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ABSTRACT: Proteins are often tagged for visualization or delivery in the “sea” of other
macromolecules in cells but how tags affect protein mobility remains poorly understood.
Here, we employ in-cell 19F NMR to quantify the mobility of proteins with charged tags in
Escherichia coli cells and Xenopus laevis oocytes. We find that the transient charge−charge
interactions between the tag and cellular components affect protein mobility. More
specifically, positively charged tags impede protein mobility.

■ INTRODUCTION

Protein mobility is critical for cellular function. The cellular
environment, which contains up to 500 g/L of macro-
molecules, affects protein diffusion,1,2 mainly via transient
and weak “quinary” interactions such as electrostatic attraction
between the test protein and other cellular components.3−6

Proteins are often tagged in biochemistry and biotechnology.
For example, cell-penetrating peptide (CPP) tags are used to
deliver proteins into cells.7,8 Green fluorescent protein (GFP)
tags are used to assess protein diffusion in cells.9 Lanthanide-
binding peptide tags are used as luminescent probes for protein
interaction studies10 and to measure residual dipolar couplings
and paramagnetic effects in NMR studies.11,12 Do tags affect
the cellular diffusion of test proteins?
A tag may interact with other cellular components, affecting

test protein diffusion. Fluorescently tagged GFP itself takes
part in nonspecific weak interactions with cellular components
to slow diffusion, as demonstrated by experiments and
simulations.13−15 The so-called “inert” protein GB1 interacts
with cellular components when linked to Arg-rich CPP (Tat)
tags, even when the Arg motifs are short.16,17 The effect of tags
on protein mobility remains poorly understood. Here, we use
in-cell 19F NMR to probe the interaction between a GFP tag
and other cellular components. We also use in-cell 19F NMR to
quantify the effects of charge−charge interactions from the
lanthanide-binding tag on GB1 mobility in living cells.

■ EXPERIMENTAL SECTION

Constructing GB1-LP(−5) and Its Variants. The coding
sequence for the lanthanide-binding peptide (LP) tag
YIDTNNDGWYEGDELLA (net charge of −5) was fused to
the 5′ end of the coding region of GB1. For protein expression,
GB1-LP(−5) was cloned into the PET21a vector under the
control of a T7 promoter. GB1-LP mutants of different net
charges were obtained by site-directed mutagenesis of the LP
tag and confirmed by sequencing. The details are given in
Table 1.

Constructing UBQ-LP(−8). The coding sequence for the
lanthanide-binding peptide (LP) tag mutant YIDEDDDG-
WYEGDELLA (net charge of −8) was fused to the 5′ end of
the coding region for ubiquitin (UBQ). For protein expression,
UBQ-LP(−8) was cloned into the PET21a vector under the
control of a T7 promoter.

Constructing GFP Variants. The construction of GFP-
(+36), GFP(−30), and GFP(−7) has been described in ref 18.
The full length genes (synthesized by Sangon, Shanghai,
China) were inserted into the plasmid pUC19. The target gene
for each GFP mutant was amplified from pUC19 and inserted
to a pET28a vector for expression.
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Protein Expression and Purification. Plasmids contain-
ing genes for GB1-LP(−5) and its variants of six net charges,
UBQ, UBQ-LP(−8), GFP(+36), GFP(−30), and GFP(−7)
were transformed into Escherichia coli BL21 (DE3) cells. Cells
containing GFP(+36), GFP(−30), and GFP(−7) were
selected with 50 μg/mL kanamycin. The others were selected
with 100 μg/mL ampicillin. The cells were grown at 37 °C
with shaking at 220 rpm. The expression was induced with
isopropyl β-D-thiogalactopyranoside (IPTG, final concentra-
tion, 1 mM) when the optical density at 600 nm (OD600)
reached 0.8−1.0. 15N enrichment and 3-fluorotyrosine (3FY)
labeling were achieved using 15NH4Cl and 3-fluorotyrosine
(3FY) plus glyphosate.13 For 5-fluorotryptophan (5FW)
labeling, 60 mg of 5-fluoroindole (5FI) was added to 1 L of
cell cultures when the OD600 reached 0.8.19

GB1-LP(−8), GB1-LP(−7), GB1-LP(−5), GB1-LP(−1),
GB1-LP(0), and UBQ-LP(−8) were purified using a DEAE
Fast Flow column (GE Healthcare) with buffer A (50 mM
Tris-HCl, pH 8.0) and buffer B (50 mM Tris, 1 M NaCl, pH
8.0). The fractions were further purified by size-exclusion
chromatography (HiLoad Superdex75 16 mm/600 mm
column, GE Healthcare) using buffer C (50 mM Tris, 250
mM NaCl, pH 8.0). GB1-LP(+5) and GB1-LP(+7) were
purified using an SP Fast Flow column (GE Healthcare) with
buffer D (50 mM sodium acetate, pH 5.0) and buffer E (50
mM sodium acetate, 1 M NaCl, pH 5.0). The fractions were
further purified by size-exclusion chromatography (HiLoad
Superdex75 16 mm/600 mm column) using buffer F (50 mM
sodium acetate, 250 mM NaCl, pH 5.0). UBQ and UBQ-
LP(−8) were purified as described.20

GFP(+36), GFP(−30), and GFP(−7) were purified using a
HisTrap Ni−NTA affinity column with buffer G (50 mM Tris,
2 M NaCl, 10 mM imidazole, pH 8.0) and buffer H (50 mM
Tris, 2 M NaCl, 500 mM imidazole, pH 8.0) and further
purified by size-exclusion chromatography (HiLoad Super-
dex75 16/600 column) using buffer C (50 mM Tris, 250 mM
NaCl, pH 8.0).
Sample Preparation for E. coli NMR. Generally, after 2 h

of IPTG induction at 37 °C, the cell cultures (usually ∼150
mL) were harvested by centrifugation at 2000g for 10 min at
room temperature. The cell pellets were gently resuspended in
0.5 mL of M9 buffer (6.5 g/L Na2HPO4, 3.0 g/L, KH2PO4,
and 1.0 g/L NaCl) containing 10% D2O and transferred to a 5
mm NMR tube. For GFP(+36), GFP(−30), and GFP(−7),
200 mL of cell culture was harvested after IPTG induction for
20 h at 25 °C. Supernatants were collected immediately after
each NMR experiment by centrifugation (2000g, 10 min) to
assess leakage.21 No leakage was observed.
Sample Preparation for Xenopus Oocyte NMR.

Xenopus oocytes were prepared as described in ref 22, 23.
Healthy-looking, stage-VI oocytes were chosen manually and
stored in ND96 (96 mM NaCl, 2 mM KCl, 1.8 mM CaCl2, 1

mM MgCl2, 5 mM HEPES, pH 7.4) buffer containing 10 μg/
mL ampicillin and streptomycin at 18 °C and used within 1
week. Microinjection was conducted as described in refs23, 24.
Generally, each oocyte was injected with ∼20 nL of ∼5 mM
purified proteins using a IM-300 microinjector (Narishige Co.
Ltd., Tokyo, Japan). The injected oocytes (150 or more) were
put into a Shigemi NMR tube containing ND96 buffer plus
10% D2O. After in-cell NMR, 200 μL of buffer above the
oocytes was used to assess leakage. No leakage was observed.

Sample Preparation for in Vitro NMR. E. coli cells
containing 15N-enriched, 5FW-labeled GB1-LP(+7) from 150
mL of culture were pelleted and resuspended in 0.5 mL of lysis
buffer (20 mM KH2PO4, 50 mM NaCl, pH 6.5). The
suspensions were sonicated on ice for 20 min with a duty cycle
of 3 s on and 6 s off. The clear lysates obtained after
centrifugation (16 000g, 30 min) were used for NMR. For
NaCl titration experiments, the cell lysis buffer used is 20 mM
KH2PO4, pH 6.5, and NaCl of 4 M stock solution was added
into the clear lysates with final concentrations of 50, 100, 200,
and 500 mM. RNase and DNase, at a final concentration of 1
mg/mL, were added into the clear lysates separately. Then,
100 mM MgCl2 were introduced into the clear lysates with or
without RNase and DNase. E. coli genomic DNA was extracted
using a TIANamp Bacteria DNA kit (TIANGENBIOTECH
(BEIJING) Co., Ltd.) and added into the protein sample
(0.125 mM in 20 mM KH2PO4, 50 mM NaCl, pH 6.5) with a
protein/DNA ratio of 1:1 (w/w). The E. coli membrane was
prepared as described in ref 23 and added into the protein
sample (0.25 mM in 20 mM KH2PO4, 50 mM NaCl, pH 6.5)
with a protein/lipid ratio of 1:1 (w/w).

NMR Experiments. One-dimensional 19F spectra of the
test proteins in several glycerol/H2O solutions (0, 24, 36, and
48% w/w), in E. coli cells, and in Xenopus oocytes were
acquired, and 19F relaxation times for 5FW-labeled GB1 and its
mutants were measured. Data were acquired at 22 °C on a
Bruker 600 MHz spectrometer equipped with an H/F/(C, N)
triple resonance cryogenic probe. The acquisition time for 19F
experiments was generally less than 2 h. The sweep widths
were 12 kHz, and up to 2048 scans were collected with a duty
cycle delay of 2 s. The acquisition time was 0.73 s. For GFP
and its variants in cells, up to 8192 scans were collected for 19F
experiments, which required less than 6.5 h. T1 was measured
by inversion recovery. T2 was measured with a CPMG
sequence.25,26 The acquisition time for relaxation experiments
was less than 5 h. In general, the sweep width was 6 kHz, and
up to 384 scans were collected with a duty cycle delay of 2−4
s. The acquisition time was 0.73 s. 15N−1H HSQC spectra
were acquired at an 1H frequency of 599.81 MHz with an 1H
spectral width of 9578.544 Hz and an 15N spectral width of
2431.420 Hz. The matrix size was 2048 by 256. The
acquisition times were 52.6 ms (t1) and 107.0 ms (t2).
Typically, 16 scans per complex t1 increments were

Table 1. GB1 (Net Charge of −4) Tagged with LP (sequence after break) of Different Chargesa

GB1-LP(−8) MQYKLILNGKTLKGETTTEAVDAATAEKVFKQYANDNGVDGEWTYDDATKTFTVTE YIDEDDDGWYEGDELLA
GB1-LP(−7) MQYKLILNGKTLKGETTTEAVDAATAEKVFKQYANDNGVDGEWTYDDATKTFTVTE YIDTDDDGWYEGDELLA
GB1-LP(−5) MQYKLILNGKTLKGETTTEAVDAATAEKVFKQYANDNGVDGEWTYDDATKTFTVTE YIDTNNDGWYEGDELLA
GB1-LP(−1) MQYKLILNGKTLKGETTTEAVDAATAEKVFKQYANDNGVDGEWTYDDATKTFTVTE YIDTNNDGWYQGKQLLA
GB1-LP(0) MQYKLILNGKTLKGETTTEAVDAATAEKVFKQYANDNGVDGEWTYDDATKTFTVTE YINTNNNGWYQGNQLLA
GB1-LP(+5) MQYKLILNGKTLKGETTTEAVDAATAEKVFKQYANDNGVDGEWTYDDATKTFTVTE YIKTNNKGWYKGKKLLA
GB1-LP(+7) MQYKLILNGKTLKGETTTEAVDAATAEKVFKQYANDNGVDGEWTYDDATKTFTVTE YIKTKKKGWYKGKKLLA

aNet charge of LP indicated in parentheses was assessed using PROTEIN CALCULATOR v3.4 at pH 7.0.
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accumulated for a total measurement time of ∼1.5 h. The
bacterial viability (assessed by colony plating)27 for the in-cell
samples after 6 h of NMR is 90 ± 10%. In-cell NMR samples
were tested for leakage after data collection. No leakage was
observed. 19F chemical shifts were referenced to trifluoroto-
luene at −63.72 ppm. Data were processed with Topspin 2.1
or 3.1 software.

■ RESULTS
First, we assessed interaction of the GFP tag and its charge
variants with the intracellular environment of E. coli and
Xenopus laevis oocytes by 19F NMR. GFP and its variants were
labeled with 5-fluorotryptophan (5FW) at their sole
tryptophan at position 67. Labeling was achieved using 5-
fluoroindole.19 In buffer, the 19F linewidths of variants with net
charges of −30, −7, and +36 are similar, except for GFP −30,
which seems to have two conformations (Figure 1). 19F

resonances are broadened in cells compared to buffer. The
effect is most extreme for GFP with a net charge of +36 in that
its spectrum is completely absent in E. coli and oocytes (Figure
1). We attribute this broadening to the nonspecific weak
interactions between GFP and other cellular components.13−15

This observation shows that the positively charged GFP variant
is involved in strong interactions with macromolecules in cells,
consistent with the report that positively charged GFP mainly
interacts with negatively charged ribosomes.28

To further investigate charge effects, the inert protein GB1
was tagged at its C terminus with the lanthanide-binding
peptide (LP) or its variants with charges from −8 to +7,
resulting in protein net charges ranging from −12 to +3 (Table
1). We maintained the size of the constructs to avoid size
effects.15,29 The constructs were labeled, and 19F spectra were
acquired in cells (Figure 2). We observe two peaks for each
construct. The peak at a lower field is from W43 of GB1. The
other peak is from the tag. Two additional signals are observed
in E. coli, one each from free 5FW and 5-fluoroindole (FI).25 In
E. coli, the linewidth of the protein signal broadens as the net
positive charge of the tag increases, especially for constructs
with positively charged tags. In oocytes, this phenomenon is
less obvious. The broadening may be due to the interactions
between the positively charged tag and negatively charged
cellular components.
To confirm the charge−charge interaction between the test

protein and cellular components, we collected 1D 19F and
15N−1H HSQC NMR spectra of 15N-enriched, 5FW-labeled
GB1-LP (+7, net charge of LP) in fresh E. coli lysates at

different salt concentrations (Figure 3). 19F linewidths for W43
from the target protein are narrower upon increasing the NaCl
concentration (Figure 3, left panel), suggesting that the
broadening is attributable to charge−charge interactions
between the test protein, especially the positively charged LP
tag, and other cellular components. 15N−1H HSQC spectra
also showed that more signals were observed with increasing
salt concentration, consistent with the 19F result.
To understand the charge effect, we quantified the tag

charge dependence of protein rotational mobility in cells by
measuring 19F relaxation for each GB1-LP construct (Figure
4).25 19F longitudinal relaxation (T1) measurements on 5-
fluorotryptophan-labeled proteins have been used to assess
protein rotational mobility in living cells by assuming that the
proteins tumble as spheres and the label is rigid.30 Therefore,
the 19F resonance from W43, but not the one from the flexible
tag, where the internal correlation time may dominate T1,

25

was selected for analysis. The T1 data show that GB1 linked to
LP with different charges tumble similarly in E. coli with an
intracellular viscosity of two to three times that of water and in
oocytes with a viscosity one to two times that of water (Figure
4A), consistent with a previous study.26

Transverse relaxation rates (R2) are sensitive to protein
interactions.25 The viscosity obtained from R2 is attributable to
the sum of the real intracellular viscosity and the effect of weak
protein interactions. Thus, R2 provides an alternative approach
to assess weak protein interactions in cells.25 The viscosities
derived from R2 in E. coli are around five times those of water,
and the values are independent of the net charges of negatively
charged LPs (Figure 4B). When the LP tag has no net charge,
the test protein experiences an apparent viscosity of
approximately seven times that of water, which is almost the
same as that experienced by GB1 without the tag.25 When GB1
is tagged with a positively charged LP, the apparent
intracellular viscosity increases with net positive charge (Figure
4B). This phenomenon is more marked in E. coli than in
oocytes, indicating that the same positively charged tag is
involved in more or stronger nonspecific attractive interactions
in E. coli. In summary, the effect of charge−charge interactions
between the tag and other cellular components can be
quantified using 19F NMR, and proteins with positively

Figure 1. 19F spectra of 5FW-labeled GFP variants with different net
charges (−30, −7, and +36) in E. coli cells (A, black), Xenopus oocytes
(B, black) and buffer (red). Resonances from free 5-fluoroindole
(5FI) and 5-fluorotrptophan (5FW) are marked by asterisks.

Figure 2. 19F spectra of 5FW-labeled GB1-LP with different charges
(in parentheses) in E. coli cells and oocytes. Asterisks indicate
resonances from free 5FW, 5FI, and the labeled tryptophan residue
from the tag, which is overlapped with 5FW in E. coli.
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charged tags experience more or stronger transient interactions
in cells.
To confirm this conclusion, ubiquitin (UBQ, no net charge

at physiological pH) was linked to a negatively charged LP
(net charge −8) and labeled with 3-fluorotyrosine (3FY).The
width of 19F resonance from Y59 of UBQ-LP(−8) in E. coli is
less than that of wild-type UBQ in E. coli (Figure 5). This
result implies that we can utilize a small negatively charged tag
to reduce quinary interaction and thereby enhance the

sensitivity and resolution of in-cell spectra. This behavior in
oocytes, however, is less obvious, probably because there are
fewer macromolecules interacting with UBQ.26,31

■ DISCUSSION

Over past decade, small tags, CPPs for example, have been
developed to deliver cargoes including nanoparticles, lip-
osomes, nucleic acids, and proteins into cells.32 Most CPPs are
positively charged to ensure attractive interactions with the
negatively charged cell membrane.33 The proteins linked to
CPPs, however, are concentrated inside endocytic organ-
elles.34,35 Our results using GFP-tagged- and LP-tagged-
variants with positive charges demonstrate that positively
charged tags are involved in more transient interactions with
other cellular components and consequently impede the
mobility of the tag itself and the test protein in cells.
The resolution of protein NMR, as reflected by linewidth,

depends on rotational mobility. In cells, protein rotational
mobility is determined by the size of the protein, its
environmental viscosity, and its interactions with other
components.25 Although GB1 (6.5 kDa) gives a high-
resolution in-cell spectrum, ubiquitin, a protein of similar
size (8.5 kDa) does not because it is involved with more and
stronger nonspecific interactions. In fact, ubiquitin is almost
invisible in cells.25,36 Reducing these weak interactions is
required to obtain high quality in-cell spectra. Charge-inverting
mutations have been introduced to reduce cellular quinary
interactions.2,3 Our observations on GFP variants support this
conclusion. However, this approach may perturb the structure
of the test protein affecting its function. Here, we suggest
another approach, attaching a small tag to the end of a test
protein. Such a tag is expected to be less perturbing than an
amino acid change within the protein.
We first systematically quantified the effect of small LP tags

with charges ranging from −8 to +7 on test protein mobility.
Negatively charged tags reduce the nonspecific interactions in
cells. This conclusion is further confirmed by our observations
on ubiquitin (Figure 5).
Charge−charge interactions are ubiquitous in the complex

cellular environment. According to the proteome isoelectric-
point (pI) database,37 62% of the K12 E. coli proteome (2690
of 4314 proteins) comprises proteins with pI values less than
6.8, whereas 33% have pI values greater than 7.4. For the
Xenopus tropicalis proteome, 55% (13 026 of 23 598 proteins)

Figure 3. 19F (left panel) and 15N−1H HSQC (right panel) spectra of 15N-enriched, 5FW-labeled GB1-LP(+7) in cell lysates at different NaCl
concentrations. The in-cell 15N−1H HSQC (right panel) spectrum is also shown. The W43 resonance is indicated.

Figure 4. Dependence of cellular viscosity probed by GB1-LP on the
net charge of the LP tag. (A) Microviscosity in E. coli cells and in
Xenopus oocytes calculated from T1 data is shown as blue squares and
red circles, respectively. (B) Apparent viscosities in E. coli and Xenopus
oocytes calculated from R2 data are shown as solid squares and circles,
respectively.

Figure 5. 19F spectra of 3FY-labeled UBQ (black) and UBQ-LP (red,
LP net charge of −8) in living E. coli cells (A) and Xenopus oocytes
(B). Asterisks indicate the resonance from free 3-fluorotyrosine
(3FY). The Y59 resonance is indicated.
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possesses pI values less than 6.8, whereas 32% possesses values
greater than 7.4. In summary, near physiological pH (7.4−7.8
for E. coli and 7.2 for the eukaryotic cytosol),31 a majority of
proteins have a net negative charge, and there is a larger
percentage of proteins with a net negative charge in E. coli
relative to oocytes. Even though some high-abundance
proteins such as those associated with ribosomes are positively
charged, they are highly organized and bound to RNA and the
assembly has a net negative charge.28,38 That is, proteins linked
with a positively charged tag will take part in more charge−
charge interactions, and this phenomenon will be more
prevalent in E. coli compared to Xenopus oocytes. In addition,
the higher tolerance of oocytes to charge could be due to the
lower g/L concentration of macromolecules in eukaryotes.31

These ideas are consistent with our observations on the
rotational mobility of GB1-LP, ubiquitin, and GFP variants in
cells.
Quinary interactions comprise both protein−protein and

protein−RNA interactions.39 We also collected 1D19F
and15N−1H HSQC NMR spectra of 15N-enriched, 5FW-
labeled GB1-LP (+7, net charge of LP) in fresh E. coli lysates
(Figure 6). 19F linewidths do not change significantly after
mixing the sample with RNase or DNase, and HSQC spectra
also show only a few increased signals in the disordered region

but not the structured region (Figure 6C,D), suggesting that
protein−RNA/DNA interactions may not be the main cause of
broadening. Upon adding RNase (DNase) together with
MgCl2,

19F linewidths decreased (Figure 6A, cyan and
magenta) and signals from the structured part were detected
(Figure 6F,G). However, adding MgCl2 alone has a similar
effect, suggesting that MgCl2 also decreased the charge−charge
interactions, just like NaCl (Figure 6A, red; Figure 6E). Our
further experiments (Figure 7A (green) and Figure 7C)
showed that the spectra for GB1-LP(+7) with and without E.
coli genomic DNA in buffer are almost the same, indicating
that the broadening effect from DNA is small.
The negatively charged membrane is another possible

interaction component. We then used E. coli total membrane
extracts to test its effect. The 19F resonance is severely
broadened (Figure 7A, blue), and most signals disappeared in
the HSQC spectrum (Figure 7D). 19F resonance sharpened
(Figure 7A, red) and backbone signals reappeared upon adding
NaCl (Figure 7E), indicating that charge−charge interactions
between the positive tag and negative membrane components
also play a key role in the broadening effect. We further tested
the potential effect of MgCl2 on the interaction between the
protein and lipids. As observed after addition of NaCl, 19F
resonance became sharper (Figure 7A, cyan and magenta) and

Figure 6. 19F (left panel) and 15N−1H HSQC (right panel) spectra of 15N-enriched, 5FW-labeled GB1-LP(+7) in cell lysates (A, black; B) and
lysates with added RNase (A, blue; C), RNase with 100 mM MgCl2 (A, cyan; F), DNase (A, green; D), DNase with 100 mM MgCl2 (A, magenta;
G), or 100 mM MgCl2 (A, red; E). The W43 resonance is indicated. Asterisk indicates the resonance from free 5FI.

Figure 7. 19F (left panel) and 15N−1H HSQC (right panel) spectra of purified 15N-enriched, 5FW-labeled GB1-LP(+7) in buffer (A, black; B) and
buffer added with genomic DNA (A, green; C) and liposome from E.coli membrane extract (A, blue; D, protein/lipid = 1:1, w/w), followed by the
addition of 200 mM NaCl (A, red; E) or 5 mM (A, cyan; F) and 10 mM MgCl2 (A, magenta; G). The W43 resonance is indicated. The dashed line
indicates the resonance position from the LP tag in buffer.
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backbone signals reappeared (Figure 7F,G) after introducing a
low concentration of MgCl2.
These results imply that protein−lipid and potential

protein−protein interactions, but not protein−nucleic acid
interactions, play a significant role in quinary interactions
involving the LP tags used here. Such tags are used to produce
pseudocontact shifts,40 but this application is limited to in vitro
studies because we find that LP tags do not specifically bind
lanthanides in cells because no pseudocontact shifts are
observed (data not shown). This absence may be caused by
competitive binding of other ions and charge−charge
interactions of the type described here.

■ CONCLUSIONS
We have characterized the potential interaction between a
fluorescent tag, GFP, and other cellular components and
systematically quantified the effects of charge−charge inter-
actions from a small engineering tag on the GB1 mobility in
living cells using 19F NMR. The work provides an explanation
for the effect of tags on target protein mobility under
physiological conditions. We conclude that positively charged
tags impede protein mobility in cells. This conclusion has
implications for drug delivery and in-cell protein NMR.
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