bioRxiv preprint doi: https://doi.org/10.1101/623918; this version posted May 2, 2019. The copyright holder for this preprint (which was not
certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

APOLA1 is not expressed in proximal tubules and is not filtered.

Natalya A. Blessing, Ph.D.", Zhenzhen Wu, R.N.2, Sethu Madhavan, M.D.?*, Myung K. Shin,
Ph.D.4, Maarten Hoek, Ph.D.5, John R. Sedor, M.D.23# John F. O'Toole. M.D.2# and
Leslie A. Bruggeman, Ph.D.2#

'Rammelkamp Center for Education and Research, MetroHealth Medical Center, ?Departments
of Inflammation & Immunity and Nephrology, Cleveland Clinic, 3Department of Physiology &
Biophysics, Case Western Reserve University School of Medicine, Cleveland, OH 44195,
4“MRL, Merck & Company, Inc., Kenilworth, NJ 07033. Maze Therapeutics, South San
Francisco, CA 94080

*Present address: Ohio State University

#These authors contributed equally to this work.

Correspondence to:

Leslie Bruggeman

Department of Inflammation & Immunity, NC-22
Cleveland Clinic

9500 Euclid Ave

Cleveland, OH 44195

(216)442-8516

leslie.bruggeman@case.edu


https://doi.org/10.1101/623918

bioRxiv preprint doi: https://doi.org/10.1101/623918; this version posted May 2, 2019. The copyright holder for this preprint (which was not
certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

Abstract

The kidney expression pattern of APOL1 was examined using both protein and mRNA in situ
methods on APOL 1 bacterial artificial chromosome transgenic mice, with and without proteinuria.
APOL1 was detected in podocytes and endothelial cells of the kidney, but was not expressed in
tubular epithelia, nor was plasma APOL1 protein filtered and reabsorbed by the proximal tubule.
APOL1 expression in podocytes and endothelia should remain the focus for mechanistic studies

of APOL1-mediated pathogenesis.
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Introduction

The mechanism of pathogenesis associated with African APOL 1 polymorphisms and risk for non-
diabetic chronic kidney disease (CKD) is not fully understood. Prior studies have minimized a
causal role for the constitutively circulating APOL1 protein (1-3), thus efforts to understand kidney
pathogenesis have focused on APOL1 expressed in renal cells. The APOL1 kidney expression
pattern remains unclear with published discrepancies between immunohistochemistry and mRNA
in situ hybridization results, most notably the abundant APOL1 protein observed in proximal tubule
cells (4-6). In addition, since APOL1 is constitutively present in blood, it is unclear if APOL1 is
filtered, especially in the setting of proteinuria, which could result in APOL1 protein reabsorption

by the proximal tubule.

APOLA1 in circulation is bound to either a 500kDa HDL; particle, known as trypanolytic factor 1, or
to a 1000kDa lipid-poor IgM complex, known as trypanolytic factor 2 (7-9). The proteins produced
by the two CKD-associated APOL1 variant alleles, G1 and G2, bind these high molecular weight
complexes similar to the common allele GO (10). Although the APOL1 protein (42.5kDa) is small
enough to pass the glomerular filtration barrier size restriction limit, it is not known to circulate
independent of these high molecular weight complexes (11). However, lipoproteins and other
components of HDLs can be filtered (12), and in the setting of proteinuria, larger molecular weight
proteins may appear in filtrate, exposing tubular epithelia to serum proteins not normally filtered.
It is unclear whether APOL1 or APOL1-containing complexes may be filtered in the setting of

proteinuria.

Results

Three transgenic mouse lines expressing a human bacterial artificial chromosome (BAC)
encompassing the entire APOL1 genomic region for either the GO, G1, or G2 alleles have been
described (13, 14). These mice express APOL 1 under native gene regulatory regions and appear
to replicate the gene expression pattern observed in humans. APOL1 protein was abundant in
podocytes and also was present in endothelial cells of peritubular capillaries, glomerular
capillaries, and arteries (Fig. 1A,B). This pattern in the BAC-APOL1 mice was consistent with our
prior reports examining human kidney tissue (6). Expression in podocytes and endothelia was
confirmed with mRNA in situ hybridizations, however, no APOL1 protein or mMRNA was detected
in the proximal tubule or any other nephron segment (Fig. 1C). Lack of tubule expression is
consistent with our prior mRNA in situ hybridization results from human kidney which also did not
find evidence of APOL1 expression in tubules (5). Also similar to humans, the BAC-APOLA1
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transgenic mice had abundant APOL1 in serum (Fig. 1E). A prior study of human liver transplant
recipients, whose APOL1 genotypes did not match the APOLT genotype of their allografts,
established that circulating APOL1 in humans is largely produced by the liver (15). The BAC-
APOL1 transgenic mice had abundant APOL1 protein and mRNA expression in the liver,
predominately in zone 3 hepatocytes immediately adjacent to central veins (Supplemental
Figure 1). In the kidney, this circulating APOL1 protein was readily detected in blood trapped in
vascular lumens (Supplemental Figure 2). Overall, there was no difference in the APOL1
expression patterns between the GO, G1, or G2 expressing mice (Supplemental Figure 2),
similar to our previous studies in human biopsies from patients with different APOL7 genotypes
(5, 6, 16).

None of the BAC-APOL1 mice spontaneously developed proteinuria (Fig. 1D), which is consistent
with the original description of these mouse models (13, 14). When proteinuria was induced by
interbreeding with a model of HIV-associated nephropathy (Fig. 1D), APOL1 was not evident in
filtrate or within proximal tubules (Fig. 2). These mouse kidneys were also immunostained for
APOA1, an apolipoprotein that is filtered, as a positive control for the vascular distribution and
proximal tubule reabsorption patterns. APOA1 was readily detected in glomerular capillary
lumens, and also concentrated in protein reabsorption droplets at the brush border
(Supplemental Figure 3A). In the setting of proteinuria, APOA1-containing reabsorption droplets
increased in both number and staining intensity at the proximal tubule brush border

(Supplemental Figure 3B). A similar pattern was not observed with APOL1 (Fig. 2).

Discussion

Antibody specificity has been recognized as one of the most significant challenges impacting
reproducible research (17). We and others had originally reported APOL1 protein is present in
proximal tubules of normal and diseased subjects (4, 6). However, our continuing work with other
anti-APOL1 antibodies and subsequent studies using mRNA in situ hybridization indicated APOL1
was not expressed by proximal tubules (5). A remaining possibility is that APOL1 protein is filtered
and reabsorbed, resulting in the appearance of APOL1 protein in proximal tubules. Using in situ
methods that do not rely on antibodies, along with the newly available human BAC-APOL1
transgenic mice, neither APOL1 protein nor APOLT mRNA could be detected in any tubular
epithelia. In the setting of proteinuria, APOL1 also was not filtered. In our hands, the Sigma rabbit
polyclonal antibody consistently recognizes human APOL1 but has lot-to-lot differences with

recognition of other proteins. The Sigma rabbit polyclonal lot used in studies here, does not
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replicate the strong proximal tubule staining observed in prior lots. Although monoclonal
antibodies would eliminate the variation inherent in polyclonal antibody production lots, the
commercial monoclonal antibodies are non-specific or have poor sensitivity for APOL1 (our
experience with commercial anti-human APOL1 antibodies are summarized in Supplemental
Tables 1A-C, and Supplemental Figure 4). The use of normal mouse kidney tissue as an
irrefutable negative control is a strong quality control step in validating APOL1 antibodies and is

routinely used in our laboratory.

A reproducible and consistent observation is the expression of APOL7 in podocytes and
endothelium in both the BAC-APOL1 transgenic mice in this study and in prior work with human
kidney tissue. In addition, observations here indirectly support conclusions from prior studies (1,
2) that circulating APOL1 protein is unlikely to contribute to kidney disease pathogenesis as it is
not the source of kidney-localized APOL1. Evaluating the contribution of podocyte- and
endothelia-expressed APOL1 is a logical focus for future studies examining the mechanism for

APOL1 risk variant contributions to CKD pathogenesis.

Short Methods

Mouse Models: Three transgenic mouse lines expressing a 47kb human BAC encompassing the
promoter and coding regions of the human APOL1 gene for each GO, G1, or G2 alleles (BAC-
APOL1-G0O, BAC-APOL1-G1, or BAC-APOL1-G2) were developed at MSD Research
Laboratories and have been previously described (13, 14). BAC-APOL1 transgenic lines were
backcrossed to FVB/Nj for this study. The mouse model of HIVAN used to induce proteinuria was
the Tg26 HIVAN4 congenic that develops a less aggressive disease than the parental Tg26 model
and has been previously described (18). Intercrossed BAC-APOL1 transgenic mice with HIVAN4
mice were sacrificed at ~45 days of age when proteinuria was >2+ by urine dipstick (GO n=15,
G1 n=11, G2 n=9). Albuminuria was assessed by polyacrylamide gel electrophoresis of 1l urine,
followed by coomassie staining, and serum APOL1 was compared using Western blotting as
previously described (19). All animal studies were with oversight and approval from the
Institutional Animal Care and Use Committees of Case Western Reserve University and the

Cleveland Clinic.

Immunohistochemistry and Immunofluorescence: Formalin-fixed (overnight, 4°C), paraffin-
embedded kidney tissue sections were subjected to antigen retrieval in boiling citrate buffer as

previously described (6) using detection with eitherimmunofluorescence using FITC, Cy3, or Cy5-
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labeled species-specific secondary antibodies or for immunohistochemistry using an avidin-biotin
system (ABC kit and DAB color development, Vector Labs). Primary antibodies used include
rabbit anti-human APOL1 (Sigma, HPAQ018885, lot E105260, 1:400 dilution), rabbit anti-mouse
APOA1 (ThermoFisher, 1:500 dilution), goat anti-mouse CD31 (R&D Systems, 1:200 dilution),
guinea pig anti-Nephrin (USB, 1:200). FITC-labeled lotus tetragonolobus lectin (Vector labs) was
used to label proximal tubule cells as previously described (6). For commercial antibody testing,
mouse kidney tissue was fixed using a variety of methods and paraffin embedded.
Immunohistochemistry was performed using a variety of antigen retrieval methods and various
commercial antibodies to human APOL1 (details in Supplemental Figure 4 and Supplemental
Tables 1A-C).

mRNA in situ hybridization. The ViewRNA ISH Tissue Assay Kit and a type 6 probe for human
APOL1 (Invitrogen) were used to assess in situ mMRNA expression patterns on 4um sections
formalin-fixed (overnight, 4°C), paraffin-embedded mouse kidney tissue following kit instructions.
Pretreatments used were 20 minute boiling time and 20 minute protease digestion time, and color
development was with fast blue reagents. The fast blue reagent can be visualized with either

white light (Figure 1) or by fluorescence (Supplemental Figure 1)

Acknowledgements
This work was supported by the National Institutes of Health grant numbers DK108329,
DK095832, and DK007470. We thank Dr. William Baldwin for assistance with antibody specificity

testing.

Disclosures

M.H. and M.K.S. were employees of Merck & Company, Inc. during the conduct of this study.


https://doi.org/10.1101/623918

bioRxiv preprint doi: https://doi.org/10.1101/623918; this version posted May 2, 2019. The copyright holder for this preprint (which was not
certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

References

1. Bruggeman LA, O'Toole JF, Ross MD, Madhavan SM, Smurzynski M, Wu K, et al. Plasma
apolipoprotein L1 levels do not correlate with CKD. J Am Soc Nephrol. 2014;25(3):634-44.

2. Kozlitina J, Zhou H, Brown PN, Rohm RJ, Pan Y, Ayanoglu G, et al. Plasma Levels of Risk-
Variant APOL1 Do Not Associate with Renal Disease in a Population-Based Cohort. J Am
Soc Nephrol. 2016;27(10):3204-19.

3. Beckerman P, Bi-Karchin J, Park AS, Qiu C, Dummer PD, Soomro |, et al. Transgenic
expression of human APOLA1 risk variants in podocytes induces kidney disease in mice. Nat
Med. 2017;23(4):429-38.

4. Ma L, Shelness GS, Snipes JA, Murea M, Antinozzi PA, Cheng D, et al. Localization of
APOL1 protein and mRNA in the human kidney: nondiseased tissue, primary cells, and
immortalized cell lines. J Am Soc Nephrol. 2015;26(2):339-48.

5. Madhavan SM, O'Toole JF, Konieczkowski M, Barisoni L, Thomas DB, Ganesan S, et al.
APOL1 variants change C-terminal conformational dynamics and binding to SNARE protein
VAMP8. JCI insight. 2017;2(14).

6. Madhavan SM, O'Toole JF, Konieczkowski M, Ganesan S, Bruggeman LA, Sedor JR. APOL1
localization in normal kidney and nondiabetic kidney disease. J Am Soc Nephrol.
2011;22(11):2119-28.

7. Raper J, Fung R, Ghiso J, Nussenzweig V, Tomlinson S. Characterization of a novel
trypanosome lytic factor from human serum. Infect Immunity. 1999;67(4):1910-6.

8. Smith AB, Esko JD, Hajduk SL. Killing of trypanosomes by the human haptoglobin-related
protein. Science. 1995;268(5208):284-6.

9. Vanhamme L, Paturiaux-Hanocq F, Poelvoorde P, Nolan DP, Lins L, Van Den Abbeele J, et
al. Apolipoprotein L-1 is the trypanosome Iytic factor of human serum. Nature.
2003;422(6927):83-7.

10. Gutierrez OM, Judd SE, Irvin MR, Zhi D, Limdi N, Palmer ND, et al. APOL1 nephropathy risk
variants are associated with altered high-density lipoprotein profiles in African Americans.
Nephrol Dialysis Transplant. 2016;31(4):602-8.

11. Vanhollebeke B, Pays E. The trypanolytic factor of human serum: many ways to enter the
parasite, a single way to kill. Mol Microbiol. 2010;76(4):806-14.


https://doi.org/10.1101/623918

bioRxiv preprint doi: https://doi.org/10.1101/623918; this version posted May 2, 2019. The copyright holder for this preprint (which was not
certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

12. Yang H, Fogo AB, Kon V. Kidneys: key modulators of high-density lipoprotein levels and
function. Curr Op Nephrol Hypertens. 2016;25(3):174-9.

13. Okamoto K, Rausch JW, Wakashin H, Fu Y, Chung JY, Dummer PD, et al. APOL1 risk allele
RNA contributes to renal toxicity by activating protein kinase R. Comm Biol. 2018;1:188.

14. Ryu JH, Ge M, Merscher S, Rosenberg AZ, Desante M, Roshanravan H, et al. APOL1 renal
risk variants promote cholesterol accumulation in tissues and cultured macrophages from
APOL1 transgenic mice. PLoS One. 2019;14(4):e0211559.

15. Shukha K, Mueller JL, Chung RT, Curry MP, Friedman DJ, Pollak MR, et al. Most ApoL1 Is
Secreted by the Liver. J Am Soc Nephrol. 2017;28(4):1079-83.

16. Sampson MG, Robertson CC, Martini S, Mariani LH, Lemley KV, Gillies CE, et al. Integrative
Genomics Identifies Novel Associations with APOL1 Risk Genotypes in Black NEPTUNE
Subjects. J Am Soc Nephrol. 2016;27(3):814-23.

17. Bradbury A, Pluckthun A. Reproducibility: Standardize antibodies used in research. Nature.
2015;518(7537):27-9.

18. Prakash S, Papeta N, Sterken R, Zheng Z, Thomas RL, Wu Z, et al. Identification of the
nephropathy-susceptibility locus HIVAN4. J Am Soc Nephrol. 2011;22(8):1497-504.

19. Bruggeman LA, Wu Z, Luo L, Madhavan SM, Konieczkowski M, Drawz PE, et al. APOL1-GO
or APOL1-G2 Transgenic Models Develop Preeclampsia but Not Kidney Disease. J Am Soc
Nephrol. 2016;27(12):3600-10.


https://doi.org/10.1101/623918

bioRxiv preprint doi: https://doi.org/10.1101/623918; this version posted May 2, 2019. The copyright holder for this preprint (which was not
certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

Figures and legends
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Figure 1. APOL1 was expressed in BAC-APOL1 transgenic mice sera and in podocytes and
endothelia. A. Immunofluorescent staining for APOL1, Nephrin, and CD31 in the BAC-APOLA1
transgenic mouse kidney (G1 mouse is shown). Scale bar=40um. B-C. Serial sections of BAC-
APOL1 mouse kidney for (B) APOL1 protein using an immunohistochemical stain (brown, no
counterstain) and for (C) APOL1 mRNA expression using in situ hybridization (blue, no
counterstain) confirming expression in kidney was restricted to podocyte and endothelium. D.
Proteinuria in single and dual transgenic mice (coomassie stain, arrowhead marks albumin).
Additional low molecular weight urinary proteins (asterisk) are a normal finding in mice. E.
Western blot of mouse serum in the same single and dual transgenic mice showing maintenance
of high levels of serum APOL1 protein in the setting of proteinuria. GO sera were diluted 1:10, G1
and G2 sera were undiluted. APOA1 Western blot as a positive control for serum loading, all were
diluted 1:10. Normal concentrations of APOL1 (42.5kDa) in human sera range from 3-30ug/ml.
Normal APOA1 (28kDa) concentrations in human and mouse sera are similar and range from 0.9-

2.0ug/mil.
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Figure 2. APOL1 does not appear in proximal tubules in proteinuric BAC-APOL1 transgenic
mice. A. Control immunostaining in non-transgenic (wildtype) and proteinuric HIVAN4 mice for
APOL1 along with fluorescent lotus tetragonolobus (“LT”) lectin binding as a marker for proximal
tubule cells. Since wildtype and HIVAN4 mice do not have APOL1, the staining observed in
parietal cells (arrows) is artifact. B. In proteinuric mice, immunofluorescence for APOL1 was not
evident in proximal tubules. The boxed region is magnified below each panel along with the

isolated fluorescent channels shown in black and white. Scale bar=40um.
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