1duasnue Joyiny vd-HIN 1duasnue Joyiny vd-HIN

wduosnue Joyiny vd-HIN

° NAT/O

N, NIH Public Access

(<
A 5 Author Manuscript
P repSS

Published in final edited form as:
Cell Physiol Biochern. 2008 ; 22(1-4): 57-68. doi:10.1159/000149783.

Cl Transport in Complemented CF Bronchial Epithelial Cells
Correlates with CFTR mRNA Expression Levels

Beate lllek?:", Rosalie Maurissel:”, Logan Wahler?, Karl Kunzelmann3, Horst Fischer2, and
Dieter C. Gruenertl:4¥

1California Pacific Medical Center Research Institute, San Francisco, CA, USA
2Children’s Hospital Oakland Research Institute, Oakland, CA, USA
SUniversity of Regensburg, Regensburg, Germany

“Department of Laboratory Medicine, University of California, San Francisco, CA, USA and
Department of Medicine, University of Vermont, Burlington, VT, USA

Abstract

Little is known about the relationship between CF transmembrane conductance regulator (CFTR)
gene expression and the corresponding transport of Cl. The phenotypic characteristics of polarized
AF508 homozygote CF bronchial epithelial (CFBE410-) cells were evaluated following
transfection with episomal expression vector containing either full-length (6.2kb) wild type (wt)
and (4.7kb) AF508CFTR cDNA. Forskolin-stimulated CI secretion in two clones expressing the
full-length wild type CFTR was assessed; clone c7-6.2wt gave 13.4+2.5 pA/cm? and clone
¢10-6.2wt showed 41.3+25.3 uA/cm?2. Another clone (c4-4.7AF) complemented with the AF508
CFTR cDNA showed high and stable expression of vector-derived AF508 CFTR mRNA and a
small cAMP-stimulated Cl currents (4.7+0.7 pA/cm?) indicating AF508CFTR trafficking to the
plasma membrane at physiological temperatures. Vector-driven CFTR mRNA levels were 5-fold
(c7-6.2wt), 14-fold (c10-6.2wt), and 27-fold (c7-4.7AF) higher than observed in normal bronchial
epithelial cells (16HBE140—) endogenously expressing WtCFTR. Assessment of CFTR mRNA
levels and CFTR function showed that cAMP-stimulated CFTR CI currents were 33%, 167% and
24%, respectively, of those in 16HBE140— cells. The data suggest that transgene expression needs
to be significantly higher than endogenously expressed CFTR to restore functional wtCFTR CI
transport to levels sufficient to reverse CF pathology.
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INTRODUCTION

Cystic fibrosis (CF) is the most common lethal, autosomal recessive disease among
Caucasians and affects approximately 250,000 people worldwide. It is caused by mutations
in the CF transmembrane conductance regulator (CFTR) gene which functions as a CAMP-
activated and phosphorylation-regulated CI channel as well as a regulator of other
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membrane channels and/or proteins [1-4]. More than 1500 sequence variants have been
detected in the CFTR gene, most of which are associated with disease pathology [5]. The
predominant mutation is a trinucleotide deletion that results in the loss of a phenylalanine at
amino acid 508 (AF508 or delF508) in the CFTR protein. This mutation accounts for
approximately 66% of all CF alleles [1,5-7]. Clinically, CF is characterized by progressive
deterioration of lung function that is the primary cause of morbidity and mortality [6,8]. In
the airways, the CFTR protein is localized to the apical membrane of airway epithelial cells
[6,9-11].

Due to the limited availability of native epithelial tissues, immortalized cell lines
constitutively synthesizing the CFTR protein have been developed to analyze the
biochemical and genetic mechanisms underlying CF [12-18]. A number of immortalized
airway epithelial cell lines generated in the past have been critical for enhancing the
understanding of the pathways responsible for CF pathology [2,19-30]. Transformed
heterologous cells transfected with wt or mutant CFTR cDNA have also been widely used
for biochemical studies [31-35]. These cell systems have been the models of choice when
significant amounts of protein were required [36]. However, because many heterologous
expression models are non-epithelial and/or are non-polarized cells, or do not normally
express CFTR, they have a limited applicability for the assessment of vectorial ion transport,
secretion, trafficking and other differentiated functions [37,38].

The quality of a complemented cell line for CF research is determined by both the stability
and level of CFTR expression as well as its ion transport characteristics. Currently it is still
unclear what level of CFTR expression is necessary for normal function of an individual
cell. This is clearly a critical issue as it relates to the question of the degree of CFTR
function that needs to be recovered to therapeutically reverse CF pathology. Endogenous
CFTR mRNA appears to be expressed at very low levels. Apparently, 1 to 2 transcripts/cell
[39,40] can result in several hundred CFTR channels/cell, thereby suggesting that low levels
of wtCFTR mRNA expression may be sufficient to restore normal function. Both the
lifetime of AF508-CFTR and its trafficking to the plasma membrane appear to be greatly
reduced. However, there is evidence to indicate that, in heterologous cell systems, vector
driven overexpression of AF508CFTR will cause some AF508CFTR trafficking to the
plasma membrane and result in residual cCAMP-dependent CI transport [41]. Chemically-
induced increases in AF508CFTR expression in airway epithelial cells have had equivocal
results [41-45]. Even though that there may be limitations to CFTR overexpression such as
mistrafficking of CFTR to the basolateral cell membrane [39], there is evidence that primary
airway epithelial cells express some functional CFTR in the basolateral membrane [46], and
the contribution of an overexpressed, partially functional AF508CFTR in the basolateral
membrane may be nearer to what occurs in vivo. Furthermore, it would be useful to have an
airway epithelial cell system that has endogenous CFTR to provide insight into the
therapeutic potential of overexpressing AF508CFTR in airway epithelial cells and to
quantify the relationship between AF508CFTR mRNA expression and CFTR function.

Currently, all wtCFTR-complemented CF cell lines in common use have been
complemented with the 4.7 kb wtCFTR open reading frame (ORF) cDNA construct. Early
electrophysiological studies in Xenopus oocytes used a 6.2 kb CFTR construct [47];
however, it was not used to generate stable CF cell lines that express wtCFTR. The 3’- and
5° untranslated regions (UTRs) of CFTR contain sequences that affect the post-
transcriptional regulation and stability of CFTR mRNA and its processing. The 3'UTR
appears to contain sequences that are implicated in CFTR mRNA destabilization and are
controlled by the p42/p44 and p38 MAP kinase cascades [48]. The 5'UTR was shown to
contain elements that modulated the translation efficiency of CFTR ORF [49]. Therefore,
this study has also undertaken the task of generating a stable CF airway epithelial cell line
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complemented with the 6.2 kb wtCFTR cDNA construct. The parental CFBE410— cell line
is polarized and was used to derive recombinant subclones that were transfected with an
episomal expression vector containing wt or AF508 CFTR [2,50]. Subclones were chosen
based on the level of transgene-derived CFTR mRNA expression, i.e., the clones expressing
the highest levels of CFTR mRNA. These isogenic lines were characterized in terms of their
CFTR expression and Cl ion transport function to ascertain the degree of complementation
necessary to recover CFTR-mediated Cl secretion in CF airway epithelial cells.

Cell Culture and Cell Transformation

Experiments were performed with CF (CFBE41o-) [51] and normal (16HBE140-) [20]
human bronchial epithelial cell lines. The CFBE410— cell line was originally derived from a
bronchial tissue isolate of a CF patient homozygous for the AF508 CFTR mutation and
immortalized with the pSVori~ plasmid that contained a replication-deficient simian virus
40 (SV40) genome [22,25,52,53]. For the generation of CF cells complemented with
WtCFTR and AF508CFTR, the parental CFBE410™ cell line was transfected by
electroporation (nucleofection; Amaxa Biosystems, Germany) with an Epstein-Barr virus
(EBV)-based episomal expression vector, pCEP4p (InVitrogen, Carlsbad, CA) containing
either the 6.2 kb full-length wtCFTR cDNA (derived from pBQ6.2, a gift from L-C Tsui and
J Rommens) [33] or the 4.7 kb AF508CFTR cDNA, respectively. The 4.7 kb AF508CFTR
cDNA contained a TTT deletion at the AF508 locus rather than the naturally occurring CTT
[54,55] thereby making it possible to differentiate between the expression of endogenous
AF508CFTR and the plasmid derived AF508CFTR. Transfected CFBE410— cells were
grown in the presence of 200-500 pg/ml hygromycin B to select for clones of cells that
contained the transfected plasmid. Resistant clones were isolated, expanded and
characterized. PCR, reverse transcriptase PCR (RT-PCR), and quantitative PCR and RT-
PCR (Q-PCR and QRT-PCR, respectively) were used to confirm the presence and amount
of the CFTR transgene and its expression, respectively. Several stable clones were identified
and two clones expressing the 6.2 kb wtCFTR cDNA (CFBE410— c7-6.2wt and CFBE41o—
c10-6.2wt) and one expressing the 4.7 kb AF508CFTR cDNA (CFBE41o— c4-4.7AF) were
characterized further. The clones were selected based on their level of transgene derived
CFTR mRNA expression. The 16HBE140— cell line was used as a reference for the
expression of endogenous WtCFTR that results in cAMP-dependent Cl transport observed in
the normal airway epithelium. Cells were grown in flasks coated with an extracellular matrix
cocktail comprised of human fibronectin (BD Biosciences), Vitrogen (Cohesion, Inc.), and
bovine serum albumin (Biosource/Biofluids) [12,56] in MEM cell culture medium
supplemented with 10% fetal calf serum (FCS), 2 mM glutamine, 100 U/ml penicillin, 100
pg/ml streptomycin sulfate under 5% CO» at 37°C.

Immunocytochemical staining

Cells were grown on well slides (Lab-Tek) and analyzed by immunofluorescence for the
presence of SV40 large tumor antigen (SV40 T-antigen), airway keratin and the presence of
tight junctions. Antibodies to the SV40 large T antigen, were obtained from Santa Cruz
Biotechnology (Santa Cruz, CA). The cells were fixed and stained as described previously
with a FITC-labeled secondary antibody [2,19,20,22,25]. Cells were visualized by
fluorescence microscopy (Olympus IM-2) at 600x magnification.

RNA extraction and genotyping

RNA was extracted from confluent cells grown on Transwell filter inserts (Costar) or on
coated culture dishes using the RNeasy mini kit (Qiagen). The RNA was DNase-treated and
analyzed by standard allele-specific RT-PCR. After reverse transcription, the cDNA was
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amplified using primers CF17 (exon 9) and CF7C or CF8C (exon 10; wt and AF508
mutation, respectively, Table 1) [57]. Allele-specific PCR amplification was carried out in
30 pl PCR buffer containing 1.5 mM MgCl,, 2.5 mM dNTPs, 0.031 U/ul Platinum Tag
polymerase (InVitrogen), and 0.8 M primer. The conditions for the allele-specific
amplification were: 94°C for 2 min; denaturation, 94°C for 90 s; annealing, 59°C for 60 s;
extension, 72°C for 30 s for 35 cycles with an 8 min extension on the final cycle. The PCR
products were analyzed by 2% (w/v) agarose gel electrophoresis.

Real-time PCR quantification of RNA and DNA

Quantitative analysis of the DNA and RNA was performed in 25 pl with 1 uM each of
primers hQCF3 and hQCF4 (Table 1), SYBR Green mix (Applied Biosystems, Foster City,
CA) in a 7500 real-time PCR system using the hQCF3/hQCF4 primer pair. The AACt
method was used to calculate the amount of gene expression [58]. CFTR mRNA expression
was normalized to GADPH in the complemented CF cell lines and was relative to the
expression of wt CFTR (normalized to GAPDH) in 16HBE140— cells. The amount of vector
per cell was quantified by real-time PCR on DNA using allele-specific primer pairs CF17/
CF7C (for wtCFTR) and CF17/ CF81C2 (for vector specific AF508CFTR) (Table 1). The
absolute amount of vector was determined using a standard curve with a known amount of
vector (amount of vector/Ct). Conditions of the amplification were identical to those used
for the quantification of mMRNA.

Measurement of transepithelial resistance (Rt) and ion transport in Ussing chambers

Transepithelial short circuit current (lgc) and Rt measurements were carried out by seeding
the cells onto coated Snapwell (Corning Life Sciences, Acton, MD) cell culture inserts at a
density of 5 x10° cells/cm? that were used 2 to 4 days after seeding. Rt was monitored with
an epithelial volt/ohm meter (World Precision Instruments, Saratoga, FL). Monolayers that
exhibited a transepithelial resistance of >300 Q-cm? were used in Ussing chambers designed
for use with the Snapwell inserts (World Precision Instruments). The serosal side of the
monolayer was bathed in Krebs-Henseleit solution containing (in mM): 120 NaCl, 20
NaHCO3, 5 KHCO3, 1.2 NaH,POy, 5.6 glucose, 2.5 CaCly, 1.2 MgCl,. The mucosal side of
the monolayer was bathed in Krebs-Henseleit solution in which all Cl salts were replaced by
gluconate to increase the driving force for CI exit across the apical membrane. Both sides
were gassed with 95% air and 5% CO, at 37°C. Transepithelial voltage was clamped to 0.0
mV using a standard four-electrode voltage clamp (Physiologic Instruments, San Diego,
CA) and I was recorded on a computer as described previously [59]. Transepithelial
voltage was clamped to 2 mV for 1 s in 50 second intervals to monitor Ry. CFTR-mediated
Cl transport was determined by adding forskolin (20 pM) to activate and GlyH101 or
glibenclamide (20 pM) to inhibit CFTR [60].

Chemical Compounds

The adenylate cyclase activator forskolin (Calbiochem, La Jolla, CA) was prepared in
DMSO (dimethyl sulfoxide) as a 20 mM stock and was added to the serosal side at a final
concentration of 20 pM; GlyH101 (kindly provided by Dr. Alan Verkman and
glibenclamide (Sigma, St Louis, MO) were used to block transepithelial Cl currents [60,61].
Glibenclamide was prepared as a 300 mM stock in DMSO and added to the mucosal
solution at a final concentration of 500 pM. GlyH101 was prepared as a 20 mM stock in
DMSO and added to the mucosal solution at a final concentration of 20 pM.

Statistical analysis

Data are presented as original values or as the mean + SE (SEM); n refers to the number of
cultures investigated. The effects of the treatment were tested using one-sample t tests.
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Comparisons between cell lines were carried out sequentially using the ANOVA and
Bonferroni-corrected t tests. Statistical testing used StatView (version 4.57, Abacus
Concepts, Berkeley, CA) or SigmaStat (version 3.5, Systat, Inc, Richmond, CA). The
resulting p values are given with p < 0.05 considered significant.

Linear regression was performed from two average data sets with multiple independent
measurements. Average vector copy number was determined from 2 measurements over 5
passages. The average CFTR mRNA expression was determined from 8 measurements over
8 passages.

The goal of this study was to develop and characterize isogenic CF airway epithelial cells
lines that stably express WtCFTR or AF508CFTR ¢cDNA and maintain differentiated features
characteristic of the airway epithelium. Immortalized CF airway epithelial cells (CFBE41o
—) were transfected with episomal expression vectors containing wtCFTR or AF508CFTR
cDNA and a hygromycin B resistance (HygBR) gene. CFBE410— cells transfected with a
vector containing the full-length 6.2 kb WtCFTR resulted in numerous HygBR clones, two of
which were selected for further characterization. The two clones expressing wtCFTR were
designated as c¢7-6.2wt and c10-6.2wt. Since the parental CFBE41o— expresses low levels of
endogenous AF508CFTR mRNA [51,62], a CF airway epithelial cell line with high
AF508CFTR expression was generated following transfection with a plasmid containing 4.7
kb AF508CFTR cDNA. One stable subclone (c4-4.7AF) was selected for further
characterization.

Characterization of epithelial phenotype by immunostaining

All cell lines (parental and CFTR transfected) maintained epithelial morphology and a
characteristic "cobblestone™ appearance. The retention of epithelial characteristics was
further confirmed by immunocytochemical staining with antibodies against the epithelial
cell-specific markers, ZO-1 and K-18. ZO-1 staining showed well-defined signals at the cell
periphery in all clones (Figure 1A). The presence and localization of the ZO-1 is indicative
of an intact junctional complex that is characteristic of the cell-cell contacts associated with
tight junctions in epithelial cells. Cytokeratin staining shows well-organized cytokeratin
filaments (Figure 1B) in all cell clones after staining with the airway epithelial cytokeratin,
K-18 antibody. In addition, nuclei of all CFBE410— cell clones stained positive with an
antibody for the SV40 large T antigen (Figure 1C) as would be expected for cells
transformed by the pSVori plasmid [13,22].

Expression of cDNA-derived CFTR

Expression of CFTR mRNA in the parental, uncomplemented and the complemented
CFBE41o— cell lines was analyzed by allele-specific RT-PCR. In the amplification of the
mRNA-derived CFTR cDNA, a common primer in exon 9 (CF17) was paired with allele-
specific exon 10 primers to detect recombinant AF508CFTR (primer CF81C2) or WiCFTR
(primer CF7C) (Table 1). Clones expressing WICFTR (c7-6.2wt and ¢10-6.2wt) yielded a
340-bp amplicon, while no product was found in the parental or AF508CFTR transfected
cell lines (Fig. 2A). The primer CF81C2 differentiates between the vector-derived
AF508CFTR with its TTT deletion and the endogenous AF508CFTR with a CTT deletion. A
334-bp product was only detected in clone c4-4.7AF (Fig. 2B). Expression of B-actin (Fig.
2C) and sample processing in absence of reverse transcriptase (Fig. 2D) are shown as
positive and negative controls, respectively.
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Vector copy number, CFTR expression, and Cl channel function in subclones c7-6.2wt and

c10-6.2wt

Clones c7-6.2wt and ¢10-6.2wt were assayed by PCR for the stability of recombinant CFTR
expression and in Ussing chambers for CFTR functional activity. Quantitative PCR was
used to determine the plasmid copy number relative to a known standard and to monitor for
effects of subculturing on the expression of vector. Measurement of the number of vector
copies in WtCFTR transfected CFBE41o— cells was determined in both clonal isolates (Fig.
3A). The vector copy number in either cell clone did not change significantly over 5
passages. However, c10-6.2wt had 2.4-times more copies (15.8+0.8 vectors per cell) when
compared to ¢7-6.2wt (6.5+0.7 vectors per cell, p<0.001).

CFTR mRNA expression levels in the different clones of the CFBE41o— cell line were
determined by real-time PCR (using the hQCF3/hQCF4 primer pair, Table 1) and were
normalized to the relative amount of wWtCFTR mRNA that was expressed in the 16HBE140—
cell line (Fig. 3B). CFTR mRNA levels were monitored over 8 consecutive passages, i.e.,
over a period of approximately 4 weeks in culture. Although the levels of CFTR mRNA
varied somewhat over time, there was no apparent trend or loss of expression (as determined
by QRT-PCR analysis of CFTR mRNA levels as a function of passage number). Vector-
driven WtCFTR mRNA levels were substantially higher in the complemented CFBE41o—
clones compared to native CFTR mRNA in the 16HBE140— cells, i.e., the CFTR mRNA in
c7-6.2wt was 5.4+0.9-fold higher and that in c10-6.2wt was 14+1.2-fold higher than that
observed in the 16HBE140— cells (Fig. 3B, p<0.001, one-sample t tests). Average CFTR
mRNA levels over the 8 passages in c10-6.2wt were 2.6-fold higher than those in ¢7-6.2wt
(p<0.001). Fig. 3C shows a direct relationship between the average vector copy number per
cell (over 5 passages) and the relative average (over 8 passages) CFTR mRNA levels in the
WtCFTR-transfected CFBE41o— clones. Linear regression (dashed line, Fig. 3C) resulted in
a slope of 0.9+0.1 fold CFTR mRNA increase per vector per cell based on comparing the
averages of these two independent pools of measurements.

In parallel experiments, transepithelial Cl secretion was measured in both clonal isolates of
the wtCFTR complemented CFBE41o— cell grown as monolayers with Ussing chambers.
The parental CFBE410— and the 16HBE140— cell lines were used as negative and positive
controls, respectively. Both ¢7-6.2wt and c10-6.2wt expressed moderately tight
transepithelial resistances similar to that of the parental CFBE41o— (Table 2). The parental
CFBE41o0— did not respond to forskolin or GlyH101 (Table 2), while the wtCFTR-
complemented clones showed a significant increase in cAMP-dependent CI current after
forskolin stimulation and a GlyH101-specific block of these currents (Figure 3D-3F). The
CFTR-mediated chloride currents in c10-6.2wt were 3.1-fold higher than those observed in
c7-6.2wt (p=0.005, Table 2) and 1.9-fold higher than in the 16HBE140— cells (Figure 3H).

The levels of CFTR mRNA and the CFTR-associated chloride currents observed in clones
c7-6.2wt and c10-6.2wt were used to help define the relationship between the expression of
recombinant CFTR and the cCAMP-dependent CFTR Cl transport in these CF bronchial
epithelial cells. GlyH101 blocked currents were used to indicate that the transepithelial
chloride current was carried by CFTR [60]. The levels of wtCFTR mRNA in the
WtCFBE41o0— clones were normalized to the CFTR mRNA levels in 16HBE140— cells and
the corresponding magnitudes of the CI currents blocked by GlyH-101 are plotted in Fig 3H.
Accordingly, there was a positive relationship between the level of CFTR mRNA levels and
the magnitude of the functional CFTR-mediated ClI currents. Linear regression (dashed ling,
Fig. 3H) resulted in a slope of 3.8+0.7 pA/cm? per relative unit increase in CFTR mRNA
expression (based on the average CFTR mRNA levels over 8 passages).
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CFTR mRNA levels in the wtCFTR-CFBE410— clones were significantly higher than
endogenous CFTR mRNA levels in the 16HBE140— cells. The GlyH101-blockable chloride
currents were smaller despite a 5-times higher and 14-times higher CFTR mRNA expression
in clones c¢7-6.2wt and c10-6.2wt, respectively, compared to 16HBE140—. This suggests that
expression from the CFTR transgene is not as effective at generating cAMP-dependent ClI
current as the endogenously expressed CFTR. From the data plotted in Fig. 3H, it can be
estimated that the expression of CFTR in CF bronchial epithelial cells requires
approximately 10-fold higher levels of CFTR mRNA than that found in the endogenously
expressed CFTR in 16HBE140— cells to generate functional CFTR ClI currents (I¢j) of
similar magnitude.

AF508 CFTR mRNA expression and Igc

Using a similar PCR strategy as above, the maintenance of the episomal plasmid and its
expression over multiple subcultures was determined for the AF508CFTR complemented
cell line, c4-4.7AF (Figure 4A). The number of vectors in these cells over 5 passages (using
the hQCF3/hQCF4 primer pair) was relatively high (on average, 10+1.2 vectors per cell) and
did not significantly change over five passages. The relative AF508CFTR mRNA levels
(determined relative to 16HBE140— CFTR mRNA being 1.0) for 8 consecutive passages
(using the CF17/CF81C2 primer pair) were, on average, 27+3.1-fold higher than the levels
found in 16HBE140— (Figure 4B). Despite some fluctuations over time in culture, CFTR
MRNA levels over the 8 subcultures remained high.

Measurement of transepithelial ClI current in Ussing chambers for both the parental
CFBE41o— and c4-4.7AF showed similar, moderately “tight” transepithelial resistance
(Table 2). As above, the parental CFBE41o— showed no significant forskolin-stimulated or
GlyH101-blockable CI currents (Figure 4C, Table 2). On the other hand, the overexpression
of AF508CFTR mRNA in clone c4-4.7AF reproducibly showed a small, but measurable
forskolin-stimulated and GlyH101-blocked CI current typical of CFTR (Figure 4D). The
detection of the forskolin-activated and GlyH101-blocked CI currents in c4-4.7AF (Figure
4E, Table 2) suggested that overexpression of AFS08CFTR could result in functional
cAMP-dependent CI transport in the CFBE410— cell line.

DISCUSSION

The major objective in generating a cell culture system for CF research is to provide in vitro
models that resemble as closely as possible the properties of the native tissue from which
they were derived. A number of immortalized airway epithelial cell lines generated in the
past have been critical for enhancing understanding of the pathways responsible for CF
pathology (reviewed in [14]). Currently, all available cell models lack one or more of the
following characteristics critical for a CF-relevant airway epithelial cell model: 1) Epithelial
polarization and tight junction formation, 2) isogenic cell lines expressing wt and
AF508CFTR, 3) high levels of AF508CFTR expression in CF cell lines, and 4) stable
expression of CFTR constructs. Thus, a prudent approach is to select a clonal cell line from
the pool of available lines and select and optimize according to these criteria. Currently, a
cell line that meets the above criteria is not available. The CFBE410— cell line and the
complemented CFBE410— subclones introduced in this study do meet the above criteria.
However, one notable limitation is the lack of an airway-typical ENaC-mediated Na
absorption in both non-complemented and complemented CFBE410— cells (data not
shown). This characteristic is difficult to maintain under simple culture conditions and is
generally lost in most human cell culture systems, whether primary or transformed.

Stable CF airway epithelial cell lines have been critical for both academic and commercial
CF research. Basic mechanistic studies as well as screening drugs for their therapeutic
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potential have benefited from the availability of these human cell lines. Although a number
of matched CF and nonCF cell lines have been developed over the years, CFTR expression
is often variable, airway epithelial-specific phenotypic characteristics are lacking, or they
have been derived from different individuals and thereby have different genetic
backgrounds. Correction of the AF508CFTR trafficking defect in human airway epithelial
cell lines turned out to be difficult. As a result many drug studies testing small molecules
that correct this defect have used heterologous and/or non-epithelial cell systems, such as
Fisher rat thyroid cells [63], MDCK canine kidney epithelial cells [64,65], LLC-PK1
porcine kidney epithelial cells [66], HEK293 human embryonic kidney cells [67], HT500
kidney cells [68], [69,70], CHO Chinese hamster ovary cells [71], C127i murine mammary
carcinoma cells [72], and 3T3 fibroblasts [67,73]. To overcome potential limitations of these
heterologous cell systems that can lead to a misinterpretation of results, this study strived to
generate stable and effectively isogenic CF airway cell lines that have electrophysiological
characteristics that reflect both the wt and AF508CFTR and account for the affect of
overexpressing CFTR.

Both the stability and the level of CFTR expression determine the value of a complemented
cell line for CF research. Currently it is not clear what level of CFTR expression is required
for normal function. This also relates to the question of how much CFTR function needs to
be recovered for CF treatment to normalize defective Cl secretion. This study quantifies the
relative CFTR mRNA levels and the resulting CFTR-mediated currents and indicates that
there are 3.8 pA/cm? of CFTR current per unit increase in CFTR mRNA levels (Fig.3H),
where one unit is defined as the amount of endogenous wtCFTR mRNA in 16HBE140—
cells. It is estimated that there are ~43 active apical wtCFTR channels per cell per fold
increase in the amount of CFTR mRNA generated by the 6.2 kb wtCFTR constructs in the
CFBE410- clones assuming ~10° cells per cm?, an apical driving force for Cl of —22 mV
[74], and a single channel conductance of CFTR of 8 pS with an open probability of 0.5
[75]. By comparison, the efficiency of generating a functional CFTR must be considerably
higher in 16HBE140— cells given that CFTR mRNA levels in these cells were significantly
lower than those detected in the complemented cell clones. Chloride currents were about 1/3
at 5-fold higher mMRNA expression levels (c7-6.2wt) and 1.6 times more at 14-fold higher
MRNA expression levels (c10-6.2wt) (Fig. 3H). Using a similar calculation as above, there
are ~330 active CFTR channels per cell in 16HBE140—, i.e., the natively expressed mRNA
in 16HBE140— was more efficient for the overall chloride secretory response and might be
due to a substantially more efficient expression and/or processing of CFTR protein.

Since both the life-time of AF508CFTR is reduced and normal trafficking to the membrane
of AF508CFTR is largely inhibited compared to wtCFTR, increasing the levels of
AF508CFTR expression appears as a prudent strategy for testing whether overexpressed
AF508CFTR has a functional role in CF airway epithelial cells. Although the parental
CFBEA41lo— is homozygous for AF508CFTR, native expression levels are low [51,62] and no
significant CFTR-mediated currents can be detected. Clone c4-4.7AF showed a small, but
consistent, forskolin-stimulated and GlyH101-blocked current at high levels of recombinant
AF508CFTR mRNA suggesting that there is some CFTR-dependent function in these cells.
Using the same values for driving forces and channel conductance as above, but with an
open probability of 0.1 for AF508 CFTR [72], there would be ~9 active apical AF508CFTR
channels per cell per unit increase in the amount of AF508CFTR mRNA. This estimation
suggests that enhanced expression of AF508CFTR increases the presence of AF508CFTR in
the apical membrane of CF bronchial epithelial cells. However, the number of active
channels associated with the AF508CFTR is lower than the number of active channels in the
clonal isolates expressing recombinant wtCFTR. Since a 4.7kb AF508CFTR cDNA
construct was used for the expression of recombinant AF508CFTR mRNA and a full-length
6.2kB wtCFTR cDNA construct was used for the wtCFTR complemented cell clones, it is
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possible that the 4.7kB construct was not ideal for optimal expression of functional
AF508CFTR.

The correlation between CFTR mRNA levels and ClI transport represents an important
consideration for designing CF therapies that rely on modulating the levels of CFTR mRNA
whether through genetic means or through pharmacological enhancement. While others have
carried out studies in heterologous systems, the paucity of data in cells that are polarized and
normally express CFTR is noteworthy. The studies described here suggest a direct
relationship between the amount of CFTR mRNA and the number of active CFTR channels
in the apical membrane of polarized airway epithelial cells. The efficacy of MRNA
generated from recombinant transgene appears to be significantly diminished when
compared to CFTR mRNA expressed from the endogenous gene in terms of the ability to
generate CFTR-associated cAMP-dependent Cl conductances. Furthermore, while the
increased expression and AF508CFTR-associated function in this episomal vector
complementation system indicates that the c4-4.7AF clone has a potentially useful role in the
development of pharmacological agents that augment AF508CFTR expression, additional
studies will be needed to evaluate the potential advantages of using a full-length 6.2kB vs a
4.7kB AF508CFTR construct to optimize the efficacy of AF508CFTR in CF bronchial
epithelial cells.
ABBREVIATIONS

cAMP 3’-5’-cyclic adenosine monophosphate

CF cystic fibrosis

CFTR CF transmembrane conductance regulator

DMSO dimethyl sulfoxide

HygBR hygromycin B resistance

ORF open reading frame

chloride currents

Isc transepithelial short circuit current
PCR polymerase chain reaction
RT-PCR reverse transcriptase PCR
SEM standard error of the mean
SV40 simian virus 40

transepithelial resistance
UTR untranslated region

wild type
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Figure 1. Immunohistochemical analysis of parental and complemented CFBE41o— cells
Parental CFBE410— cells and three clonal isolates expressing either the AF508CFTR
construct (clone c4-4.7AF) or the 6.2kb wtCFTR construct (clones c7-6.2wt and c10-6.2wt).
Cells were stained with FITC-tagged primary antibodies against ZO-1, K-18, and the SV40
large T antigen. A. Localization of ZO-1 to the plasma membrane at points of cell-cell
contacts is consistent with the formation of tight junctions and maintenance of cell polarity.
B. Staining for K-18 indicates a well-organized keratin filament structure in all cell lines. C.
All cell clones stained positive for the SV40 large T antigen; original magnification 600x.
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Figure 2. RT-PCR analysis of recombinant CFTR expression in the complemented CFBE410—
clones

A. Expression of wtCFTR was prominent in the two stable cell clones ¢7-6.2wt and
¢10-6.2wt. B. Using allele-specific primer to detect the expression of the recombinant
AF508 construct showed prominent expression in clone c4-4.7AF, but not in the other
clones. C&D. Positive and negative controls are the expression of B-actin and processing the
sample without reverse transcriptase (—RT), respectively. The primer pair for wtCFTR
amplification was CF7C/CF17; expression of recombinant AF508CFTR was detected by
primer pair CF81C2/CF17 specific for the TTT deletion in the construct (see Table 1 for
sequences).
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Figure 3. Quantitative assessment of CFTR mRNA expression and cAMP-dependent Cl
transport in wtCFTR complemented CFBE410— clones
A. The mean number of plasmids per cell (n=3 per bar). Copy number was determined from
cells that were 5 passages apart, passage numbers are given next to each symbol. The
absolute number of passages (P) as denoted by “(passages after primary isolation).(passages
after immortalization).(passages after CFTR transfection)” were p4.77.47 to p4.77.52 for
c10-6.2wt, and p4.77.8 to p4.77.13 for ¢7-6.2wt. Subculturing did not affect the number of
vectors per cell; c10-6.2wt expressed significantly higher levels of vector per cell than
c7-6.2wt (ANOVA, p=0.005). B. CFTR expression by real-time PCR relative to that
measured in the 16HBE140— cells, relative passage numbers are as indicated. There was no
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change of expression with passage number (as determined by QRT-PCR analysis of
expression level over passage number; c10-6.2wt, p=0.55; c7-6.2wt p=0.68); c10-6.2wt
expressed significantly higher levels of mMRNA compared to c7-6.2wt (p<0.001, paired t
tests). The number of subcultures (P) was p4.77.4 to p4.77.11 for c10-6.2wt and p4.77.5 to
p4.77.12 for c7-6.2wt. C. Vector number and CFTR mRNA levels correlated closely
(0.9+£0.1 mRNA increase per vector). D—F. Transepithelial recordings in the presence of a
serosal-to-mucosal Cl gradient. Chloride currents (Icj) were activated by forskolin (20 pM)
and inhibited by GlyH101 (20 pM) in c10-6.2wt (D), c7-6.2wt (E), and, for comparison, in
16HBE140— (F). G. A summary of forskolin-stimulated and GlyH101-blocked chloride
currents (Alcy), n=4-10 experiments per bar; * denotes significant difference (ANOVA). H.
The relationship between CFTR expression and function. The correlation between the
GlyH101-blocked current and the relative CFTR mRNA expression resulted in a slope of
3.840.7 pA/cm? per unit increase in CFTR mRNA levels, where one unit corresponds to the
level of CFTR mRNA in 16HBE140— cells.
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Figure 4. Expression of AF508CFTR mRNA and cAMP-dependent Cl transport in AF508CFTR
complemented CFBE41o— cells

A. The mean number of AF508CFTR plasmids per cell in CFBE41o— c4-4.7AF. Copy
number was determined over 5 consecutive passages. The absolute passage numbers were
p4.72.44 to p4.72.49. Subculturing did not affect the number of vectors per cell (p=0.56). B.
The expression of AF508CFTR mRNA in clone c4-4.7AF relative to the level of wtCFTR
expression in 16HBE140— cells over 8 consecutive passages. The absolute cell culture
passage numbers for c4-4.7AF were p4.72.41 to p4.72.48. There was no significant trend
between CFTR mRNA expression and passage humber (p=0.9). C. No significant forskolin-
stimulated or GlyH101-sensitive chloride currents (Ic|) were detected in the parental
CFBE41lo—. D. The c4-4.7AF clone consistently expressed small CFTR-mediated currents.
E. A A summary of forskolin-stimulated and GlyH101-blocked Cl currents (Alg)) in
parental CFBE410— (open bars) and c4-4.7AF (filled bars). Small but significant CFTR-
mediated currents were induced by expression of recombinant AF508CFTR, p<0.001 for
forskolin-activated currents, p=0.043 for GlyH101-blocked currents, n=7. The responses to
these compounds in the parental CFBE41o— were not significantly different from 0 (n=7,
one-sample t tests).
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Table 1

PCR Primers

Legend: Primers used in this study are shown with their orientation, sequence, and localization. There were 3
different allele-specific reverse primers were used to detect the mRNA specific for wt or AF508CFTR. The
CF8C primer is specific to the endogenous CTT deletion of A508 CFTR, while the CF81C2 primer is specific
to the TTT deletion of the recombinant AF508CFTR construct. r = reverse; f = forward.

CFTR gene
Primer Orientation  Sequence (5'>3") localization
CF7C r ATAGGAAACACCAAAGATGA exon 10
CF8C r ATAGGAAACACCAATGATAT exon 10
CF81C2 r ATTCATCA TAGGAAACACCGATA  exon 10
CF17 f GAGGGATTTGGGGAATTATTTG exon 9
HQCF3 f GACAGTTGTTGGCGGTTGCT exon 9
HQCF4 r ACCCTCTGAAGGCTCCAGTTC exon 10
HGAPDH-R r GAAGATGGTGATGGGATTTC
HGAPDH-F f GAAGGTGAAGGTAGGAGTC
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