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ABSTRACT: ai;-Antitrypsin is a serine protease inhibitor produced in the liver that is responsible for the regulation of
pulmonary inflammation. The commonest pathogenic gene mutation yields Z-o-antitrypsin, which has a propensity
to self-associate forming polymers that become trapped in inclusions of endoplasmic reticulum (ER). It is unclear
whether these inclusions are connected to the main ER network in Z-o;-antitrypsin-expressing cells. Using live cell
imaging, we found that despite inclusions containing an immobile matrix of polymeric o;-antitrypsin, small ER
resident proteins can diffuse freely within them. Inclusions have many features to suggest they represent fragmented
ER, and some are physically separated from the tubular ER network, yet we observed cargo to be transported between
them in a cytosol-dependent fashion that is sensitive to N-ethylmaleimide and dependent on Sarl and sec22B. We
conclude that protein recycling occurs between ER inclusions despite their physical separation.—Dickens, J. A,
Ordoéiiez, A., Chambers, J. E., Beckett, A. J., Patel, V., Malzer, E., Dominicus, C. S., Bradley, J., Peden, A. A., Prior, I. A,,
Lomas, D. A., Marciniak, S. J. The endoplasmic reticulum remains functionally connected by vesicular transport after

its fragmentation in cells expressing Z-o;-antitrypsin. FASEB ]. 30, 4083-4097 (2016). www.fasebj.org
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ap-Antitrypsin is a serine protease inhibitor responsible for
the regulation of pulmonary inflammation (1). It is secreted
by hepatocytes into the plasma at high concentrations of 1
to 2 g/L, but deficiency can result from one of many mu-
tations of the SERPINA1 gene (2). The most common mu-
tation in Europeans is E342K, so-called Z-o-antitrypsin,
which causes a subtle structural change predisposing the
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protein to self-associate into ordered polymers that become
trapped within the synthesizing cell (3). Surprisingly, in only
a minority of patients do the resulting inclusions in hepa-
tocytes cause toxic gain of function resulting in clinically
significant liver disease (4), whereas plasma deficiency and
early-onset pulmonary emphysema are typical, resulting
from unchecked activity of neutrophil elastase (5).

The inclusion bodies of polymerized os-antitrypsin
contain the endoplasmic reticulum (ER)-resident chaper-
ones BiP and PDI, and are frequently decorated with ri-
bosomes (6, 7). However, these inclusions appear to differ
from healthy ER in other respects; for example, they have
been reported to lack the chaperone calnexin (CNX) and
have wide lumens of >500 nm compared to <100 nm for
normal ER (7, 8). This suggests that inclusions of poly-
merized o;-antitrypsin represent aberrant ER. Indeed, it
has been postulated that inclusion bodies represent ER
that has been walled off to protect the main network from
the polymeric o;-antitrypsin (7). Despite this, there is little
evidence for ER stress during the accumulation of poly-
merized a;-antitrypsin or for activation of the unfolded
protein response (8-10). Instead, the distension of the ER
by polymerized o-antitrypsin and other serine protease
inhibitors (serpins) activates an ER overload response
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mediated by NF-«B (11). We and others have reported that
polymerization of aj-antitrypsin within the ER leads to
an exaggerated unfolded protein response if ER stress is
caused by other means (8, 12). We showed that this corre-
lates with reduced mobility of small ER marker proteins in
cells containing inclusions (8). Moreover, it has been sug-
gested that if polymers of a;-antitrypsin cannot be segre-
gated into inclusions, this leads to ER stress (7). Whether
inclusion bodies can communicate with one another or
with the remaining ER network remains unknown. Sub-
cellular fractionation has suggested that inclusion bodies
are physically separated (7), but dynamic imaging of
fluorescent marker proteins suggests that interinclusion
communication might occur (8). Whether polymerized
as-antitrypsin can move between the ER and inclusions or
between inclusions themselves remains unknown.

In this study, we sought to clarify the behavior of in-
clusion body contents, both soluble resident proteins and
polymerized a;-antitrypsin. We report that the structure
formed of Z-oy-antitrypsin within an inclusion body be-
haves as a matrix of poorly mobile material through which
smaller proteins can readily diffuse. Remarkably, small
proteins rapidly exchange between physically distinct in-
clusion bodies by vesicular transport that requires cytosol,
is sensitive to N-ethylmaleimide (NEM) and dependent on
Sarl and sec22B, but is independent of atlastin-mediated
homotypic fusion of the ER.

MATERIALS AND METHODS
Reagents

Primary antibodies used were as follows: mouse anti-total
ay-antitrypsin monoclonal antibody (Abcam, Cambridge, MA,
USA), mouse anti-polymer oq-antitrypsin mAb (2C1) (13), rabbit
anti-myc pAb (Abcam), and rabbit anti-sec22B (gift from J. Hay,
University of Montana) (14). Secondary antibodies were horse-
radish peroxidase-tagged anti-mouse and Texas Red—conjugated
anti-rabbit and mouse antibodies (Abcam).

Plasmid and short interfering RNA constructs

The coding sequence of wild-type M- or mutant Z-oq-antitrypsin
was cloned 3’ to yellow fluorescent protein (YFP) in the eYFP-ER
plasmid EcoR1 and Sal1 sites (Clontech Laboratories, Mountain
View, CA, USA). A flexible (Gly,Ser); linker was inserted be-
tween YFP and oq-antitrypsin to minimize aggregation of the
fusion protein while avoiding steric effects on polymerization.
HaloTag constructs were generated from this vector by inserting
PCR-amplified HaloTag cDNA from pHTN HaloTag CMV-neo
vector (Promega, Madison, WI, USA) between PspXI and bglIl in
place of YFP. pcDNA-a;-antitrypsin constructs were described
previously (15). The Gmx33-green fluorescent protein (GFP) and
mCherry-ER plasmids were gifts from M. Seaman and D. Ron,
respectively (University of Cambridge, UK). Wild-type atlastin
constructs were gifts from E. Reid (University of Cambridge,
UK); the K80OA mutant was generated by site-directed muta-
genesis. The cytERM-msfGFP and BiP-mCherry constructs were
gifts from E. Snapp (Albert Einstein College of Medicine, New
York, USA). The GFP-reticulon 4a construct was a gift from G.
Voeltz (University of Colorado, USA). The Sar1-CFP constructs
were gifts from H. Maccioni (National University of Cordoba,
Argentina). The CNX-mCherry construct was created by Gibson
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assembly with ligation of CNX, flexible linker, and mCherry se-
quences into an EcoRV-digested pcDNA3 plasmid. Sec22B and
control short interfering RNAs (siRNAs) were obtained from
Dharmacon (Lafayette, CO, USA) and Ambion (Austin, TX,
USA), respectively.

Cell culture and transfection

Chinese hamster ovary (CHO) cells were cultured in DMEM
supplemented with 10% v/v fetal bovine serum, penicillin/
streptomycin, and nonessential amino acids. Cells were trans-
fected overnight with Lipofectamine LTX (Thermo Fisher Sci-
entific, Waltham, MA, USA) and imaged at least 24 h after the
transfection reagent was removed. For siRNA experiments, cells
were transfected with 20 nM siRNA using RNAIMAX (Thermo
Fisher Scientific) for 72 h. Forty-eight hours before imaging, cells
were also transfected with mCherry-ER and YFP-AAT constructs.

ELISA and Western blot analysis

Triton lysates, SDS, and nondenaturing PAGE followed by im-
munoblotting or ELISA were performed as detailed previously
(16,17).

Radiolabeling and immunoprecipitation

CHO cells were labeled with [?°S]-Met/ Cys for 15 min and
chased for the times indicated. a;-Antitrypsin from cell lysates
and medium was immunoprecipitated with a polyclonal anti-
body, then analyzed by SDS-PAGE and autoradiography.

Immunofluorescence

Cells were fixed with 4% v /v formaldehyde for 30 min, washed,
and then permeabilized with 0.1% v/v Triton X-100 for 15 min.
Plates were washed, blocked with 10% v /v fetal bovine serum for
30 min, and then incubated with primary antibody for 2 h. After
a further wash, plates were incubated with a fluorochrome-
conjugated secondary antibody for 1 h. After washing, cells
were kept in PBS containing 3.3 ng/ml DAPL

Microscopy including photobleaching in live cells

CHO cells were grown in 35 mm live cell imaging dishes
(MatTek, Ashland, MA, USA), transfected as required, and leftin
culture for 24 h after transfection before imaging. Cells were
imaged in tissue culture medium supplemented with 25 mM
HEPES, pH 7.0 to 7.6. Fluorescence recovery after photo-
bleaching (FRAP) and fluorescence loss in photobleaching (FLIP)
imaging was undertaken using a confocal laser scanning micro-
scope (LSM710; Carl Zeiss GmbH, Jena, Germany) in a 37°C/5%
v/v CO, chamber with a X40/1.3 NA oil objective. Zen 2010
software was used for all imaging. A small region of interest was
photobleached using laser powers to achieve an approximately
50% bleach (variable by protein) using the 488 nm (GFP), 514 nm
(YFP), and/or 594 nm (mCherry) lasers as necessary. Fluores-
cence loss or recovery was monitored with a 0.1 ms delay be-
tween images. Data from a minimum of 12 cells per condition
were normalized to reference regions of interest. Confirmation
of bleaching in the z plane was confirmed using a postbleach z
stack. For 3-dimensional imaging, z stacks were taken using
overlapping confocal slices, and images were reconstructed into
3-dimensional movies using Imaris software (Bitplane, Zurich,
Switzerland).
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Serial block-face electron microscopy

CHO cells were transfected with YFP-Z-a;-antitrypsin and plated
onto gridded glass-bottomed microscopy dishes. A suitable
cell was identified by fluorescence microscopy. Cells were
fixed and then extensively stained following OTO protocol
(18). Once embedded in resin, the cell was imaged using the
Gatan 3View system (Gatan, Abingdon, UK) mounted on a
Quanta 250 scanning electron microscope (FEI, Cambridge,
United Kingdom). A 3View stack was generated with a res-
olution of 18 nm in x and y and 60 nm in z. The stack was
aligned and 3-dimensional reconstructions created using
Imaris software.

Cell fusion

After trypsinization, 5 X 10° cells of each HaloTag stain or fluo-
rescent protein were mixed, pelleted at 250g, and resuspended in
180 nl medium before being transferred to an electroporation
cuvette (Bio-Rad, Hercules, CA, USA). Cells were repelleted, then
electroporated using 220 V/900 wF in a Gene Pulser II electro-
porator (Bio-Rad). The cuvette was left to incubate at 37°C for
30 min; the cells were then resuspended and plated. Plates were
fixed at appropriate time points using 4% v/v formaldehyde.

Cell permeabilization

Before permeabilization, cells were washed once with ice-cold
PBS, then twice with ice-cold transport buffer (TB; 40 mM HEPES
pH 7.3, 110 mM potassium acetate, 5 mM sodium acetate, 2 mM
magnesium acetate, 1 mM EGTA, 52 mM sucrose). Cells were
permeabilized on ice for 5 min with 40 pg/ml digitonin diluted
in complete transport buffer (CTB; TB with protease inhibitor
cocktail [Roche, Basel, Switzerland] and 1 mM DTT), washed
twice with CTB, and incubated in CTB thereafter. All FRAP ex-
periments were performed within 30 min of permeabilization.

Cytosol preparation

CHO cells were homogenized using an European Molecular
Biology Laboratory ball bearing homogenizer, then centrifuged
at 100,000 g for 1 h. Protease inhibitor cocktail and 1 mM DTT
were added to the supernatant, which was flash-frozen in liquid
nitrogen before storage at —80°C. For NEM-treated cytosol,
washed cells were exposed to 20 mM NEM for 10 min at 4°C
before washing thoroughly with PBS before homogenization.

Statistical analysis

Unless otherwise specified, data are presented as means * Sgm.
Two-way ANOVA was used for comparison of FRAP recovery
curves.

RESULTS

N-terminal YFP-tagged «q-antitrypsin behaves
similarly to untagged protein

To visualize oy-antitrypsin trafficking in live cells, we
fused wild-type M- or polymerogenic Z-o,-antitrypsin
to an ER-targeted YFP separated by a flexible (Gly4Ser);
linker. When expressed in CHO cells, M a;-antitrypsin
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is secreted, while Z-o;-antitrypsin is retained within the ER
as polymers (8). Cell lysates and conditioned media were
examined by ELISA for total o;-antitrypsin (13). Similar
to the untagged protein, YFP-tagged M-oy-antitrypsin
was secreted with little intracellular retention, while
YFP-Z-a;-antitrypsin was largely retained as intracellu-
lar inclusions (Fig. 1A4). The lower apparent expression of
Z-as-antitrypsin was due, at least in part, to its lower
solubility in Triton X-100 lysis buffers, since more Z- than
M-qy-antitrypsin could be recovered from the Triton
X-100-insoluble fraction using SDS-containing buffers
(data not shown). Addition of the YFP tag did not alter the
time course of secretion of M- or Z-aq-antitrypsin, or the
ability of Z-a-antitrypsin to form polymers detectable by
the 2C1 antibody that specifically recognizes pathogenic
polymers of Z-aq-antitrypsin (13) (Fig. 1B, C, F). Cell ly-
sates and culture media were analyzed by SDS-PAGE and
immunoblotting. Proteins of the expected size were ob-
served with only the M-a;-antitrypsin being detected in
the medium (Fig. 1D). Cells were cotransfected with
the tagged-a;-antitrypsin and with a marker of the ER
(mCherry-ER) or the Golgi apparatus (Gmx33-GFP) (19)
and imaged by confocal microscopy. Consistent with ef-
ficient trafficking, YFP-M-oy-antitrypsin colocalized with
both markers (Fig. 1E). In contrast, YFP-Z-o;-antitrypsin
resided in punctate structures that were positive for
mCherry-ER but not Gmx33-GFP (Fig. 1E). From these
results, we concluded that YFP-tagged a;-antitrypsin
behaves in a fashion comparable to untagged protein.

Inclusions contain a gel-like matrix through
which small proteins can diffuse

We next examined the interior environment of inclusions
of ag-antitrypsin. Cells coexpressing YFP-a;-antitrypsin
and the small ER-resident marker protein mCherry-ER
were subjected to 2-color FRAP. As expected, in M-a;-
antitrypsin-expressing cells, we observed rapid recovery
of both YFP-M-os-antitrypsin and mCherry-ER consistent
with free movement of these proteins within a continuous
ER compartment (Fig. 2A). In contrast, in Z-ay-antitrypsin-
expressing cells, the recovery of YFP-Z-a;-antitrypsin was
minimal (Fig. 2B, yellow) but unexpectedly, the mCherry-
ER fluorescence recovered rapidly (Fig. 2B, red). Because
these data suggested that small proteins might be able to
diffuse within a matrix of Z-ay-antitrypsin, we examined
protein mobility in a single inclusion (Fig. 2C and Sup-
plemental Movie 1). The resulting bleached region of YFP-
Z-aq-antitrypsin in one inclusion remained well defined at
2 min after bleaching. In marked contrast, mCherry-ER
was bleached completely within the entire inclusion dur-
ing delivery of 200 iterations of laser bleaching (Fig. 2C,
bottom). Such a result would be expected for a rapidly
diffusing protein and suggests that despite the relative
immobility of Z-oq-antitrypsin, mCherry-ER can move
freely within the same volume. The fluorescence signal of
mCherry-ER then recovered gradually, while nearby in-
clusions showed a modest loss of signal. To study the
movement of fluorescent protein between inclusions, we
measured the relative mCherry fluorescence intensities in
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Figure 1. Characterization of YFP-o;-antitrypsin. A) CHO cells were transfected with untagged (pcDNA) or YFP-tagged M-aj-antitrypsin
or Z-oi-antitrypsin. Whole-cell lysates and supernatants were analyzed for total aj-antitrypsin production by sandwich ELISA (n = 3). B)
CHO cells expressing untagged a;-antitrypsin, YFP-;-antitrypsin, or HaloTag-«-antitrypsin were pulse labeled with [*°S]-Met/Cys for
15 min and chased for 0 to 3 h. Alpha-1-antitrypsin from Triton X-100 cell lysates and medium was immunoprecipitated with polyclonal
antibody; samples were then resolved by 10% SDS-PAGE and detected by autoradiography. C) Quantification of retained (left) and
secreted (right) a-antitrypsin reveal comparable profiles of untagged and tagged protein. D) Western blot of cell lysates (L) and medium
supernatants (S) from YFP-a;-antitrypsin CHOs show band of expected size for YFP-aj-antitrypsin fusion protein. Lower-mobility
mature glycoform of aj-antitrypsin is visible only in YFP-M-a;-antitrypsin-conditioned medium. £) CHO cells cotransfected with
YFP-o;-antitrypsin (yellow), mCherry-ER (red), and Golgi marker Gmx33-GFP (green). YFP-M-a;-antitrypsin colocalized with
both ER and Golgi markers, whereas YFP-Z-aj-antitrypsin accumulated in punctate inclusions labeled with ER marker and failed
to colocalize with Golgi marker. Scale bars, 10 wm. F) CHO cells were transiently transfected with YFP-o;-antitrypsin, fixed,
labeled with 2C1 antibody, and analyzed by immunofluorescence microscopy. Positive 2C1 staining indicative of pathogenic
polymer formation was observed only in cells expressing YFP-Z-aj-antitrypsin. Scale bars, 10 pm.
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Figure 2. Inclusions contain gel-like material through which small proteins can move. A, B) CHO cells were cotransfected with
YFP-oj-antitrypsin and mCherry-ER; simultaneous 2-color FRAP was then performed using region of interest 5-10% cross-
sectional area of cell: YFP-M-a;-antitrypsin (A), YFP-Z-aj-antitrypsin (B). mCherry fluorescence (red squares) recovered rapidly in
both YFP-M-a-antitrypsin and YFP-Z-o-antitrypsin-expressing cells, whereas fluorescence of YFP-Z-oj-antitrypsin (yellow circles)
recovered more slowly than that of YFP-M-oj-antitrypsin. For YFP-Z-a-antitrypsin-expressing cells, number of inclusions was
included within bleached area. C) Two-color FRAP was performed with region of interest sufficiently small to lie within one large
inclusion. Area of bleached YFP-Z-aj-antitrypsin persists more than 2 min; however, mCherry fluorescence was completely
bleached within inclusion but recovered during 2 min, while adjacent inclusions partially dimmed. Scale bars, 10 wm. Adjacent
inclusion used for quantitation (D) is indicated with arrow. D) Quantification of mCherry fluorescence intensity in bleached wvs.
adjacent inclusion 30 s after bleaching (relative to immediate postbleaching intensity).

the bleached vs. the adjacent inclusion 30 s after bleaching
(Fig. 2D). The fluorescence recovering into the bleached
inclusion corresponded to fluorescence loss from the ad-
jacent inclusion, suggesting exchange of protein between
inclusions.

We next examined the mobility of the abundant ER
chaperone BiP by using a mCherry-tagged construct

ER TRANSPORT %%ﬁ%&a%ﬁLITRYPSIN_E

om Www.faséijl?.%lrzgs%r\d:’clgg%;.30.63. The FASEB Journal Vol.30, No.12, pp:4083-4097, January, 2017

(20). As we had observed for mCherry-ER, BiP-mCherry
was mobile within and between inclusions (Fig. 3).
Its mobility was modestly reduced in cells expressing
M-ay-antitrypsin, which might reflect its larger size and /
or interaction with client proteins (Fig. 3A). This reduc-
tion in mobility was more marked in cells expressing
Z-ap-antitrypsin (Fig. 3B). Nevertheless, BiP-mCherry
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Figure 3. Mobility of ER chaperone BiP is retarded in Z-o;-antitrypsin-expressing cells. CHO cells coexpressing BiP-mCherry and
either YFP-M-oj-antitrypsin (A) or YFP-Z-o;-antitrypsin (B) were subjected to 2-color FRAP. Retardation of recovery of BiP-
mCherry fluorescence (red squares) was noted in YFP-Z-aj-antitrypsin vs. YFP-M-oj-antitrypsin-expressing cells (P < 0.0001). C)
Two-color FRAP was performed with region of interest sufficiently small to lie within one large inclusion. Area of bleached YFP-Z-
a-antitrypsin persists for more than 2 min. BiP-mCherry fluorescence was completely bleached within inclusion but began to
recover during 5 min, while adjacent inclusions partially dimmed. Scale bars, 10 wm. D) Quantification of BiP-mCherry
fluorescence intensity in bleached vs. adjacent inclusion 1 min after bleaching relative to immediate postbleaching intensity.

remained mobile when observed within a single in-
clusion (Fig. 3C). Although the bleached region of
YFP-Z-a;-antitrypsin remained visible for up to 5 min
after bleaching, the overexpression of BiP-mCherry
appeared to increase the mobility of aj-antitrypsin
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within inclusions (Fig. 3B, C). As we had observed for
mCherry-ER, during the bleaching procedure, there
was uniform loss of BiP-mCherry fluorescence. Once
again, dimming of adjacent inclusions followed this
(Fig. 3C, D).
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Inclusions are physically disconnected

Because inclusions exchanged contents over a time frame
slower than expected by simple diffusion, we wished to
investigate the nature of their connectivity. We subjected
cells to 2-color FLIP, and as we have shown previously (8), in
cells expressing nonpolymerizing YFP-M-a;-antitrypsin,
the loss of both YFP-M-a;-antitrypsin and mCherry-ER
fluorescence occurred rapidly from an area adjacent to the
bleach (=6 pm; Fig. 4Ai) but was modestly delayed at
a point more distant from the site of bleaching (=40 pum;
Fig. 4Aii). The relative mobilities of mCherry-ER and YFP-
M-a;-antitrypsin were similar over short distances, but
YFP-M-a;-antitrypsin bleached more slowly at more dis-
tant locations. The loss of mCherry-ER fluorescence in cells
expressing YFP-M-a;-antitrypsin was more rapid than
that of YFP-Z-a;-antitrypsin even over short distances
(Fig. 4Ai, Bi). Moreover, in cells expressing YFP-Z-o-
antitrypsin, we observed a striking lag period before the
loss of mCherry-ER fluorescence from distant inclusions
(Fig. 4Bii, 4C, arrow b). This raised the possibility that the
continuity of the ER structure might be altered by the ac-
cumulation of YFP-Z-a;-antitrypsin. To test this, we used
cytERM-msfGFP, an ER membrane protein with a short
luminal tail such that ER environment should not affect its
mobility (21). CHO cells were made to express cytERM-
msfGFP and untagged Z-os-antitrypsin; FLIP was then
performed. The membrane of one inclusion was repeatedly
bleached (Fig. 4Di, blue box), and fluorescence was mea-
sured in the membrane of the same inclusion (Fig. 4D, red
box) and neighboring inclusions (Fig. 4Di, green and purple
boxes). Marked differences in the loss of fluorescence were
observed between the bleached inclusion and its neighbors,
even when the neighbor was equidistant from the bleach
site (Fig. 4D, red and green traces). GFP fluorescence was
lost rapidly from the bleached membrane but more slowly
from the membrane of adjacent or distant inclusions.

In an effort to identify physical connections between
inclusions and between inclusions and the ER network,
we performed 3-dimensional reconstructions of confocal
fluorescence images through cells expressing either M-
or Z-aj-antitrypsin (Supplemental Movies 2 and 3).
Although the narrow tubules of peripheral ER were
readily seen in cells expressing M-a-antitrypsin, no such
connections were observed between inclusions in Z-o-
antitrypsin-expressing cells. Next, cells expressing YFP-Z-
as-antitrypsin were subjected to serial block-face scanning
electron microscopy (Fig. 5). The surface of Z-a4-anti-
trypsin inclusions (Fig. 5A) were traced in 2-D images and
combined to generate a 3-D projection by isosurface ren-
dering with a surface area detail of 36 nm (Fig. 5B, C and
Supplemental Movie 4). Distinct coloration of physically
separated inclusions showed that many of these structures
contacted one another (dark blue inclusions in Fig. 5C and
Supplemental Movie 4). However, inspection of the orig-
inal 3View stack revealed that inclusion membrane con-
tacts were almost never accompanied by evidence of
interluminal connectivity (Fig. 5D). The captured resolu-
tion of 18 X 18 X 60 nm strongly argues against inclusion
connectivity on the scale of conventional tubular ER [di-
ameter of 50-130 nm (22)].
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Taken together, these observations suggest that inclu-
sions are physically separated structures that exchange
soluble luminal contents despite a lack of obvious luminal
connections.

Inclusion contents can be exchanged despite
their physical separation

To test whether the contents of physically separated inclu-
sions could mix, we generated HaloTag-M and HaloTag-Z-
aj-antitrypsin. The HaloTag is a catalytically inactive
hydrolase derivative that contains a binding pocket for a set
of fluorescent colored ligands, allowing posttranslational
covalent labeling of fusion proteins. Radioactive pulse-
chase experiments had demonstrated that untagged,
YFP-tagged, and Halo-tagged M- and Z-oy-antitrypsin
each showed similar retention and secretion patterns when
expressed in cells (Fig. 1B, C). In each case, the M protein
was detectable in the medium by 1 h, while Z-a;-antitrypsin
was detectable in the medium at low levels only after 3 h.
When expressed transiently in CHO cells and analyzed by
ELISA, HaloTag-M-o;-antitrypsin was detectable in cell
lysate and extracellular medium but failed to form poly-
mers detectable by the polymer-selective 2C1 antibody
(Fig. 6A). By contrast, polymers of HaloTag-Z-oq-antitrypsin
could be detected both in the cell lysate and medium. We
expressed HaloTag-Z-a;-antitrypsin in 2 populations of
CHO cells, staining one population green with the
Oregon Green ligand and the other population red with the
TMR ligand. Excess dye was washed away, and cells were
recovered by trypsinization before being mixed and sub-
jected to electrofusion using a Gene Pulser Il electroporator.
At 1 h after electrofusion, cells had reattached to the culture
plate sufficiently well to be imaged. At this point, there was
minimal spatial mixing of inclusions and no mixing of their
luminal contents (Fig. 6B). This confirmed that the elec-
trofusion process affected the plasma membrane but did
not lead to the fusion of ER membranes acutely. By 6 h,
inclusions were more evenly distributed in the cytoplasm,
but still there had been little mixing of their contents.
However, after 20 h, multiple inclusions were observed to
contain both red and green HaloTag-Z-a4-antitrypsin, in-
dicating that either vesicular trafficking or fusion of inclu-
sions had occurred. When a similar experiment was
performed in cells expressing untagged Z-o;-antitrypsin
along with the small ER-marker proteins mCherry-ER
and GFP-ER, most inclusions already showed evidence of
content mixing at the 1 h time point (Fig. 6C, top). Marked
differences in fluorophore intensities prevented the exam-
ination of the ER markers and the HaloTag constructs within
the same cell; nevertheless, these results suggest that in
electrofused cells, small ER-resident proteins move swiftly
between inclusions, while HaloTag-Z-a;-antitrypsin can
exchange, but do so far more slowly.

Transport between inclusions is unrelated to
atlastin-mediated homotypic
membrane fusion

We reasoned that the exchange of luminal contents be-
tween inclusions might involve either homotypic ER-ER
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Figure 4. Neither lumens
nor membranes of inclu-
sions are connected. A) FLIP
in CHO cells expressing
M-aj-antitrypsin (yellow cir-
cles) and mCherry-ER (red
squares). Single region of in-
terest of 5-10% area of cell
was bleached repetitively, and
fluorescence of each fluoro-
phore was measured at adja-
cent (6 pm) (7) and distant
(40 pm) (#) sites within cell.
Both mCherry and YFP fluo-
rescence was immediately
lost throughout cell. B) FLIP
of CHO cells expressing
YFP-Z-a;-antitrypsin (yellow
circles) and mCherry-ER
(red squares). Region of in-
terest within single inclusion
was repetitively bleached, and
fluorescence was measured
in adjacent (¢) and distant
(47) inclusion. Delay was
present before loss of YFP-
Z-ay-antitrypsin fluorescence
from adjacent inclusion (7)
vs. persistence of fluores-
cence in distant inclusion
(7). Marked delay (indi-
cated with an asterisk)
was noted before loss of
mCherry-ER  fluorescence
from distant inclusion ().
C) Representative images
of YFP-Z-a;-antitrypsin pho-
tobleaching experiment:
bleaching region of inter-
est (red box); adjacent in-
clusion (arrow a), distant
inclusion (arrow b). Scale
bar, 10 wm. D) FLIP of
cells expressing untagged
Z-a-antitrypsin - and ER
membrane marker cytERM-
msfGFP. Graph illustrates
cytERM-msfGFP fluorescence
at bleached area (blue); 2
equidistant regions of inter-
est, one on same inclusion
(red); one on adjacent in-
clusion (green); and an-
other on distant inclusion
(purple). Inset: whole cell
and 4 high-powered views
of bleaching area at times
¢ to v marked on graph.
Scale bar, 10 pm.
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Figure 5. There is no evidence of interinclusion luminal connectivity by electron microscopy. A, B) Inclusion-laden CHO cell
transfected with YFP-Z-o-antitrypsin and selected using fluorescence microscopy was subjected to serial block-face scanning
electron microscopy, single scan (A), and 3-D reconstruction (B). C) Peripheries of Z-a;-antitrypsin-containing inclusions were
imaged using Gatan 3View system and combined using Imaris software to generate 3-D projection by isosurface rendering with
surface area detail of 36 nm. D) Serial block-face scanning electron microscopy images through inclusion of Z-aj-antitrypsin. Lack

of interinclusion luminal connectivity is evident.

fusion or recycling via ER-derived vesicles. The mainte-
nance of the reticular ER network involves homotypic
fusion between ER membranes mediated by homodime-
rization of atlastin located in each membrane (23, 24).
Atlastin is thought to accumulate preferentially at regions
of the ER with high membrane curvature in a manner
similar to the reticulon scaffolding proteins (25, 26). When
we expressed GFP-reticulon 4a in cells expressing un-
tagged M- or Z-a;-antitrypsin and the luminal ER marker
mCherry-ER, we observed colocalization of GFP-reticulon
4a and the ER marker only in cells expressing M-o-
antitrypsin (Fig. 7A, top). In Z-o;-antitrypsin-transfected
cells, GFP-reticulon 4a was completely excluded from
mCherry-ER-containing inclusions, but it did form tubular
structures lacking the ER luminal marker (Fig. 7A, bottom).
Because reticulons (and atlastins) bind only to membranes
of high curvature, the failure of reticulon 4a to bind to the
flattened surface of Z-oy-antitrypsin-positive inclusions
suggests a potential mechanism for the fragmentation of
the ER into these individual inclusion bodies. Importantly,
this contrasted with the localization of an integral ER
membrane protein, CNX-mCherry, which, contrary to a
previous report (7), decorated the membranes of Z-o;-
antitrypsin-containing inclusions (Fig. 7B).

As we had observed for reticulon 4a, antiatlastin stain-
ing failed to label inclusions in Z-a;-antitrypsin-expressing
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cells but rather colocalized with M-oy-antitrypsin in
a reticular ER pattern (Fig. 7C). Moreover, as with
GFP-reticulon 4a, colocalization between GFP-tagged
atlastin and aj-antitrypsin was very poor (Fig. 7D).
Nevertheless, we tested the effect of expressing the
strong dominant negative mutant of atlastin, K80A, on
the mobility of mCherry-ER using FRAP. Despite the
expected effect of mutant atlastin on ER morphology in
control cells (Fig. 7E), we observed no difference in
mCherry FRAP when wild-type or mutant atlastin
were expressed with Z-aq-antitrypsin (Fig. 7F). Thus,
protein exchange between inclusions does not appear
to involve atlastin-mediated homotypic ER fusion.

Communication between inclusions is
dependent on cytosol, Sar1, and Sec22B and is
sensitive to NEM

To test whether cytosol was required for interinclusion
trafficking, cells were permeabilized with digitonin for
5 min and their cytosol allowed to leak out. In this condition,
the recovery of mCherry-ER fluorescence remained almost
unchanged in cells expressing M-o;-antitrypsin (Fig. 8A).
In contrast, the initial rate of recovery of mCherry-ER
fluorescence in cells expressing Z-aq-antitrypsin fell from
0.066 + 0.003 to 0.019 + 0.002 s, but it was partially
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antitrypsin or HaloTag-Z-o;-antitrypsin. Whole-cell lysates and supernatants were analyzed for total aj-antitrypsin and polymer
production by sandwich ELISA using polymer-specific 2C1 antibody. Only HaloTag-Z-o;-antitrypsin expressing cells are able to
produce polymers. B) CHO cells were transfected with HaloTag-Z-oj-antitrypsin for 24 h, then stained either with TMR (red) or
Oregon Green (green). Cells were washed, mixed, and electrofused, then replated and fixed at 1, 6, and 20 h. Colocalization of
red- and green-stained HaloTag-Z-a;-antitrypsin occurred only after 20 h electrofusion. C) CHO cells were cotransfected with
untagged Z-oj-antitrypsin and either GFP-ER (green) or mCherry-ER (red) for 24 h. Cells were mixed, electrofused, and
replated, then fixed at 1, 6, and 20 h. Colocalization of GFP-ER or mCherry-ER-labeled inclusions occurred after only 1 h of

electrofusion. Scale bars, 10 wm.

rescued by the addition of exogenous cytosol to 0.036 +
0.004 s~ (Fig. 8B). The fractional recovery of fluorescence
at 80 s was reduced by cytosol washout from 0.72 * 0.03
(nonpermeabilized) to 0.33 * 0.04 (permeabilized with
buffer only), but rescued to 0.62 £ 0.05 by exogenous
cytosol. To test whether this reflected loss of ATP or GTP,
we provided an ATP/GTP regenerating system to the
permeabilized cells, but this had no effect on the mobility
of mCherry (Fig. 8C, D). N-Ethylmaleimide-sensitive fac-
tor (NSF) is essential to maintain soluble NSF attachment
protein receptor (SNARE)-mediated vesicular trafficking
(27) but can be inactivated by the thiol-reactive compound
NEM (28). We generated cytosol from NEM-treated cells

4092

and tested its ability to rescue interinclusion trafficking in
the permeabilized cell system. This was significantly im-
paired at rescuing the trafficking between inclusions in
Z-oz-antitrypsin-expressing cells but did not affect M-o;-
antitrypsin cells (Fig. 8E, F).

Sarl is a protein required for the assembly of coat pro-
tein complex II (COPII)-coated vesicles and thus protein
transport out of the ER (29). Overexpression of the domi-
nant negative GDP-locked Sarl-T39N inhibits vesicle
budding from the ER and, as a result of inhibition of for-
ward transport during ER-Golgi recycling, results in re-
distribution of Golgi-resident proteins to the ER (30, 31).
Cells expressing Sarl-CFP T39N were significantly
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Figure 7. Transport between inclusions is insensitive to dominant negative atlastin. A) Lack of colocalization of GFP-reticulon 4a
and mCherry-ER: CHO cells were cotransfected with untagged M- or Z-oj-antitrypsin, GFP-reticulon 4a (green) and mCherry-ER
(red). Reticular pattern is evident of GFP-reticulon 4a and mCherry-ER in M-a;-antitrypsin-expressing cells, in contrast to lack of
colocalization between tubular GFP-reticulon 4a and punctate mCherry-ER in Z-o;-antitrypsin-expressing cells. Scale bars, 10 pm.
B) Integral membrane protein CNX-mCherry decorates membranes of Z-o;-antitrypsin-containing inclusions. Scale bars, 5 pm.
C) Lack of colocalization of atlastin and YFP-tagged o;-antitrypsin: cells were cotransfected with either YFP-M-a;-antitrypsin or
YFP-Z-o;-antitrypsin (yellow) and hemagglutinin (HA)-tagged atlastin, then stained with anti-HA antibody (red). Scale bars, 10 pm.
D) Lack of colocalization of atlastin-GFP- and YFP-tagged o -antitrypsin: coexpression of GFP-tagged wild-type and K80A mutant
atlastin (green), YFP-Z-oj-antitrypsin (yellow), and mCherry-ER (red). Poor localization is evident between atlastin-GFP and Z-o;-
antitrypsin. Scale bars, 10 pm. E) Coexpression of GFP-tagged wild-type and K80A mutant atlastin (green) with mCherry-ER (red).
Evident is tubular, nonbranching nature of ER in cells expressing mutant atlastin. /) mCherry FRAP was performed in CHO cells

coexpressing mCherry-ER, Z-aj-antitrypsin, and either wild-type or K80OA mutant atlastin.

impaired at trafficking mCherry between inclusions com-
pared to cells transfected with empty vector of wild-type
Sar1-CFP (Fig. 8G, H).

The RNA interference-mediated knockdown of some
factors involved in vesicular trafficking from the ER, e.g.,
syntaxin 5, was too toxic to permit analysis of their in-
volvement in protein mobility between inclusions. How-
ever, perhaps owing to some redundancy between the
sec22 family members, depleting cells of sec22B using
RNA interference was well tolerated (Fig. 8I, inset).
Sec22B is an ER localized R-SNARE previously implicated
in constitutive trafficking from the ER to Golgi apparatus
(14, 32). In cells expressing M-a;-antitrypsin, loss of sec22B
had little effect on the mobility of mCherry-ER, but in cells
expressing Z-a;-antitrypsin, loss of sec22B caused a se-
lective reduction of mCherry-ER FRAP (Fig. 8, |).
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Proteins recycle between the ER and Golgi via antero-
grade COPIl-coated vesicles and retrograde COPI vesicles
(33). The retrograde trafficking requires the small GTP-
binding protein ARF1, which can be inhibited by brefeldin
A (34). Pretreatment of cells with 10 wg/ml brefeldin A
caused negligible change to the recovery of ER-mCherry
fluorescence in cells expressing Z-o;-antitrypsin (data not
shown). However, it is known that proteins continue to
cycle between the ER-Golgi intermediate compartment
(ERGIC) and the ER in brefeldin A—treated cells (35). It is
therefore of interest that brefeldin A caused small quanti-
ties of YFP-Z-oy-antitrypsin to accumulate in ERGIC-53-
positive structures (Fig. 8K). These findings suggest that
trafficking between inclusions does not involve recycling
via the cis-Golgi but raise the possibility that trafficking of
ER contents between inclusions might involve passage
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Figure 8. Transport between inclusions is de-
pendent on cytosol, Sarl, and sec22B and is
sensitive to NEM. A, B) mCherry FRAP was per-
formed in CHO cells coexpressing mCherry-ER
and either YFP-M-a;-antitrypsin (A) or YFP-Z-o-
antitrypsin (B). Cells were placed in ice-cold CTB
(control) or were permeabilized with digitonin
for 5 min to remove cytosol. Control cells were
washed with culture medium (blue squares),
while permeabilized cells were either washed with
TB (red squares) or reconstituted with purified
cytosol (green triangles), then subjected to
mCherry FRAP. mCherry FRAP was dramati-
cally reduced in Z-aj-antitrypsin-exprssing cells in
absence of cytosol (B, no cytosol vs. cytosol added,
P < 0.0001). C, D) Cells coexpressing mCherry-
ER and either M-a;-antitrypsin (C) or Z-oy-
antitrypsin (D) were permeabilized and depleted
of cytosol subjected to mCherry FRAP either in TB
(orange squares) or buffer supplemented with
ATP/GTP regenerating system consisting of 1 mM
ATP, 10 puM GTP, 10 mM phosphocreatine, and
50 wg/ml creatine kinase in CTB (red circles).
E, F) Digitonin permeabilized cells coexpressing
mCherry-ER and either M-aj-antitrypsin (E) or
Z-a-antitrypsin () were treated with cytosol
prepared from cells treated with 20 mM NEM
(red squares) or untreated cells (green circles).
Cytosol from NEM-treated cells is significantly
impaired in supporting mCherry mobility (F, P <
0.0001). G, H) CHO cells cotransfected with
mCherry-ER and either M-a;-antitrypsin (G) or
Z-o-antitrypsin (H) and either empty vector,
wild-type (WT) Sarl or dominant negative Sarl-
T39N were subjected to mCherry FRAP (empty
vs. WT, P=ns; WT vs. Sarl-T39N, P < 0.0001).
1, ]) CHO cells cotransfected with mCherry-ER and
either M-a-antitrypsin (/) or Z-oj-antitrypsin
(/) and either control siRNA or siRNA target-
ing Sec22B were subjected to mCherry FRAP
(), control vs. s22B siRNA, P < 0.0001). Inset:
immunoblot demonstrates degree of depletion
of sec22B. K) CHO cells were cotransfected
with YFP-Z-oj-antitrypsin (red) and GFP-ERGIC-53
(green). Images were acquired using Quasar
acquisition and linear unmixing to separate YFP
and GFP channels. Cells treated with 10 pg/ml
brefeldin A contained population of luminal
YFP-Z-a;-antitrypsin-positive and membrane
GFP-ERGIC-53-positive structures (arrows). Scale
bars, 10 pm.
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through the ERGIC. Subsequent studies will be required to
define this.

Taken together, these experiments indicate that traf-
ficking of soluble protein between inclusions in Z-o4-
antitrypsin-expressing cells requires cytosolic factors
including Sarl and sec22B and is sensitive to the SNARE
inhibitor NEM.

DISCUSSION

The propensity for PiZZ-homozygous individuals to de-
velop cirrhosis and hepatocellular carcinoma has led to
much interest into how the accumulation of intracellular
Z-a-antitrypsin perturbs hepatocyte function. Intracellu-
lar inclusions containing polymers of Z-o;-antitrypsin are
ER-like in nature yet appear distinct from the main ER
network. In this study, we sought to clarify whether these
inclusions are physically or functionally connected to the
ER. Despite these structures containing immobilized Z-o;-
antitrypsin, we observed that small ER-resident proteins
are mobile both within and between physically separated
inclusions, although the chaperone BiP is less mobile in the
presence of Z-oq-antitrypsin than in M-as-antitrypsin
expressing cells. This is consistent with our hypothesis that
impaired chaperone mobility may predispose cells con-
taining polymerized Z-a;-antitrypsin to exaggerated ER
stress (8).

Despite the absence of a detectable physical connection
between some inclusions, we demonstrated mixing of
their contents. In the current study, we have been unable to
demonstrate luminal connections between inclusions. Al-
though formally such connections might exist, the reso-
lution of our electron microscopy data (18 nm) indicate
they would need to be considerably smaller than typical
ER tubules of approximately 100 nm diameter. At least for
larger inclusions, our current study suggests that some of
these structures do not share physically linked membranes.
It remains possible that such connections may persist be-
tween smaller inclusions, allowing some protein transport
via diffusion through narrow-necked ER conduits. It was
not possible to prove the absence of transient luminal con-
nections between larger inclusions. The requirement for
cytosol for efficient movement of ER-mCherry in the per-
meabilized cell experiments (Fig. 8B) argues in favor of
vesicular transport, but even without the addition of ex-
ogenous cytosol, 45% of mCherry fluorescence recovered
after bleaching. This is consistent with a model in which
communication between inclusions involves both the ve-
sicular trafficking we detected and luminal connections that
we could not observe by electron microscope tomography.

The atlastins are responsible for maintaining the
reticular network of the ER through mediating ER-ER
homotypic fusion (24). We found no evidence for the in-
volvement of atlastin in the exchange of contents between
inclusions. Indeed, we were unable to demonstrate atlas-
tins or reticulons on the surface of inclusions even when
overexpressed. These proteins insert into membranes of
high curvature via their hairpinlike hydrophobic domains,
and in so doing, the reticulons maintain the morphology of
tubules and sheets, while atlastins promote the formation
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of reticular ER (24, 26). It is possible that the low angle of
curvature of regions of the ER distended by Z-o;-anti-
trypsin polymers is directly responsible for excluding these
proteins. This suggests a membrane curvature model for
the fragmentation of the ER during the accumulation of
Z-az-antitrypsin in which the exclusion of atlastins from
portions of the ER prevents the maintenance of ER con-
nectivity. It is noteworthy that despite one report that CNX
is excluded from Z-oq-antitrypsin containing inclusions
(7), in our system, mCherry-tagged CNX was localized to
inclusion membranes. It will be valuable to examine en-
dogenous CNX localization in liver tissue from PiZZ in-
dividuals to determine which observation reflects true
pathophysiology.

Previously we described differences in the rate of
protein mobility within the ER of cells expressing Z-o;-
antitrypsin compared to control cells expressing M-a;-
antitrypsin (8). The nature of the 2-color photobleaching
in this study necessitated a longer bleaching time than
that used in our previous work; this accounts at least in
part for the apparently disparate results (not shown).
The reason for this remains undetermined. It is possible
that during the course of the longer bleaching, more of
the most mobile mCherry-ER fraction is bleached,
thereby leaving the relatively less mobile protein to dif-
fuse into the region of interest during the recovery, thus
reducing the differences seen between M- and Z-o4-
antitrypsin-expressing cells. In addition, in that study,
we expressed M- or Z-oq-antitrypsin using a Tet-On
system, providing tight control over expression levels. In
the current study, transient transfection led to some
variability in expression levels, which may also account
for the failure to resolve differences in mCherry-ER
mobility between M- and Z-a;-antitrypsin-expressing
cells. This underscores the magnitude of differences
that were observed between M- and Z-a;-antitrypsin-
expressing cells that were observed despite this technical
limitation—for example, the dependence on cytosol in
permeabilized cell experiments. But an important limi-
tation of our study is the use of an overexpression cell
culture system. This is likely to have exaggerated and
accelerated ER distension, leading to inclusion body
formation. However, inclusion bodies in the hepatocytes
of affected PiZZ individuals have similar physical char-
acteristics to those we have studied (36), and so our ob-
servations may reflect the behavior of inclusions in vivo.
Nevertheless, the relevance of our findings to human
disease are likely to be restricted to those cells in which
inclusion formation is sufficiently advanced to cause
fragmentation of the ER.

We observed a requirement for cytosolic component or
components in the transport of material between inclu-
sions, as well as sensitivity to NEM, knockdown of sec22B,
and the presence of dominant negative Sarl, making a
SNARE-mediated transport event involving COPII vesic-
ular transport likely. The appearance of Z-o;-antitrypsin in
ERGIC-53-positive structures after treatment with bre-
feldin A suggests that recycling via the ERGIC may be
involved in the exchange of material between inclusions.
In contrast to ER-Golgi recycling, which is blocked by
brefeldin A, it has been shown that recycling between the
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ER and ERGIC persists in the presence of brefeldin A (35).
Such a mechanism appears more plausible than direct
SNARE-mediated homotypic ER trafficking or fusion,
which to date has only been observed in yeast and not in
metazoans (37). Subsequent studies will be required to
elucidate this mechanism further.

It is feasible that interinclusion ER chaperone exchange
may act to minimize ER heterogeneity, thereby protecting
inclusion-containing cells from ER stress. Further studies
are required to test this directly, and also to establish
whether the phenomenon described herein is generaliz-
able to other circumstances of ER fragmentation—for
example, in Russell body—expressing plasma cells seen in
chronic inflammation and multiple myeloma (38, 39),
other serpinopathies such as FENIB (familial encepha-
lopathy with neuroserpin inclusion bodies) (40), and in
response to ischemia (41).

Taken together, our findings shed light on the cellular
mechanisms by which inclusions formed by the fragmen-
tation of the ER during accumulation of polymerized Z-a;-
antitrypsin remain able to exchange luminal contents.

ACKNOWLEDGMENTS

J.A.D. was funded by a Medical Research Council (MRC)
Clinical Research Training Fellowship and a starter grant
from the Academy of Medical Sciences; S.J.M. is a MRC
Senior Clinical Research Fellow. D.A.L. is funded by the MRC
and by the University College London Hospitals National
Institute for Health Research (NIHR) Biomedical Research
Centre (London, United Kingdom), and is an NIHR Senior
Investigator. The work was also supported by the Alphal
Foundation. The Cambridge Institute for Medical Research
microscopy core facility is supported by a Wellcome Trust
Strategic Award (100140) and a Wellcome Trust equipment
grant (093026).

AUTHOR CONTRIBUTIONS

J. A. Dickens, A. Ordoénez, J. E. Chambers, AJ. Beckett,
V. Patel, E. Malzer, C. S. Dominicus, and J. Bradley
performed research; J. A. Dickens, J. E. Chambers, A. A.
Peden, I. A. Prior, D. A. Lomas, and S. ]. Marciniak designed
research and analyzed data; J. A. Dickens and S. J.
Marciniak wrote the manuscript; S. J. Marciniak con-
ceived and oversaw the study as a whole.

REFERENCES

1. Lomas, D. A. (2006) The selective advantage of alphal-antitrypsin
deficiency. Am. J. Respir. Crit. Care Med. 173, 1072-1077

2. Dickens, J. A., and Lomas, D. A. (2011) Why has it been so difficult to
prove the efficacy of alpha-l-antitrypsin replacement therapy? In-
sights from the study of disease pathogenesis. Drug Des. Devel. Ther. 5,
391-405

3. Lomas, D. A, Evans, D. L., Finch, J. T., and Carrell, R. W. (1992) The
mechanism of Z alpha l-antitrypsin accumulation in the liver. Nature
357, 605-607

4. Eriksson, S., Carlson, J., and Velez, R. (1986) Risk of cirrhosis and
primary liver cancer in alpha l-antitrypsin deficiency. N. Engl. J. Med.
314, 736-739

5. Eriksson, S. (1964) Pulmonary emphysema and alphal-antitrypsin
deficiency. Acta Med. Scand. 175, 197-205

4096

=2l

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

24.

25.

Schmidt, B. Z., and Perlmutter, D. H. (2005) Grp78, Grp94, and
Grpl70 interact with alphal-antitrypsin mutants that are retained in
the endoplasmic reticulum. Am. J. Physiol. Gastrointest. Liver Physiol.
289, G444-G455

Granell, S., Baldini, G., Mohammad, S., Nicolin, V., Narducci, P.,
Storrie, B., and Baldini, G. (2008) Sequestration of mutated alphal-
antitrypsin into inclusion bodies is a cell-protective mechanism to
maintain endoplasmic reticulum function. Mol. Biol. Cell 19, 572-586
Ordonez, A., Snapp, E. L., Tan, L., Miranda, E., Marciniak, S. J., and
Lomas, D. A. (2013) Endoplasmic reticulum polymers impair luminal
protein mobility and sensitize to cellular stress in alphal-antitrypsin
deficiency. Hepatology 57, 20492060

Graham, K. S., Le, A., and Sifers, R. N. (1990) Accumulation of the
insoluble PiZ variant of human alpha l-antitrypsin within the hepatic
endoplasmic reticulum does not elevate the steady-state level of
grp78/BiP. . Biol. Chem. 265, 20463-20468

Hidvegi, T., Schmidt, B. Z., Hale, P., and Perlmutter, D. H. (2005)
Accumulation of mutant alphal-antitrypsin Z in the endoplasmic
reticulum activates caspases-4 and -12, NFkappaB, and BAP31 but not
the unfolded protein response. J. Biol. Chem. 280, 39002-39015
Davies, M. J., Miranda, E., Roussel, B. D., Kaufman, R. J., Marciniak,
S. J., and Lomas, D. A. (2009) Neuroserpin polymers activate NF-
kappaB by a calcium signaling pathway that is independent of the
unfolded protein response. J. Biol. Chem. 284, 18202-18209

Lawless, M. W., Greene, C. M., Mulgrew, A., Taggart, C. C., O’Neill, S. ],
and McElvaney, N. G. (2004) Activation of endoplasmic reticulum-
specific stress responses associated with the conformational disease
Z alpha l-antdtypsin deficiency. J. Immunol. 172, 5722-5726
Miranda, E., Pérez, J., Ekeowa, U. 1., Hadzic, N., Kalsheker, N.,
Gooptu, B., Portmann, B., Belorgey, D., Hill, M., Chambers, S.,
Teckman, J., Alexander, G. J., Marciniak, S. J., and Lomas, D. A.
(2010) A novel monoclonal antibody to characterize pathogenic
polymers in liver disease associated with alphal-antitrypsin de-
ficiency. Hepatology 52, 1078-1088

Gordon, D. E., Bond, L. M., Sahlender, D. A., and Peden, A. A. (2010)
A targeted siRNA screen to identify SNARESs required for constitutive
secretion in mammalian cells. Traffic 11, 1191-1204

Kroeger, H., Miranda, E., MacLeod, I., Pérez, J., Crowther,
D. C., Marciniak, S. J., and Lomas, D. A. (2009) Endoplasmic
reticulum—associated degradation (ERAD) and autophagy cooperate
to degrade polymerogenic mutant serpins. J. Biol. Chem. 284,
22793-22802

Malzer, E., Szajewska-Skuta, M., Dalton, L. E., Thomas, S. E., Hu, N,
Skaer, H., Lomas, D. A., Crowther, D. C., and Marciniak, S. J. (2013)
Coordinate regulation of elF2a phosphorylation by PPPIRI5 and
GCNZ2 is required during Drosophila development. J. Cell Sci. 126,
1406-1415

Belorgey, D., Irving, . A., Ekeowa, U. I, Freeke, J., Roussel, B. D.,
Miranda, E., Pérez, J., Robinson, C. V., Marciniak, S. J., Crowther,
D. C., Michel, C. H., and Lomas, D. A. (2011) Characterisation of
serpin polymers in vitroand in vivo. Methods 53, 255-266

West, J. B, Fu, Z., Deerinck, T. J., Mackey, M. R., Obayashi, J. T., and
Ellisman, M. H. (2010) Structure—function studies of blood and air
capillaries in chicken lung using 3D electron microscopy. Respir.
Physiol. Neurobiol. 170, 202209

Breusegem, S. Y., and Seaman, M. N. (2014) Image-based and bio-
chemical assays to investigate endosomal protein sorting. Methods
Enzymol. 534, 155-178

Ostrovsky, O., Makarewich, C. A., Snapp, E. L., and Argon, Y. (2009)
An essential role for ATP binding and hydrolysis in the chaperone
activity of GRP94 in cells. Proc. Natl. Acad. Sci. USA 106, 11600-11605
Costantini, L. M., Fossati, M., Francolini, M., and Snapp, E. L. (2012)
Assessing the tendency of fluorescent proteins to oligomerize under
physiologic conditions. Traffic 13, 643-649

Shim, S. H., Xia, C., Zhong, G., Babcock, H. P., Vaughan, J. C., Huang,
B.,Wang, X., Xu, C,,Bi, G. Q.,and Zhuang, X. (2012) Super-resolution
fluorescence imaging of organelles in live cells with photoswitchable
membrane probes. Proc. Natl. Acad. Sci. USA 109, 13978-13983
Dreier, L., and Rapoport, T. A. (2000) In vitro formation of the
endoplasmic reticulum occurs independently of microtubules by a
controlled fusion reaction. J. Cell Biol. 148, 883-898

Orso, G., Pendin, D., Liu, S., Tosetto, J., Moss, T. J., Faust, J. E.,
Micaroni, M., Egorova, A., Martinuzzi, A., McNew, J. A., and Daga, A.
(2009) Homotypic fusion of ER membranes requires the dynamin-
like GTPase atlastin. Nature 460, 978-983

Zhu, P. P., Patterson, A., Lavoie, B., Stadler, J., Shoeb, M., Patel, R.,and
Blackstone, C. (2003) Cellular localization, oligomerization, and

Vol 30 e 2 G fasebi.org to 1P 1435 8455 B DA ME YaPhS S0, No.12 , pp:a083-4097, January, 2017 DICKENS ET AL


http://www.fasebj.org
http://www.fasebj.org/

26.

27.

28.

29.

30.

31.

33.

34.

membrane association of the hereditary spastic paraplegia 3A
(SPG3A) protein atlastin. J. Biol. Chem. 278, 49063-49071
Voeltz, G. K., Prinz, W. A,, Shibata, Y., Rist, . M., and Rapoport, T. A.
(2006) A class of membrane proteins shaping the tubular endoplasmic
reticulum. Cell 124, 573-586

Block, M. R,, Glick, B. S., Wilcox, C. A., Wieland, F. T., and Rothman,

J. E. (1988) Purification of an N-ethylmaleimide-sensitive protein

catalyzing vesicular transport. Proc. Natl. Acad. Sci. USA 85, 7852-7856
Glick, B. S., and Rothman, J. E. (1987) Possible role for fatty acyl-
coenzyme A in intracellular protein transport. Nature 326,
309-312

Barlowe, C., and Schekman, R. (1993) SEC12 encodes a guanine-
nucleotide-exchange factor essential for transport vesicle budding
from the ER. Nature 365, 347-349

Kuge, O., Dascher, C,, Orci, L., Rowe, T., Amherdt, M., Plutner, H.,
Ravazzola, M., Tanigawa, G., Rothman, J. E., and Balch, W. E. (1994)
Sarl promotes vesicle budding from the endoplasmic reticulum but
not Golgi compartments. /. Cell Biol. 125, 51-65

Ward, T. H., Polishchuk, R. S., Caplan, S., Hirschberg, K., and
Lippincott-Schwartz, J. (2001) Maintenance of Golgi structure and
function depends on the integrity of ER export. J. Cell Biol. 155,
557-570

Hay, J. C., Chao, D. S., Kuo, C. S., and Scheller, R. H. (1997) Protein
interactions regulating vesicle transport between the endoplasmic
reticulum and Golgi apparatus in mammalian cells. Cell 89, 149-158
Schekman, R., and Orci, L. (1996) Coat proteins and vesicle budding.
Science 271, 1526-1533

Donaldson, J. G., Honda, A., and Weigert, R. (2005) Multiple
activities for Arfl at the Golgi complex. Biochim. Biophys. Acta
1744, 364-373

ER TRANSPORT I%V%ﬁ%gd/%EIrITRYPSIN—E

PRESSING
om Www.fast)ei)j.org to[\d:’ 12;%;.30.63. The FASEB Journal Vol.30, No.12, pp:4083-4097, January, 2017

35.

36.

37.

38.

39.

40.

41.

Lippincott-Schwartz, J., Donaldson, J. G., Schweizer, A., Berger, E. G.,
Hauri, H. P., Yuan, L. C., and Klausner, R. D. (1990) Microtubule-
dependent retrograde transport of proteins into the ER in the pres-
ence of brefeldin A suggests an ER recycling pathway. Cell60, 821-836
Lieberman, J., Mittman, C., and Gordon, H. W. (1972) Alpha 1
antitrypsinin the livers of patients with emphysema. Science 175,
63-65

Anwar, K., Klemm, R. W, Condon, A.,, Severin, K. N., Zhang, M.,
Ghirlando, R., Hu, J., Rapoport, T. A., and Prinz, W. A. (2012) The
dynamin-like GTPase Seylp mediates homotypic ER fusion in S. cer-
evisiae. J. Cell Biol. 197, 209-217

Valetti, C., Grossi, C. E., Milstein, C., and Sitia, R. (1991) Russell
bodies: a general response of secretory cells to synthesis of a mutant
immunoglobulin which can neither exit from, nor be degraded in,
the endoplasmic reticulum. J. Cell Biol. 115, 983-994

Hsu, S. M., Hsu, P. L., McMillan, P. N., and Fanger, H. (1982) Russell
bodies: a light and electron microscopic immunoperoxidase study.
Am. J. Clin. Pathol. 77, 26-31

Roussel, B.D., Newton, T. M., Malzer, E., Simecek, N., Haq, I., Thomas,
S. E., Burr, M. L., Lehner, P. J., Crowther, D. C., Marciniak, S. J., and
Lomas, D. A. (2013) Sterol metabolism regulates neuroserpin
polymer degradation in the absence of the unfolded protein
response in the dementia FENIB. Hum. Mol. Genet. 22, 46164626
Kucharz, K., Wieloch, T., and Toresson, H. (2011) Rapid fragmentation
of the endoplasmic reticulum in cortical neurons of the mouse
brain in situ following cardiac arrest. J. Cereb. Blood Flow Metab. 31,
1663-1667

Received for publication April 4, 2016.
Accepted for publication August 15, 2016.

4097


http://www.fasebj.org/

?ASEBJOURNAL

The Journal of the Federation of American Societies for Experimental Biology

The endoplasmic reticulum remains functionally connected by
vesicular transport after its fragmentation in cells expressing Z-

aq-antitrypsin

Jennifer A. Dickens, Adriana Ordoiez, Joseph E. Chambers, et al.

FASEB J 2016 30: 4083-4097 originally published online September 6, 2016
Access the most recent version at doi:10.1096/fj.201600430R

Supplemental
Material

References

Subscriptions

Permissions

Email Alerts

http://www.fasebj.org/content/suppl/2016/09/06/fj.201600430R.DC1.html

This article cites 41 articles, 22 of which can be accessed free at:
http://www.fasebj.org/content/30/12/4083.full. html#ref-list-1

Information about subscribing to The FASEB Journal is online at
http://www.faseb.org/The-FASEB-Journal/Librarian-s-Resources.aspx

Submit copyright permission requests at:
http://www.fasebj.org/site/misc/copyright.xhtml

Receive free email alerts when new an article cites this article - sign up at
http://www.fasebj.org/cgi/alerts

© The Author(s)

Downloaded from www.fasebj.org to IP 143.167.30.63. The FASEB Journal Vol.30, No.12 , pp:4083-4097, January, 2017


http://www.fasebj.org/lookup/doi/10.1096/fj.201600430R
http://www.fasebj.org/content/suppl/2016/09/06/fj.201600430R.DC1.html
http://www.fasebj.org/content/30/12/4083.full.html#ref-list-1
http://www.faseb.org/The-FASEB-Journal/Librarian-s-Resources.aspx
http://www.fasebj.org/site/misc/copyright.xhtml
http://www.fasebj.org/cgi/alerts
http://www.fasebj.org/

