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Abstract

We describe a novel method for the measurement of protein tyrosine phosphatase (PTP) activity in
single human airway epithelial cells (hAECSs) using capillary electrophoresis. This technique
involved the microinjection of a fluorescent phosphopeptide that is hydrolyzed specifically by
PTPs. Analyses in BEAS-2B immortalized bronchial epithelial cells showed rapid PTP-mediated
dephosphorylation of the substrate (2.2 pmol min~ mg=1) that was blocked by pretreatment of the
cells with the PTP inhibitors pervanadate, Zn2*, and 1,2-naphthoquinone (76%, 69%, 100%
inhibition relative to PTP activity in untreated controls, respectively). These studies were then
extended to a more physiologically relevant model system: primary hAECs cultured from
bronchial brushings of living human subjects. In primary hAECs, dephosphorylation of the
substrate occurred at a rate of 2.2 pmol min~1 mg~1, and was also effectively inhibited by pre-
incubation of the cells with the inhibitors pervanadate, Zn?*, and 1,2- naphthoquinone (91%, 88%,
and 87% median PTP inhibition, respectively). Reporter proteolysis in single BEAS-2B cells
occurred at a median rate of 43 fmol min~1 mg~1 resulting in a mean half-life of 20 min. The
reporter displayed a similar median half-life of 28 min in these single primary cells. Finally, single
viable epithelial cells (which were assayed for PTP activity immediately after collection by
bronchial brushing of a human volunteer) showed dephosphorylation rates ranging from 0.34-36
pmol min~t mg=1 (n = 6). These results demonstrate the utility and applicability of this technique
for the ex vivo quantification of PTP activity in small, heterogeneous, human cells and tissues.
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INTRODUCTION

Inhalation of fine and ultrafine particulate matter (PM) generated by the combustion of fossil
fuels is linked to increased incidences of morbidity and mortality, including elevated blood
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pressure,! decreased cardiac autonomic control,? and significantly increased risk of
myocardial infarction and stroke.3 In vitro studies have demonstrated that PM leads to
increased inflammatory signaling in airway cells*% and suggest that inhibition of protein
tyrosine phosphatases (PTPs) plays a prominent role in this process.”~8 Immortalized airway
cell lines and conventionally cultured primary airway epithelia are valuable model systems
for these studies, but fail to fully recapitulate the phenotype of cells in the intact airway.®
Analysis of primary airway epithelium specimens, obtained through bronchial biopsy from
human subjects exposed to well-characterized PM provide a more physiologically relevant
model for studies of PM inhalation and its effects on airway signaling. However, analysis of
these ex vivo specimens is technically challenging due to the very small sample sizes (on
average 10° total cells) and low cell viabilities of 11-33% that are typically recovered. In
addition, samples obtained by biopsy are composed of a mixture of cell types with immune
and squamous cells comprising 2-44% of the cells.10

Previous analyses of epithelial cells from bronchial brushing specimens have utilized a
variety of analytical methods although most studies have employed genetic approaches due
to the readily available amplification methods for nucleotide analyses. Fluorescence in situ
hybridization (FISH)!! and polymerase chain reaction (PCR)2 have been used,
respectively, to detect chromosomal abnormalities and viral DNA in bronchial brushings.
RNA microarrays!3 have been used to probe for transcriptional changes associated with
airway disease. Immunohistochemistry (IHC) using anti-phosphotyrosine antibodies has
been employed to assess the presence of phosphoproteins in these samples as an indirect
measure of PTP activity.1* However, none of these approaches directly measures PTP
activity in living cells.

Chemical cytometry is a well-established approach to characterize and quantify cellular
components, including metabolites and signaling cascades in single cells.15-25 Among the
many chemical cytometric approaches that have been described, the use of capillary
electrophoresis with laser-induced fluorescence (CE-LIF) is well-suited for addressing the
aforementioned challenges associated with bronchial brushings. Specifically, by offering
limits of detection approaching 1021 mol, CE-LIF is amenable to the analysis of size-
limited samples, including single cells.?® This provides two additional advantages when
dealing with heterogeneous samples. Because information about each cell is acquired
independently, variation between similar cells as well as between subpopulations is
preserved rather than lost during population averaging.24 Additionally, individual cells of
interest can be readily selected from a mixed population by vital staining to assess viability
or extracellular markers. Finally, using the CELIF approach, enzyme activity can be
measured directly without the need for genetic manipulation of the cells, and is thus
applicable to both immortalized and primary cells.?” The advantages of chemical cytometry
in single-cell analyses led to the recent development of a single-cell assay of PTP activity?28
using a fluorescent phosphopeptide PTP substrate termed “pTS13” (Glu-Glu-Leu-Glu-Asp-
Asp-pTyr-Glu-Asp-Asp-Nle-Glu-Glu-amide, where Nle is norleucine and pTyr is
phosphotyrosine). Initial validation for this approach was performed in A431 epidermoid
carcinoma cells, a well-established model system for the study of tyrosine phosphorylation
dynamics.2®

In the present study, we demonstrate the utility of a previously described fluorescent peptide
reporter for the quantification of PTP activity in single hAECs, including cells in a specimen
obtained by airway biopsy of a human volunteer. Single cells were microinjected with a
fluorescent peptide substrate of PTPs and dephosphorylation rates were measured through
resolution and quantification of phosphorylated and dephosphorylated reporter species by
capillary electrophoresis. Intracellular proteolysis of the peptide was assessed in single
BEAS- 2B cells using previously established capillary electrophoresis conditions capable of
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resolving the peptide from all fluorescent cleavage products. PTP activity was then
quantified in single BEAS-2B cells, as well as the inhibition of PTP activity resulting from
exposure to three environmental toxins. This approach was then extended to the analysis of
single cultured primary hAECs, wherein reporter proteolysis, PTP activity, and PTP
inhibition by toxins were quantified. Finally, single viable epithelial cells in a fresh
bronchial brushing specimen were identified and PTP activity was assessed, demonstrating
the direct applicability of this chemical cytometry method to the analysis of fresh ex vivo
airway samples.

EXPERIMENTAL SECTION

Materials

Cell culture

BEAS-2B cells were obtained from ATCC. Keritinocyte Basal Medium (KBM-Gold),
Bronchial Epithelial Basal Medium (BEGM), and Singlequots™ growth factors, cytokines,
and supplements were from Lonza. Sylgard 184 polydimethylsiloxane (PDMS) was
purchased from Dow Corning, antibodies from Biolegend, and fluorescence microscopy
filter sets from Chroma. All other chemicals were purchased from either Sigma or Fisher.

BEAS-2B cells were grown in Keritinocyte Growth Medium (KGM) prepared from KBM-
Gold and a KGM-Gold Singlequots™ kit. Primary hAECs were grown in Bronchial
Epithelial Growth Medium (BEGM) prepared from BEBM and a BEGM Singlequots™ kit.
BEAS-2B cultures were propagated in 25 cm? tissue culture flasks and passaged when cells
reached 60-80% confluency. Cells intended for single cell analysis were grown on cell
chambers comprising a silicone O-ring attached to a round no. 1 glass coverslip (25 mm
diameter) with PDMS. Cryopreserved primary hAECs (passage 3) were thawed and plated
directly onto cell chambers. Cells from the ex vivo bronchial brushing specimen were grown
in cell chambers in which a polystyrene coverslip replaced the glass coverslip.

Procurement of bronchial brushing specimen

Flexible bronchoscopy with brush cytology was performed on healthy volunteers, as
previously described,3% under a protocol approved by the Committee on the Protection of the
Rights of Human Subjects at the University of North Carolina at Chapel Hill. Briefly, the
nares and nasopharynx of the volunteer are anesthetized using lidocaine, then a flexible
bronchoscope is inserted transnasally and advanced to the larynx, where further lidocaine is
administered for laryngeal anesthesia. The bronchoscope is then further advanced to the
main, lobar, or segmental bronchi, where tissue is visualized, anesthetized with lidocaine,
and then removed by 5 or 6 passes of a 3 mm x 115 cm cytology brush (Bronchoscope
Cytology Brush; Bard, Tewksbury, MA) along the endobronchial surface. The bronchoscope
is removed from the airways and the cytology brush is rinsed with BEGM to suspend
bronchial tissue.

Immunofluorescence

Cells in a chamber were rinsed with 37 °C extracellular buffer (ECB; 10 mM HEPES, 135
mM NaCl, 5 mM KCI, 1 mM CaCl,, 1 mM MgCl,, pH 7.4) to remove media. Excess ECB
was aspirated and antibody solution (Alexafluor 647 anti-human C326 (EpCAM) diluted
1:40 in ECB) was added to the chamber and incubated for 15 min at 37 °C. Unbound
antibody was then removed by rinsing the chamber with ECB. Propidium iodide solution (5
png/mL in ECB) was then added to the chamber and cells were incubated for 5 min. Excess
propidium iodide was removed by rinsing with ECB and cells were imaged at 25X
magnification. Fluorescence images were obtained with xenon arc lamp illumination for
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detection of Alexafluor 647 (peak ex: 620 nm, em: 700 nm) and propidium iodide (ex: 540
nm, em: 605 nm). Digital images were acquired and processed using Micro-Manager and
ImageJ software.

Single cell capillary electrophoresis

Single cells grown in chambers were microinjected with TS13 or pTS13 using a Transjector
5246 microinjection system (Eppendorf AG, Hamburg, Germany). Cells were kept at 37 °C
under a flow of warm ECB until the desired time point was reached, whereupon the cell of
interest was lysed with an Nd:YAG pulsed laser (532 nm). Cell contents were aspirated into
the capillary by electrokinetic injection (5 s at 79 V/cm) and CE-LIF was performed at 263
V/cm on a customized system. CE separations were performed in 140 mM borate, 150 mM
sodium dodecy! sulfate (SDS), 50 mM NacCl, pH 7.4. Fluorescence and current data were
collected using Labview (National Instruments, Austin, TX) and analyzed with Matlab (The
Mathworks, Natick, MA) and Origin (OriginLab, Northampton, MA) software.

Reporter lifetime measurement in single cells

BEAS-2B cells or cultured primary hAECs were microinjected with TS13 and analyzed by
CE-LIF after 1.5-12 min. The amount of intact TS13 remaining was calculated as the
corrected area of the TS13 peak divided by the sum of the corrected areas for all peaks. Data
was analyzed using Excel (Microsoft) and Origin (Microcal).

Single cell phosphatase activity assay

BEAS-2B, cultured primary hAEC, and fresh primary human airway cells were
microinjected with pTS13 and analyzed by CE-LIF after 60 s. For heterogeneous airway
samples, epithelial cells were identified by anti-EpCAM vital staining prior to
microinjection and viable cells by propidium iodide staining. Dephosphorylation was
assessed by dividing the corrected area of the pTS13 peak by the combined corrected areas
of pTS13 and TS13 peaks. Quantification of TS13 and pTS13 was by comparing the
corrected peak areas to that of standards of known concentration.

Statistical analysis

Comparisons of PTP inhibition between treated and untreated cells and across similarly
treated cell lines was performed by bootstrapping.3 For each pair of quantities to be
compared, 10,000 bootstrap samples of each quantity were generated. The distribution of the
difference between the means (or variances) of the two groups was estimated by taking the
pairwise differences of each pair of bootstrap replicates. One-sided p-values for testing the
null hypothesis of no mean (or variance) difference between the two groups was estimated
by counting the number of bootstrap replicates that had a mean (or variance) difference of
less than 0 divided by the number of bootstrap replicates (i.e. 10,000). The bootstrap
calculations were performed using R version 2.15.0.

RESULTS AND DISCUSSION

Lifetime of the PTP reporter in single BEAS-2B cells

BEAS-2B cells are immortalized, non-tumorigenic human bronchial epithelial cells
commonly used in airway research owing to their ability to recapitulate many of the features
of normal primary airway cells including antioxidative capacity, inflammatory response, and
matrix attachment.32-34 In order to accurately measure PTP activity in cells, the reporter
substrate must be resistant to intracellular degradation by proteolytic or other metabolic
activity. To assess reporter susceptibility to intracellular degradation in BEAS-2B cells,
single cells were microinjected with non-phosphorylated pTS13, termed “TS13”, and
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analyzed by CE-LIF. The median amount of TS13 introduced into a single cell was 0.69
amol (1 pM for a cell volume of 500 fL) with first and third quartiles (Q1 and Q3) of 0.21
and 0.83 amol (0.42 and 2.0 uM). The electrophoretic traces possessed a peak co-migrating
with TS13 and a peak co-migrating with the 8-residue fragment (6FAM-Glu-Glu-Leu-Glu-
Asp-Asp-Tyr-Glu-COOH) of TS13. This peak is likely to be a degradation product of TS13,
and was previously observed in A431 lysates and single cells (Figure S1 A-C).28 Average
migration times for the TS13 and the 8-residue fragment were 1220 + 160 s and 1520 + 260
s with efficiencies of 5.7 + 1.1 x 10% and 6.6 + 4.5 x 10* theoretical plates, respectively. The
separation resolution the peptides was 13 + 4.9. The area of the fragment peak, relative to
the combined peak areas for the fragment and TS13, was linearly correlated with incubation
time (R? = 0.76) (figure 1A) and the degradation rate of TS13 was linearly correlated with
the amount of TS13 injected (R2 = 0.92) (figure 1B), suggesting first-order reaction kinetics.
Assuming an average protein concentration in the cell of 1 g/mL, the median rate of
degradation was 43 fmol min mg™1 (Q; and Qs of 15 and 82 fmol min~1 mg~1, equating to
a median half-life of 20 min (Q4 and Q3 of 15 and 89 min). This is comparable to the 39
fmol min~1 mg~1 median rate previously measured in single A431 cells.28 Reporter
degradation in BEAS-2B cells results in 2-3% breakdown within the 60 s timespan of
dephosphorylation experiments. Therefore, reporter optimization to enhance proteolytic
stability was deemed unnecessary.

Measurement of PTP activity in single BEAS-2B cells

To determine the utility of pTS13 for measuring PTP activity in single human airway
epithelial cells, BEAS-2B cells were microinjected with pTS13 and their contents analyzed
by CE-LIF (figure 2). The median amount of reporter introduced into a cell was 1.1 amol
(Q1 = 0.66 amol, Q3 = 3.0 amol). Rapid PTP-dependent substrate dephosphorylation was
observed, with 90% (n = 10) of the cells completely dephosphorylating the peptide within 60
s. While exact rates could not be calculated for cells without remaining phosphorylated
peptide, the median dephosphorylation rate was greater than 2.2 pmol min~t mg™1 (Q; and
Qs of 1.1 and 6.0 pmol min~t mg~1). The single BEAS- 2B cell that did not fully
dephosphorylate the reporter contained 0.7 amol (1.4 uM) of reporter, within the
interquartile range for the amount loaded, suggesting that incomplete reporter
dephosphorylation was not due to excessive loading, but more likely reflects intercellular
heterogeneity. Reporter breakdown was negligible over the 60 s time course of these
experiments.

Inhibition of PTP activity in single BEAS-2B cells

Treatment of cells with environmental toxins or other PTP inhibitors resulted in substantial
inhibition of PTP activity in single BEAS-2B cells. Treatment with pervanadate (1 mM),
Zn2* (100 pM), and 1,2- naphthoquinone (150 pM) resulted in statistically significant PTP
inhibition relative to untreated cells (p < 0.0001), with medians of 76% (Q1 = 62%, Q3 =
86%), 69% (Q1 = 58%, Q3 = 73%), and 100% (Q1 = 95%, Q3 = 100%), respectively, of the
reporter remaining phosphorylated after 60 s. As compared to A431 cells,28 pervanadate
treatment of BEAS-2B cells resulted in greater PTP inhibition (p = 0.050) and intercellular
heterogeneity of response, represented by the standard deviation of each sample (28.6% vs
9.3% for A431 and BEAS-2B respectively), was less pronounced (p = 0.035). Comparisons
between BEAS-2B and A431 cells treated with Zn2* suggest greater susceptibility to PTP
inhibition in BEAS-2B cells, but the difference was not statistically significant (p = 0.096).
These data suggest that the PTPs are more susceptible to toxin inhibition in BEAS-2B cells
than in A431 cells, and that the clonal heterogeneity is less pronounced. These conclusions
are consistent with the relatively normal biochemical phenotype exhibited by BEAS-2B
(discussed above) as well as established links between tumorigenic cell lines and increased
heterogeneity.3°
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Lifetime of the PTP reporter in single primary hAECs

To determine whether the PTP reporter was resistant to degradation in primary cells, the
lifetime of the PTP reporter was evaluated in single primary airway epithelial cells by
microinjection of TS13 and analysis by CE-LIF. In addition to TS13, a second peak was
observed with the same migration time as the 8-residue fragment peak seen in BEAS-2B
cells (Figure S1 D). The area of this fragment peak relative to the combined area of all peaks
was linearly correlated with incubation time (R2 = 0.83) (figure 3A). The median amount of
reporter injected into cells was 11 amol (22 M) with Q1 and Q3 of 1.0 and 15 amol (2.0 and
30 M), and a strong linear correlation was observed between the degradation rate and
amount of TS13 loaded into a cell (R? = 0.96) (figure 3B), again suggesting first-order
degradation kinetics. The median degradation rate was 550 fmol min~1 mg™! (Q; and Q5 of
100 and 1700 fmol min~1 mg™1), equating to a median half-life of 28 min (Q; and Q3 of 17
and 44 min) in cells. While the measured degradation rate in primary cells was an order of
magnitude greater than seen in BEAS-2B cells, the average amount of peptide measured per
cell was proportionately larger as well. The mechanism underlying this disparity is
unknown, but is likely due to differences in microinjection efficiency (i.e. differential
delivery of reporter). No difference was found between reporter half-life in primary hAECs
and BEAS-2B (p = 0.28), suggesting that the apparent rate disparity is a consequence of
substrate concentration rather than innate differences in degradative capacity. The similarity
in reporter half-life and degradation pattern is consistent with the biochemical similarities,
including antioxidative capacity, inflammatory response, and matrix attachment,32-34
between BEAS-2B and primary airway cells.

Measurement of PTP activity in single primary hAECs. Introduction of pTS13 into living
cells by microinjection allows direct analysis of primary cells without genetic manipulation
(e.g. expression of a biosensor). To demonstrate the value of this technique for measuring
PTP activity in primary hAECs, pTS13 was microinjected into single cultured primary
hAECs and dephosphorylation was measured by CE-LIF (figure 4). Exact
dephosphorylation rates for 7 of 12 primary hAECs could not be calculated due to complete
dephosphorylation of pTS13 within the 60 s incubation time, but the median
dephosphorylation rate of the remaining cells was greater than 2.2 pmol min~t mg=1 (Q; and
Qs of 0.20 and 18 pmol min~1 mg™1). Plots of dephosphorylation rate vs. total amount of
reporter demonstrated that PTP activity was not saturated across the mass range of reporter
delivered (0.1-100 amol), and that dephosphorylation rate was linearly correlated to amount
of reporter (R2 = 0.99) (figure 5E).

Inhibition of PTP activity in single primary hAECs

Treatment of cells with environmental toxins significantly inhibited PTP activity relative to
untreated controls (p < 0.0001 for each treatment relative to control). The fraction of
phosphopeptide remaining after 60 s in cells treated with pervanadate, Zn?* or 1,2-NQ was a
median of 91% (Q1 = 86%, Q3 = 98%), 88% (Q1 = 87%, Q3 = 91%), and 87% (Q1 = 75%,
Q3 =92%) , respectively . As compared to BEAS-2B cells, PTP activity in primary airway
cells exhibited lower sensitivity to inhibition by naphthoquinone (p = 0.0027), but were
more susceptible to inhibition by Zn2* (p = 0.0039) and pervanadate (p = 0.0001). While the
mechanistic basis for these differences is not well understood, they may reflect differential
concentrations of intracellular antioxidants, metal binding and transport or xenobiotic
metabolism in BEAS-2B cells and primary airway cells. Additionally, intercellular
heterogeneity of response to treatment, measured as the standard deviation within a
treatment group, was less pronounced in primary hAECs treated with pervanadate (p = 0.019
vs. BEAS-2B, p = 0.003 vs. A431) and Zn?* (p = 0.0026 vs. BEAS-2B, p = 0.0161 vs.
A431). In addition, there is precedence for a role of passage number as a determinant of
intercellular heterogeneity in cultured cells.35-36
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Analysis of bronchial brushing specimen

Bronchial biopsies obtained from human subjects are a source of primary airway cells that
most closely approximate the tissue in vivo. However, analysis of these cells is challenging
due to the small sample size, low viability, and contamination with extracellular materials.
To demonstrate the applicability of pTS13 to the study of PTP activity in these ex vivo
samples, single viable epithelial cells from bronchial brushings were identified by vital
staining (figure 5A-C), microinjected with pTS13, and analyzed by CE-LIF (figure 5D). The
amount of pTS13 injected ranged from 0.6-41 amol (1.2— 82 M) and dephosphorylation
rate was positively correlated with total amount of reporter injected (R2 = 0.89).
Dephosphorylation rates ranged from 0.34-36 pmol min~t mg™1. Plots of dephosphorylation
rate versus total amount of reporter suggested that, for a given reporter concentration,
dephosphorylation occured more slowly in ex vivo brushing cells than in untreated primary
hAECs (figure 5E). One possible explanation for this result is that cells from ex vivo
specimens were not passaged, while primary hAECs underwent three passages prior to
analysis. It has recently been demonstrated that freshly isolated cells differ metabolically
from cultured cells.3” Alternatively, this difference may reflect variation between the human
subjects from which primary hAECs and brushings were obtained, however detailed
information about inter-subject variability and individual subject characteristics was not
available. Analysis of cells directly obtained from bronchial brushing of a human subject
demonstrates the applicability of this technique to the measurement of PTP activity in ex
Vivo airway tissue samples.

CONCLUSION

A recently developed chemical cytometry reporter of PTP activity was demonstrated to be a
valuable tool for the study of human airway cells. Immortalized bronchial epithelial cells,
cultured primary airway epithelial cells, and unpassaged cells represented by an ex vivo
human bronchial biopsy specimen were microinjected with a fluorescent phosphopeptide
and dephosphorylation was quantified using CE-LIF. Inhibition of PTP activity was
observed in immortalized and primary cells after treatment with several environmentally
relevant inhibitors of PTP activity. Comparison of BEAS-2B and primary hAECs identified
statistically significant differences in the response to these agents, with hAECs showing
greater response to both pervanadate and Zn?*, while BEAS-2B cells were more potently
inhibited by 1,2- naphthoquinone. In addition to information about the magnitude of PTP
activity and inhibition, analysis of cells individually provided insight into the heterogeneity
within populations of BEAS-2B cells and primary hAECs. Relative to BEAS-2B cells, the
variability of response was smaller for primary hAECs treated with pervanadate. Achieving
statistical significance for comparisons of variability between populations is typically
challenging, especially with small samples sizes, further demonstrating the power of this
technique. Finally, the pre-selection of viable epithelial cells for analysis was critical to the
successful analysis of the heterogeneous, size-limited ex vivo specimen. While the sample
size achieved in these experiments permit only limited biological insights, the methodology
described demonstrates a novel approach to studying PTP signaling in cultured and ex vivo
specimens.

The over one hundred enzymes that comprise the PTP superfamily play a pivotal role in
cellular physiology by catalyzing the dephosphorylation of signaling intermediates. By
functioning to oppose the activity of tyrosine kinases, the activity of PTPs maintains
signaling quiescence in resting cells and restores basal homeostasis following activation
induced by physiological stimuli such as growth factors and inflammatory mediators. Thus
the capability that the method described in this study enables to measure PTP activity in ex
vivo specimens will be a valuable tool for the study of conditions including cardiovascular
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and metabolic disease, immune dysfunction, and cancer. It is increasingly clear that that no
single approach is sufficient to decode the complexity of cell signaling, and direct enzyme
activity measurement may be used to develop functional biomarkers of disease and
pharmacodynamic readouts of exposure to toxins and therapeutics alike.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Figure 1.

Fragmentation of TS13 in single BEAS-2B cells. Each symbol represents the measurement
from a single cell. A) The percentage of the peak area of the fluorescent 8-residue fragment
with respect to the total peptide loaded into the cells was plotted over time. B) Rate of
conversion of TS13 to the 8-residue fragment was plotted against the total amount of TS13
loaded into a cell. Dashed lines indicate linear regression with R2 = 0.76 (A) and 0.92 (B).
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Figure2.

PTP activity was assessed in single BEAS-2B cells in the absence of toxins (open circles) or
after pretreatment with pervanadate (closed circles), Zn?* (open triangles), or 1,2-
naphthoquinone (closed triangles). Dashes indicate mean phosphorylation remaining after
60 s. Each symbol marks the measurement from a single cell and the y-axis reflects the
percentage of pTS13 relative to total TS13 and pTS13.
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Figure 3.

Fragmentation of TS13 in single primary hAECs. Each symbol represents the measurement
from a single cell. A) The percentage of the peak area of the fluorescent 8-residue fragment
with respect to the total peptide loaded into the cells was plotted over time. B) Rate of
conversion of TS13 to the 8-residue fragment was plotted against the total amount of TS13
loaded into a cell. Dashed lines indicate linear regression with R? = 0.83 (A) and 0.96 (B).
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Figure 4.

PTP activity was assessed in single primary hAECs in the absence of toxins (open circles) or
after pretreatment with pervanadate (closed circles), Zn2* (open triangles), or 1,2-
naphthoquinone (closed triangles). Dashes indicate the mean phosphorylation remaining
after 60 s. Each symbol marks the measurement from a single cell and the y-axis reflects the
percentage of pTS13 relative to total TS13 and pTS13.
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Viable epithelial cells from a bronchial brushing specimen were identified, microinjected
with pTS13, and analyzed by CE-LIF. After immunofluorescent staining, cells of interest
were visualized using bright field (A) as well as fluorescence microscopy for the presence of
propidium iodide (B) and Alexafluor 647 anti-EpCAM (C) to assess viability and identify
epithelial cells. Cells were then microinjected with a 6-FAM/pTS13 mixture and analyzed
by CE-LIF after 120 s, with a representative electrophoretic trace shown in (D) [labeled
peaks represent 6-FAM (“F”), TS13 (“N”), and pTS13 (“P™)]. (E) Dephosphorylation rate
was plotted against total amount of reporter to compare unpassaged bronchial brushing cells
(open circles) and untreated primary hAECs (closed circles).
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