagtaaaccagtggccagaactcattecctcagetg
Yy R P S S A S Qg C v A G I A CAZE I PV N QWP E L I P Q L

gtggccaatgtcacaaaccccaacagcacagagcacatgaaggagtcgacattggaagccatcggttatatttgccaagatatagaccca
V ANV T NP N S T EHM K E S TTL E ATI G Y I C Q D I D P

gagcagctacaagataaatccaatgagattctgactgccataatccaggggatgaggaaagaagagcctagtaataatgtgaagctaget
E 0 L Q DK SsSNE I 9L T ATITIOQGMM®RI KEEU?P S NNV K L A

gctacgaatgcactcctgaactcattggagttcaccaaagcaaactttgataaagagtctgaaaggcactttattatgcaggtggtctgt
A T N AL L N S L E F T K A N F D K E S E R H F I M Q V V C

gaagccacacagtgtccagatacgagggtacgagtggctgctttacagaatctggtgaagataatgtccttatattatcagtacatggag
E A T o C P DTR VRV AAL QDNTLV K I M S L Y Y Q Y M E

acatatatgggtcctgctctttttgcaatcacaatcgaagcaatgaaaagtgacattgatgaggtggctttacaagggatagaattctgg
T Y M G P AL F A I TTI E A M K S D I E vV A L Q9 G I E F W

tccaatgtctgtgatgaggaaatggatttggccattgaagcttcagaggcagcagaacaaggacggccccctgagcacaccagcaagttt
s N Vv C D EEMDLATI EAS EAAZE QG RP P EHT S K F

tatgcgaagggagcactacagtatctggttccaatcctcacacagacactaactaaacaggacgaaaatgatgatgacgatgactggaac
Yy A K G A L Q YL VvpP I L TOQTL T K Q D ENDUDDUD D W N

ccctgcaaagcagcaggggtgtgcctcatgecttctggeccacctgectgtgaagatgacattgtcccacatgtecctececcttcattaaagaa
P C K A A GVCL ML LATT CT CETDDTIV P H VL P F I K E

cacatcaagaacccagattggcggtaccgggatgcagcagtgatggcttttggttgtatcttggaaggaccagagcccagtcagctcaaa
H I K N P D W R Y R D A vV M A F G C I L EG P E P S Q L K

ccactagttatacaggctatgcccaccctaatagaattaatgaaagaccccagtgtagttgttcgagatacagctgcatggactgtaggc
P L VvV I Q A MPTLTI E L M K D P SV V V RDTA A AWT V G

agaatttgtgagctgcttcctgaagctgeccatcaatgatgtctacttggctecccctgectacagtgtctgattgaaggtctcagtgetgga
R I ¢ E L L P E A A I ND VYL A PL L Q CUL I E G L S A G

tccagatctcatcaccatcaccatcactaa

S R S H H H H H H *
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