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The ATP binding cassette 
transporter, ABCG1, localizes  
to cortical actin filaments
Elvis Pandzic1,2, Ingrid C. Gelissen3, Renee Whan1, Philip J. Barter4,5, Dmitri Sviridov6, 
Katharina Gaus2,7, Kerry-Anne Rye4,5 & Blake J. Cochran4

The ATP-binding cassette sub-family G member 1 (ABCG1) exports cellular cholesterol to high-density 
lipoproteins (HDL). However, a number of recent studies have suggested ABCG1 is predominantly 
localised to intracellular membranes. In this study, we found that ABCG1 was organized into two 
distinct cellular pools: one at the plasma membrane and the other associated with the endoplasmic 
reticulum (ER). The plasma membrane fraction was organized into filamentous structures that were 
associated with cortical actin filaments. Inhibition of actin polymerization resulted in complete 
disruption of ABCG1 filaments. Cholesterol loading of the cells increased the formation of the 
filamentous ABCG1, the proximity of filamentous ABCG1 to actin filaments and the diffusion rate of 
membrane associated ABCG1. Our findings suggest that the actin cytoskeleton plays a critical role in 
the plasma membrane localization of ABCG1.

The ATP-binding cassette (ABC) sub-family G member 1 (ABCG1) is a transmembrane half transporter that 
exports cellular lipids to extracellular acceptors1,2. The primary function of ABCG1 is to efflux cholesterol to 
spherical high-density lipoproteins (HDL). ABCG1 also effluxes cholesterol to low-density lipoproteins (LDL), 
liposomes and cyclodextrin3–5 and it exports sphingomyelin, phosphatidylcholine and oxysterols to HDL and 
albumin6,7. As ABCG1 is a half transporter8, dimerization is required for function4. Whilst ABCG1 is generally 
considered to function as a homodimer9, recent evidence suggests it also forms heterodimers with ABCG410,11. 
There has been significant debate over the precise cellular localization and, by extension, function of ABCG1. 
A number of studies have reported that ABCG1 is localized and functions in lipid rafts in the plasma mem-
brane4,12–15 and in endosomes that recycle to the cell surface where they efflux cholesterol13. However, other 
reports have suggested that ABCG1 is restricted to endosomes16 and secretory granules in pancreatic beta-cells17.

It has recently been suggested that ABC transporters are stabilized by association with an actin-dependent 
subtype of lipid rafts. This association appears to regulate transporter function18. A recent single molecule inves-
tigation of the dynamics of the cholesterol transporter, ABCA1, at the plasma membrane revealed that the actin 
cytoskeleton stabilizes transporter dimerization19 in a process that is a prerequisite for mediating cholesterol efflux 
to apolipoprotein (apo) A-I, the primary apolipoprotein of HDL. Given that ABCA1 and ABCG1 both efflux 
cholesterol from the cell surface to the extracellular space, and the requirement of ABCG1 dimerization for func-
tion, we hypothesized that ABCG1 can also associate with actin. Support for this hypothesis comes from Aleidi  
et al.20 who identified a number of cytoskeletal-associated proteins including alpha-tubulin, 
cytoskeleton-associated protein 5 and dynamin as ABCG1 interacting partners. In this study, we examined the 
spatial organization of ABCG1 in filamentous structures that co-localize with the actin cytoskeleton proximal 
to the plasma membrane. We employed total internal reflection fluorescence microscopy together with plasma 
membrane sheets to establish that a sub-population of ABCG1 is localized to cortical actin filaments.
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Results
ABCG1 organizes into filamentous surface membrane associated structures and is enhanced by 
cholesterol loading.  We first employed total internal reflection fluorescence (TIRF) microscopy to visualize 
the plasma membrane localization of ABCG1 in CHO-K1 and HeLa cells stably overexpressing human ABCG1. 
The presence of ABCG1 in continuous filaments was evident in intact, fixed cells (Supplementary Figs 1–4). 
We hypothesized that these filamentous structures were present on the plasma membrane, but were partially 
obscured due to co-localisation of ABCG1 sub-populations adjacent to the membrane and within the TIRF 
microscopy range (200 nm). In order to better visualise the filamentous structures, membrane sheets were pre-
pared (see Methods) so that organization of ABCG1 in the basal membrane could be assessed (Fig. 1a,c). Images 
of membrane sheets prepared from control cells (Fig. 1a, Supplementary Fig. 1) or cells pre-treated with methyl-β​
-cyclodextrin/cholesterol complexes (Fig. 1c, Supplementary Fig. 2) were quantified using a combination of 
Image Correlation spectroscopy (ICS) and 2D image moments. When ICS is applied to the images of mem-
brane sheets from control samples, the auto-correlation function (ACF) exhibits more a symmetric, peaked shape 
(Fig. 1b). The variance of the ACF values was significantly increased in the cholesterol-loaded cells (Fig. 1e), with 
the peaks showing wider shoulders and long range spatial lags (Fig. 1d). This is due to the long range correlations 
of adjacent pixel intensity, resulting in decreased kurtosis (peakedness) (Fig. 1f) and is indicative of an increase 

Figure 1.  ABCG1 organized into filamentous structures at the plasma membrane. After membrane removal 
and imaging of the remaining membrane sheet in control (a) or cholesterol treated (c) cells, the filaments are 
more visible. (b,d) are examples of 2D ICS auto-correlation functions (ACF) for control and cholesterol treated 
cells, respectively. Insets in (b,d) display the top view of 2D ACFs, indicating the extent of the 2D variances 
of these distributions. The 2D variances of ACFs, shown in (e) for cholesterol treated (n =​ 30 cells) cells show 
much larger variances than controls (n =​ 25 cells), indicating that cholesterol increases the filamentation pattern 
and the spread of 2D ACFs. This is in agreement with much lower 2D kurtosis (peakedness) of cholesterol 
treatment ACFs, shown in (f). The mean of the data is shown as a red line. The 95% confidence intervals are 
represented by the pink zones and one standard deviation is represented by the blue zones ****P <​ 0.0001.
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in the filamentous structure of ABCG1. Cholesterol treatment did not alter the localization of the myristoyl 
anchored eGFP reporter Src15-eGFP (Supplementary Fig. 5)

Filamentous ABCG1 does not localize with ER.  The crossing filamentous structures produced 
comb-like features that were reminiscent of an endoplasmic reticulum (ER) network adjacent to the plasma mem-
brane. To determine if this was the case, colocalization of the ABCG1 filaments with calreticulin in the ER was 
evaluated by imaging intact, untreated, fixed cells expressing ABCG1 and immunostaining for ABCG1 and calre-
ticulin. Co-localization of the ER and ABCG1 was observed as previously reported12 in both control and choles-
terol treated cells (Fig. 2a, Supplementary Figs 6 and 7). However, multiple ABCG1 filaments did not co-localize 
with the ER under both control and cholesterol treated conditions. The difference image (Fig. 2d) between the 
normalized green (Fig. 2b) and red (Fig. 2c) channel images clearly showed filamentous ABCG1 structures were 
not co-localized with calreticulin, representing a separate pool of ABCG1. Quantification of ACFs of the green 
channel (ABCG1) and the difference image (IG-IR) was consistent with the visible differences in Fig. 2c containing 
ABCG1 primarily localized in filaments that were not co-localized with calreticulin (Fig. 2e,f). Importantly, no 
calreticulin staining was observed on membrane sheets (data not shown).

ABCG1 localizes in the proximity of actin filaments.  The filamentous nature of the ABCG1 in the 
basal membrane prompted us ask if this organization could be explained by co-localization of ABCG1 with the 
actin cytoskeleton. Labeling of actin filaments and ABCG1 in intact, fixed, and untreated cells showed clusters 

Figure 2.  Filamentous ABCG1 does not localize with calreticulin in the ER. (a) Representative example of 
intact, untreated, permeabilized and fixed cells immunostained for ABCG1-myc (green) and the ER marker 
calreticulin (red). (b) Green (IG) and (c) red (IR) channels images and (d) the difference (IG-IR) image. (e) The 
variances of the ACF of the difference images (n =​ 12) are larger than that of green channel alone, indicating 
that ABCG1 that did not co-localize with ER tended to be filamentous in nature. (f) 2D Kurtosis displays lower 
peakedness in the difference image than in the green channel alone **P <​ 0.01.
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of ABCG1 (green) lining actin filaments (red) (Fig. 3a, Supplementary Fig. 8). Co-localization and coupling of 
ABCG1 with the actin filaments in intact cells was even more pronounced in cells that were pre-incubated with 
cholesterol-loaded β​-methyl cyclodextrin (Fig. 3d, Supplementary Fig. 9). In order to better characterize this 
co-localization, we prepared basal membrane sheets, which confirmed that this co-localization occurred at the 
cell membrane in both untreated (Fig. 3b) and cholesterol loaded cells (Fig. 3e). To quantify the impact of cho-
lesterol loading on ABCG1-actin co-localization, actin filament images were converted into bare skeleton binary 
images (Supplementary Fig. 10; see Methods for details) and ABCG1 cluster positions extracted. This information 
(Fig. 3c,f) was used to calculate the distance between ABCG1 cluster centroids and the closest filament of the 
actin network (Fig. 3g). Cholesterol loaded cells show smaller average distance between ABCG1 positions and 
actin filaments (0.19 ±​ 0.18 μ​m) relative to control cells (0.34 ±​ 0.29 μ​m).

Inhibiting actin polymerization disrupts filamentous ABCG1.  Disruption of actin filaments in intact 
CHO-K1 cells with Latrunculin B resulted in loss filamentous actin and ABCG1 structures (Fig. 4a control vs 
4b treated; Supplementary Fig. 11). The depolymerized actin monomers aggregated in the cellular periphery 
and were associated with the reorganization of ABCG1 into comb-like structures (yellow lines). Coincidentally, 
regions of cells enclosed by yellow lines display a higher concentration of actin relative to regions enclosed by 
white lines. The variance of the ACF values was significantly decreased in the Latrunculin B treated cells (Fig. 4c), 
resulting in increased kurtosis (peakedness) (Fig. 4d) due to loss of ABCG1 filamentous structure.

Plasma membrane ABCG1 colocalizes with Lck10.  To further understand the localization of filamen-
tous ABCG1, an inner membrane leaflet peptide, Lck10-mCherry, was expressed in CHO-K1 cells. Lck10 was 
previously shown to organize along actin filaments in cholesterol rich plasma membrane domains21. Filamentous 
organization of both Lck10 and ABCG1 was observed in cell membrane sheets under control and cholesterol 
treated conditions (Fig. 5). Lck10 formed continuous filaments similar to that previously observed for actin, with 
ABCG1 aligned with Lck10 and localized to punctuated clusters.

Figure 3.  Filamentous ABCG1 co-localizes with actin filaments. Colocalization of ABCG1 (green) and 
actin (red) filaments under control conditions in intact, fixed cells (a) and cell membrane sheets (b) and in 
cholesterol treated intact, fixed cells (d) and cell membrane sheets (e). (c,f) Detected ABCG1 clusters (circles) 
superimposed on a binary skeletonization mask from actin filament image. (g) Quantification of distance 
(pixels) between ABCG1 clusters and closest actin skeleton point ****P <​ 0.0001.
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Cholesterol increases ABCG1 diffusion.  In order to explore further the association of ABCG1 and actin 
filaments, we evaluated the mobility of ABCG1 by time series imaging of membrane sheets from non-fixed cells. 
Single particle tracking of ABCG1 in the control samples did not exhibit large displacements (Fig. 6a) while the 
cholesterol-loaded cells showed trajectories oriented along the actin filaments (Fig. 6b). The largest diffusion 
coefficient observed was in the order of 0.1–0.5 s, and the trajectories were generally localized to regions between 
actin filaments (Fig. 6b). The mean diffusion coefficient ±​ standard deviation for control sample was 1.7 ±​ 3.5 ms. 
The ABCG1 in the cholesterol-loaded cells showed a faster average diffusion coefficient of 4.7 ±​ 7.7 ms.

Discussion
The cellular localization and, by extension, the function of ABCG1 has been a topic of significant debate. Whilst 
a number of investigators have reported that ABCG1 exports cholesterol to extracellular acceptors and that it is 
localized at the cell surface4,12–14, others have reported that it functions intracellularly16. In this study, we utilized 
TIRF microscopy and cell membrane sheet preparations to resolve these conflicting reports and establish une-
quivocally whether ABCG1 is localized at the plasma membrane and precisely which intracellular compartments 
with which it associates.

Our findings indicate that ABCG1 is organised in two distinct cellular pools that are located in the ER and at 
the plasma membrane. The presence of ABCG1 in the ER is consistent with its previously described intracellular 
role in the removal of excess lipid from intracellular compartments16. However, that study found no colocalisa-
tion between ABCG1 and the ER marker calnexin16. We also observed that ABCG1 that was not colocalised with 
the ER marker calreticulin, but that it was organised into filamentous structures. As TIRF microscopy allows for 

Figure 4.  Filamentous ABCG1 is disrupted by the actin polymerization blocking agent, Latrunculin B. 
ABCG1 and actin localisation in control (a) and Latrunculin B treated cells (b). White dashed lines show the 
regions in which ABCG1 organizes in heterogeneous clusters, while yellow lines delimit areas of cell exhibiting 
more structured, comb-like ABCG1 organization. (c) The variances of the ACF of the Latrunculin B cells were 
lower than control cells, indicating a loss of ABCG1 and actin association. (d) 2D Kurtosis displays higher 
peakedness in the Latrunculin B image than in the control image *P <​ 0.05.



www.nature.com/scientificreports/

6Scientific Reports | 7:42025 | DOI: 10.1038/srep42025

visualisation of molecules within approximately 100 nm of the plasma membrane, we prepared cell membrane 
sheets to confirm that these filamentous structures were localized at the plasma membrane.

Treatment of cells with cholesterol increased plasma membrane associated ABCG1 levels indicating that 
ABCG1 cycles between the intracellular and plasma membrane pools based on cellular cholesterol levels. This is 
consistent with a previous study that ascribed an exclusively intracellular role to ABCG1 in cells maintained in 
lipoprotein deficient serum and in the presence of a statin16, both of which are associated with decreased cellular 
cholesterol levels. In addition to regulating ABCG1 localization, cholesterol also regulates ABCG1 levels via inhi-
bition of ubiquitination and subsequent degradation22.

The organization of ABCG1 into filamentous structures prompted us to investigate if plasma membrane asso-
ciated ABCG1 was associated with cortical actin filaments. ABCG1 interacts with a number of actin-associated 
proteins20 and has previously been shown to localize to RhoB +​ vesicles23, which regulate endosome transport to 
subcortical actin stress fibres24. In the present study ABCG1 co-localized with actin in basal membrane sheets 
and its organization was severely disrupted by inhibition of actin polymerization. This strongly suggests that 
surface-associated ABCG1 is linked to the actin cytoskeleton. It is also consistent with reports of actin polymeri-
zation impacting on the localization of ABCA119 and functionality of ABCC125. Loading of cells with cholesterol 
significantly increased the organization of ABCG1 in the cell membrane into filamentous structures. The strong 
alignment of ABCG1 and Lck10 in filamentous structures on membrane sheets provides further evidence that 
ABCG1 is present at the cell surface and is localized in cholesterol rich, actin associated membrane regions.

In summary, this study resolves the discrepancies regarding the intracellular organization of ABCG1 and 
demonstrated that the actin cytoskeleton plays a critical role in the plasma membrane localization of ABCG1.

Methods
Cell Culture and Treatment.  CHO-K1 cells stably overexpressing C-terminally myc-tagged ABCG12,9 were 
cultured in Ham’s F12 medium supplemented with 10% (v/v) heat inactivated FBS at 37 °C in 5% CO2. HeLa cells 
stably overexpressing ABCG1-GFP26 were cultured in DMEM medium supplemented with 10% (v/v) heat inac-
tivated FBS at 37 °C in 5% CO2. Cells were seeded in a glass-base dish (35 mm diameter with a window diameter 
of 12 mm, 0.15 mm-thick glass; Iwaki) and cultured for 1 d before experimenation. The cells were enriched with 
cholesterol by incubation at 37 °C for 30 min with methyl-β​-cyclodextrin/cholesterol complexes (Sigma-Aldrich) 
at a final cholesterol concentration of 50 μ​g/mL. Actin polymerization was inhibited in by incubating the cells at 
37 °C for 30 min with Latrunculin B (final concentration 10 μ​M).

Figure 5.  Filamentous ABCG1 co-localizes with Lck10. ABCG1 (green) and Lck10 (red) localization in 
control (a,b) and cholesterol treated (c,d) CHO-K1 cell membrane sheets.
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Cell Membrane Sheet Preparation.  In order to isolate the basal membrane and associated actin filaments 
from CHO-K1 cells, membranes were sheared off cells adhering to the glass coverslip of an imaging dish as 
previously described27,28. Culture media was removed and the cells were washed with PBS, followed by osmotic 
swelling (1 min) with sterile water. Ripping stamps were prepared in advance, using round 18 mm coverslips 
that were cleaned with water, acetone, ethanol and super-glued onto a 1.5 mL Eppendorf tube. A drop of 0.01% 
Poly-L-Lysine (PLL, Sigma-Aldrich) was deposited on the clean side of the coverslip and incubated at room tem-
perature for 30 min. Non-deposited PLL was rinsed off using distilled water. The water was removed from cells 
and the PLL coated side of the stamp was pressed onto the surface of cells. The stamp was removed along with 
the cell membrane. The culture dish was rinsed twice with PBS to remove remaining organelles from the exposed 
cellular cytosol and fixed in 10% (w/v) neutral buffered formalin for 10 min at room temperature.

Labelling.  Whole cells and cell sheets were blocked/permeabilized overnight at 4 °C in PBS containing 1% 
(w/v) BSA, and 0.3% (v/v) Triton X-100. The samples were washed in PBS and stained with Alexa488 conjugated 
myc-tag antibody (Cell Signaling), calreticulin (ER marker) antibody (Abcam) or Alexa647 conjugated phalloidin 
(Thermo Fisher Scientific) for 1 h at room temperature. The samples were washed and, where required, incubated 

Figure 6.  Cholesterol increases ABCG1 diffusion. (a) Example of control sample ABCG1 trajectories in 
control cells, colour coded by the magnitude of the diffusion coefficient (blue to red for increasing D, see 
histogram) and superimposed on the image of phalloidin-labeled actin. (b) Example of trajectories for ABCG1 
in cholesterol-loaded CHO-K1 cells. The mean square displacement for each ABCG1 trajectory was calculated 
and fitted linearly for the first 5 temporal lags, in order to obtain a diffusion coefficient per trajectory. The 
membrane sheets were imaged at 26 °C.
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with Alexa647 conjugated anti-rabbit antibody for labelling of calreticulin for 1 h. All samples were washed in PBS 
prior to imaging. To allow for comparison of different acquisition channels and generation of difference images, 
images from each channel were normalized relative to their maximum intensity, such that final intensity ranged 
from 0 to 1.

Transfection.  CHO-K1 cells stably overexpressing C-terminally myc-tagged ABCG1 were transfected with 
plasmid encoding Lck10-mCherry or Src15-eGFP21 using Lipofectamine 3000 (ThermoFisher Scientific). Protein 
expression was confirmed after 48 h using a fluorescence microscope.

TIRF Imaging.  Imaging was performed on an Elyra (Zeiss) microscope using TIRF illumination. 
Alexa488-myc labelled ABCG1, ABCG1-eGFP and Src-eGFP were imaged using 488 nm and phalloidin Alexa647 
labelled actin and mCherry were imaged using 642 nm laser lines, sequentially with appropriate band-pass filters 
to minimize the bleed-through. A high resolution 100×, 1.46 NA Oil immersion objective lens was used for 
imaging, at 1.6×​ additional zoom, resulting in a 0.1 μ​m pixels size. For time series experiments, images were 
acquired at 32 Hz.

ICS Analysis and Image Moments of ACF.  Spatial auto-correlation function (ACF) for each image was 
calculated as described previously29. Briefly, images were Fast Fourier Transformed (FFT) spatially and an image 
spectrum obtained by multiplication with its complex conjugate. The inverse FFT was applied to the absolute 
value of the spectrum which resulted in the spatial ACF. This approach to image ACF calculation saves compu-
tational time, without affecting the final result. In order to characterize the 2D variance and peakedness of this 
ACF distribution, we calculated the first 4 moments using the method as described previously30. In summary, 2D 
variances along x and y axis were obtained using:
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For each ACF a σ​x, σ​y and β​2,2 were calculated and summarized for a given condition.

Actin Skeletonization and ABCG1 Feature Finding.  The actin image was passed through the A trou 
wavelet filter as described previously31, in order to smooth the image and remove the noise. The filtered image was 
thresholded so that all the values above the mean intensity +​10% of standard deviation of intensity distribution, 
were kept in the mask. The binary mask was cleaned by morphological operations using Matlab built in operation 
of opening, skeletonization and bridging of isolated pixels. The ABCG1 clusters detection was performed using 
a previously developed Matlab code32. The centroids of each cluster was extracted and used for further distance 
measurement to the actin skeleton, which was done using custom built Matlab code.

Single Particle Tracking of ABCG1 Clusters and Mean Square Displacement Analysis.  The single 
particle tracking was done using the DiaTrack33 algorithm. The image series were loaded in DiaTrack GUI and 
Gaussian filter of σ​ =​ 1.3 pixels applied to remove the background noise. For each cell analyzed, a contour polygon 
around the cell was selected to increase the speed of the detection and tracking and remove the undesired features 
from the extracellular background. A threshold of ∼​15–25 out of 255 was sufficient to cutoff the faint and noisy 
features detected. After feature detection, the tracking maximum particle displacement, in pixels, was estimated 
using the toggle option of the GUI. After tracking, the tracks were bridged, for the gaps, using the post-processing 
options of the GUI. Finally, the trajectories were corrected for xy drift, using the post-processing option of drift 
correction using the overall movement of the center of mass of particles. The tracking results were imported in 
Matlab and the mean square displacements were calculated per trajectory and fitted for first five temporal lags, 
in order to extract the diffusion coefficient per trajectory. The trajectories were superimposed on the actin image 
and color coded by the magnitude of the diffusion coefficient.

Statistical Analysis.  The data points in the statistical plots show the central mark which is the mean of the 
data (red line). Points are visualized as a 1.96 standard error of the mean (95% confidence interval) in pink zones 
and 1 standard deviation in blue zones. One-way Anova of the mean was used to determine statistically signifi-
cant differences between data sets. P <​ 0.05 was considered statistically significant.



www.nature.com/scientificreports/

9Scientific Reports | 7:42025 | DOI: 10.1038/srep42025

References
1.	 Klucken, J. et al. ABCG1 (ABC8), the human homolog of the Drosophila white gene, is a regulator of macrophage cholesterol and 

phospholipid transport. Proc Natl Acad Sci USA 97, 817–822 (2000).
2.	 Gelissen, I. C. et al. Expression and stability of two isoforms of ABCG1 in human vascular cells. Atherosclerosis 208, 75–82, doi: 

10.1016/j.atherosclerosis.2009.06.028 (2010).
3.	 Wang, N., Lan, D., Chen, W., Matsuura, F. & Tall, A. R. ATP-binding cassette transporters G1 and G4 mediate cellular cholesterol 

efflux to high-density lipoproteins. Proc Natl Acad Sci USA 101, 9774–9779, doi: 10.1073/pnas.0403506101 (2004).
4.	 Vaughan, A. M. & Oram, J. F. ABCG1 redistributes cell cholesterol to domains removable by high density lipoprotein but not by 

lipid-depleted apolipoproteins. J Biol Chem 280, 30150–30157, doi: 10.1074/jbc.M505368200 (2005).
5.	 Kennedy, M. A. et al. ABCG1 has a critical role in mediating cholesterol efflux to HDL and preventing cellular lipid accumulation. 

Cell Metab 1, 121–131, doi: 10.1016/j.cmet.2005.01.002 (2005).
6.	 Kobayashi, A. et al. Efflux of sphingomyelin, cholesterol, and phosphatidylcholine by ABCG1. J Lipid Res 47, 1791–1802, doi: 

10.1194/jlr.M500546-JLR200 (2006).
7.	 Xu, M. et al. ABCG1 mediated oxidized LDL-derived oxysterol efflux from macrophages. Biochem Biophys Res Commun 390, 

1349–1354, doi: 10.1016/j.bbrc.2009.10.152 (2009).
8.	 Kerr, I. D., Haider, A. J. & Gelissen, I. C. The ABCG family of membrane-associated transporters: you don’t have to be big to be 

mighty. Br J Pharmacol 164, 1767–1779, doi: 10.1111/j.1476-5381.2010.01177.x (2011).
9.	 Gelissen, I. C. et al. ABCA1 and ABCG1 synergize to mediate cholesterol export to apoA-I. Arterioscler Thromb Vasc Biol 26, 

534–540, doi: 10.1161/01.ATV.0000200082.58536.e1 (2006).
10.	 Cserepes, J. et al. Functional expression and characterization of the human ABCG1 and ABCG4 proteins: indications for 

heterodimerization. Biochem Biophys Res Commun 320, 860–867, doi: 10.1016/j.bbrc.2004.06.037 (2004).
11.	 Hegyi, Z. & Homolya, L. Functional Cooperativity between ABCG4 and ABCG1 Isoforms. PLoS One 11, e0156516, doi: 10.1371/

journal.pone.0156516 (2016).
12.	 Neufeld, E. B. et al. Cellular Localization and Trafficking of the Human ABCG1 Transporter. Biology (Basel) 3, 781–800, doi: 

10.3390/biology3040781 (2014).
13.	 Wang, N., Ranalletta, M., Matsuura, F., Peng, F. & Tall, A. R. LXR-induced redistribution of ABCG1 to plasma membrane in 

macrophages enhances cholesterol mass efflux to HDL. Arterioscler Thromb Vasc Biol 26, 1310–1316, doi: 10.1161/01.
ATV.0000218998.75963.02 (2006).

14.	 Xie, Q. et al. Cell surface localization of ABCG1 does not require LXR activation. Arterioscler Thromb Vasc Biol 26, e143–144 author 
reply e145, doi: 10.1161/01.ATV.0000245790.47112.b2 (2006).

15.	 Sano, O. et al. ABCA1, ABCG1, and ABCG4 are distributed to distinct membrane meso-domains and disturb detergent-resistant 
domains on the plasma membrane. PLoS One 9, e109886, doi: 10.1371/journal.pone.0109886 (2014).

16.	 Tarling, E. J. & Edwards, P. A. ATP binding cassette transporter G1 (ABCG1) is an intracellular sterol transporter. Proc Natl Acad Sci 
USA 108, 19719–19724, doi: 10.1073/pnas.1113021108 (2011).

17.	 Sturek, J. M. et al. An intracellular role for ABCG1-mediated cholesterol transport in the regulated secretory pathway of mouse 
pancreatic beta cells. J Clin Invest 120, 2575–2589, doi: 41280 [pii]10.1172/JCI41280 (2010).

18.	 Kok, J. W., Klappe, K. & Hummel, I. The Role of the Actin Cytoskeleton and Lipid Rafts in the Localization and Function of the 
ABCC1 Transporter. Advances in Biology 2014, 11, doi: 10.1155/2014/105898 (2014).

19.	 Nagata, K. O., Nakada, C., Kasai, R. S., Kusumi, A. & Ueda, K. ABCA1 dimer-monomer interconversion during HDL generation 
revealed by single-molecule imaging. Proc Natl Acad Sci USA 110, 5034–5039, doi: 10.1073/pnas.1220703110 (2013).

20.	 Aleidi, S. M. et al. The E3 ubiquitin ligases, HUWE1 and NEDD4-1, are involved in the post-translational regulation of the ABCG1 
and ABCG4 lipid transporters. J Biol Chem 290, 24604–24613, doi: 10.1074/jbc.M115.675579 (2015).

21.	 Alvarez-Guaita, A. et al. Evidence for annexin A6-dependent plasma membrane remodelling of lipid domains. Br J Pharmacol 172, 
1677–1690, doi: 10.1111/bph.13022 (2015).

22.	 Hsieh, V. et al. Cellular cholesterol regulates ubiquitination and degradation of the cholesterol export proteins ABCA1 and ABCG1. 
J Biol Chem 289, 7524–7536, doi: 10.1074/jbc.M113.515890 (2014).

23.	 Tarr, P. T. & Edwards, P. A. ABCG1 and ABCG4 are coexpressed in neurons and astrocytes of the CNS and regulate cholesterol 
homeostasis through SREBP-2. J Lipid Res 49, 169–182, doi: 10.1194/jlr.M700364-JLR200 (2008).

24.	 Fernandez-Borja, M., Janssen, L., Verwoerd, D., Hordijk, P. & Neefjes, J. RhoB regulates endosome transport by promoting actin 
assembly on endosomal membranes through Dia1. J Cell Sci 118, 2661–2670, doi: 10.1242/jcs.02384 (2005).

25.	 Hummel, I., Klappe, K., Ercan, C. & Kok, J. W. Multidrug resistance-related protein 1 (MRP1) function and localization depend on 
cortical actin. Molecular pharmacology 79, 229–240, doi: 10.1124/mol.110.069013 (2011).

26.	 Mukhamedova, N. et al. Enhancing apolipoprotein A-I-dependent cholesterol efflux elevates cholesterol export from macrophages 
in vivo. J Lipid Res 49, 2312–2322, doi: 10.1194/jlr.M800095-JLR200 (2008).

27.	 Lillemeier, B. F., Pfeiffer, J. R., Surviladze, Z., Wilson, B. S. & Davis, M. M. Plasma membrane-associated proteins are clustered into 
islands attached to the cytoskeleton. Proc Natl Acad Sci USA 103, 18992–18997, doi: 10.1073/pnas.0609009103 (2006).

28.	 Sanan, D. A. & Anderson, R. G. Simultaneous visualization of LDL receptor distribution and clathrin lattices on membranes torn 
from the upper surface of cultured cells. J Histochem Cytochem 39, 1017–1024 (1991).

29.	 Petersen, N. O., Hoddelius, P. L., Wiseman, P. W., Seger, O. & Magnusson, K. E. Quantitation of membrane receptor distributions by 
image correlation spectroscopy: concept and application. Biophysical journal 65, 1135–1146, doi: 10.1016/S0006-3495(93)81173-1 
(1993).

30.	 Zhang, N. F. et al. Image sharpness measurement in the scanning electron-microscope–part III. Scanning 21, 246–252 (1999).
31.	 Izeddin, I. et al. Wavelet analysis for single molecule localization microscopy. Optics express 20, 2081–2095, doi: 10.1364/

OE.20.002081 (2012).
32.	 Pelletier, V., Gal, N., Fournier, P. & Kilfoil, M. L. Microrheology of microtubule solutions and actin-microtubule composite networks. 

Phys Rev Lett 102, 188303, doi: 10.1103/PhysRevLett.102.188303 (2009).
33.	 Vallotton, P. & Olivier, S. Tri-track: free software for large-scale particle tracking. Microsc Microanal 19, 451–460, doi: 10.1017/

S1431927612014328 (2013).

Acknowledgements
This work was partially supported by National Health and Medical Research Council of Australia Grant 1037903.

Author Contributions
E.P. and B.C. developed the concept of the study. E.P. conducted the microscopy experiments, data analysis and 
interpretation and wrote the manuscript. B.C. performed cell experiments, data interpretation and wrote the 
manuscript. I.G. contributed by supplying the ABCG1 overexpressing CHO cells, and discussion and preparation 
of the manuscript. D.S. contributed by supplying the ABCG1 overexpressing HeLa cells, and discussion and 
preparation of the manuscript. R.W., P.J.B., K.G. and K.A.R. contributed to the manuscript through discussion 
and data interpretation. All authors reviewed the manuscript.



www.nature.com/scientificreports/

1 0Scientific Reports | 7:42025 | DOI: 10.1038/srep42025

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Pandzic, E. et al. The ATP binding cassette transporter, ABCG1, localizes to cortical 
actin filaments. Sci. Rep. 7, 42025; doi: 10.1038/srep42025 (2017).
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

This work is licensed under a Creative Commons Attribution 4.0 International License. The images 
or other third party material in this article are included in the article’s Creative Commons license, 

unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license, 
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this 
license, visit http://creativecommons.org/licenses/by/4.0/
 
© The Author(s) 2017

http://www.nature.com/srep
http://creativecommons.org/licenses/by/4.0/

	The ATP binding cassette transporter, ABCG1, localizes to cortical actin filaments

	Results

	ABCG1 organizes into filamentous surface membrane associated structures and is enhanced by cholesterol loading. 
	Filamentous ABCG1 does not localize with ER. 
	ABCG1 localizes in the proximity of actin filaments. 
	Inhibiting actin polymerization disrupts filamentous ABCG1. 
	Plasma membrane ABCG1 colocalizes with Lck10. 
	Cholesterol increases ABCG1 diffusion. 

	Discussion

	Methods

	Cell Culture and Treatment. 
	Cell Membrane Sheet Preparation. 
	Labelling. 
	Transfection. 
	TIRF Imaging. 
	ICS Analysis and Image Moments of ACF. 
	Actin Skeletonization and ABCG1 Feature Finding. 
	Single Particle Tracking of ABCG1 Clusters and Mean Square Displacement Analysis. 
	Statistical Analysis. 

	Acknowledgements
	Author Contributions
	﻿Figure 1﻿﻿.﻿﻿ ﻿ ABCG1 organized into filamentous structures at the plasma membrane.
	﻿Figure 2﻿﻿.﻿﻿ ﻿ Filamentous ABCG1 does not localize with calreticulin in the ER.
	﻿Figure 3﻿﻿.﻿﻿ ﻿ Filamentous ABCG1 co-localizes with actin filaments.
	﻿Figure 4﻿﻿.﻿﻿ ﻿ Filamentous ABCG1 is disrupted by the actin polymerization blocking agent, Latrunculin B.
	﻿Figure 5﻿﻿.﻿﻿ ﻿ Filamentous ABCG1 co-localizes with Lck10.
	﻿Figure 6﻿﻿.﻿﻿ ﻿ Cholesterol increases ABCG1 diffusion.



 
    
       
          application/pdf
          
             
                The ATP binding cassette transporter, ABCG1, localizes to cortical actin filaments
            
         
          
             
                srep ,  (2017). doi:10.1038/srep42025
            
         
          
             
                Elvis Pandzic
                Ingrid C. Gelissen
                Renee Whan
                Philip J. Barter
                Dmitri Sviridov
                Katharina Gaus
                Kerry-Anne Rye
                Blake J. Cochran
            
         
          doi:10.1038/srep42025
          
             
                Nature Publishing Group
            
         
          
             
                © 2017 Nature Publishing Group
            
         
      
       
          
      
       
          © 2017 The Author(s)
          10.1038/srep42025
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep42025
            
         
      
       
          
          
          
             
                doi:10.1038/srep42025
            
         
          
             
                srep ,  (2017). doi:10.1038/srep42025
            
         
          
          
      
       
       
          True
      
   




