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Introduction
IgA nephropathy (IgAN) is the most common primary glomerulonephritis and a principal cause of  kidney 
failure in China (1). It is characterized by predominant IgA deposition in the mesangial area of  glomeruli. 
The mesangial IgA is exclusively of  the IgA1 subclass and is polymeric and deficient in galactose (2, 3). The 
deposition of  aberrantly glycosylated polymeric IgA1 induced various histopathological lesions, including 
mesangial cell proliferation, cytokines secretion, and extracellular matrix (ECM) production (4–6). Although 
the cause of  the polymeric IgA1 deposition is still under debate, it has been confirmed that circulating IgA1 
or its related complexes play an important role in the pathogenesis of  IgAN (7, 8). Circulating soluble CD89 
(sCD89) was found be to an essential part of  IgA1 complexes and their deposition on mesangium, since 
IgA1 could not be deposited in the glomeruli without expressing human sCD89 in a mouse model (9, 10). In 
the humanized mouse model of  IgAN (α1-KI/CD89-Tg), Berthelot et al. found that strong overexpression 
of  mesangial transglutaminase 2 (TGase2) was colocalized with IgA1 deposition and that the absence of  
TGase2 could dramatically impair mesangial IgA1-sCD89 deposits and abolish hematuria (10), indicating 
the substantial role of  TGase2 in IgA1 deposition. TGase2 may be responsible for a pathogenic amplifica-
tion loop that facilitates IgA1-sCD89 deposition and mesangial cell activation in IgAN (11). However, there 
is no direct evidence to support this hypothesis.

TGase2 is a calcium-dependent enzyme and is involved in cross-linking proteins through the formation 
of  ε-(γ-glutamyl) lysine bonds, which are stable and highly resistant to proteolytic degradation and mechan-
ical challenge (12, 13). TGase2 acts as a structural protein and plays multifunctional roles in several cellular 
activities, such as cell-to-ECM interaction, cell growth, differentiation, and apoptosis (14, 15). TGase2 is 

Transglutaminase 2 (TGase2) has been shown to contribute to the mesangial IgA1 deposition in a 
humanized mouse model of IgA nephropathy (IgAN), but the mechanism is not fully understood. 
In this study, we found that inhibition of TGase2 activity could dramatically decrease the amount of 
polymeric IgA1 (pIgA1) isolated from patients with IgAN that interacts with human mesangial cells 
(HMC). TGase2 was expressed both in the cytosol and on the membrane of HMC. Upon treatment 
with pIgA1, there were more TGase2 recruited to the membrane. Using a cell model of mesangial 
deposition of pIgA1, we identified 253 potential TGase2-associated proteins in the cytosolic fraction 
and observed a higher concentration of cellular vesicles and increased expression of Ras homolog 
family member A (RhoA) in HMC after pIgA1 stimulation. Both the amount of pIgA1 deposited 
on HMC and membrane TGase2 level were decreased by inhibition of the vesicle trafficking 
pathway. Mechanistically, TGase2 was found to be coprecipitated with RhoA in the cellular vesicles. 
Membrane TGase2 expression was greatly increased by overexpression of RhoA, while it was 
reduced by knockdown of RhoA. Our in vitro approach demonstrated that TGase2 was transported 
from the cytosol to the membrane through a RhoA-mediated vesicle-trafficking pathway that can 
facilitate pIgA1 interaction with mesangium in IgAN.
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found in different cell compartments, including the nucleus, cytoplasm, mitochondria, cell membrane, and 
the ECM (12, 16–19), and its subcellular localization is an important determinant of  its function. Despite 
the fact that a link between TGase2 and the IgA1 complex or IgA1 was well established in the mouse model 
or in vitro protein-to-protein interaction (PPI) without cell culture (10), the expression pattern of  TGase2 
in human mesangial cells, and the pathway by which TGase2 is transferred from cytosol to the membrane 
during mesangial IgA1 deposition, have not been fully elucidated.

Since TGase2 lacks the leader signal peptide (20, 21) that is essential for protein secretion from liv-
ing cells by the classical endoplasmic reticulum/Golgi pathway, it is of  great interest to investigate the 
role of  TGase2 in mesangial IgA1 deposition and the signal pathway regulating TGase2 during IgA1 
deposition in glomerular mesangium. Therefore, this study aimed to discover the mechanism underlying 
TGase2-mediated regulation of  mesangial IgA1 deposition in IgAN.

Results
Reduction of  polymeric IgA1 binding to HMC by inhibiting TGase2 activity. In order to explore the effect of  
TGase2 on the mesangial deposition of  IgA1, serum IgA1 was firstly isolated from patients with IgAN by 
Jacalin affinity chromatography (Supplemental Figure 1, A and B; supplemental material available online 
with this article; https://doi.org/10.1172/jci.insight.160374DS1). Polymeric IgA1 (pIgA1) was then sep-
arated from monomeric IgA1 (mIgA1) by size chromatography (Supplemental Figure 1, C and D) and 
confirmed by native PAGE and Western blot (Supplemental Figure 1, E and F). Purified pIgA1 from 
patients with IgAN exhibited significantly high binding capacity to the human mesangial cell line (HMC), 
while mIgA1 from patients with IgAN, as well as mIgA1 and pIgA1 from normal controls, showed low or 
no binding capacity to HMC (Supplemental Figure 2A). Furthermore, in vitro cell culture results indicate 
that pIgA1 from patients with IgAN could significantly dose-dependently increase the proliferation of  
HMC (Supplemental Figure 2B) as well as induce the expression levels of  fibronectin (Fn), collagen type 
I (Col-I) (Supplemental Figure 2C). Thus, purified pIgA1 from patients with IgAN was used to further 
investigate the effect and mechanism of  TGase2 on mesangial IgA1 interaction.

The expression of  TGase2 was dose-dependently upregulated in HMC with pIgA1 stimulation 
(Figure 1A). In order to investigate the influence of  TGase2 on pIgA1 deposition on HMC, the activ-
ity of  TGase2 was inhibited using LDN-27219, a specific TGase2 inhibitor. Flow cytometry analysis 
revealed that the cell survival of  HMC was not significantly affected by addition of  10 μM or less of  
LDN-21279 (Supplemental Figure 3). However, preincubation of  LDN-21279 (10 μM) significantly 
decreased the amount of  pIgA1 binding to HMC when compared with the addition of  pIgA1 alone 
(Figure 1B). Immunostaining results also confirmed that inhibition of  TGase2 by LDN-21279 could 
dramatically reduce the amount of  pIgA1 deposition to HMC (Supplemental Figure 4). Moreover, 
the expression levels of  Fn and Col-I, which were induced by pIgA1, were significantly decreased 
by preincubation of  HMC with LDN-21279 (Figure 1C). Although TGase2 is known to be tightly 
involved in the stabilization of  ECM (13), it is postulated that the TGase2 inhibitor might decrease the 
ECM synthesis via reducing the amount of  pIgA1 interacting with HMC. TGase2 may be essential for 
pIgA1 depositing on mesangial cells.

TGase2 expression in the cytosol and membrane of  HMC. Immunostaining results show that specific sig-
nals of  TGase2 were upregulated and colocalized with IgA1 in the kidney mesangium of  patients with 
IgAN compared with that in normal controls (Figure 2, A and B, and Supplemental Figure 5). Since 
TGase2 inhibition could reduce the amount of  pIgA1 interacting with HMC (Figure 1), the expression 
pattern of  TGase2 was further determined. An in vitro cell model revealed that TGase2 was expressed 
either in the cytosol or on the membrane of  HMC, and this was validated by detection of  cytosol marker 
β-tubulin and membrane marker Na+/K+ ATPase (Figure 2C). There was an increase in cytosolic and 
membrane expression of  TGase2 after pIgA1 treatment (Figure 2, C and D).

TGase2 interaction networks reveal vesicular trafficking and actin dynamics proteins involved in pIgA1 depo-
sition. We predicted the presence of  signal peptide by SignalP 6.0 (https://services.healthtech.dtu.dk/
services/SignalP-6.0/), and the result revealed no signal peptide at the N-terminus of  the precursor 
protein sequence of  human TGase2 (GenBank: AAB95430.1, https://www.ncbi.nlm.nih.gov/protein/
AAB95430.1). We proposed that cytosolic TGase2 probably transfers to the membrane in a nonclassi-
cal pathway. The protein IP assay with anti-TGase2 antibody combined with mass spectrometry (MS) 
were used to identify the putative interacting proteins associated with cytosolic TGase2. The results of  
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Western blotting confirmed the presence of  TGase2 in the cytosol fractions of  HMC (Figure 3A). Iden-
tification of  the interacting proteins by MS revealed that most of  cytosol TGase2-associated proteins 
(67.6%, 186 of  275) were overlapped in HMC with and without pIgA1 deposition (Figure 3B). Both 
TFRC and TGase2 could be found in the overlapping proteins. The complete lists of  cytosol proteins 
associated with TGase2 in HMC with or without pIgA1 deposition are shown in Supplemental Tables 
1 and 2. Function analysis obtained from UniprotKB database (https://www.uniprot.org) revealed that, 
in HMC with or without pIgA1 treatment, enrichment of  TGase2-associated proteins involved in cellu-
lar localization, metabolism, ion transport, signal transduction, vesicle-mediated transport, cytoskeleton 

Figure 1. Effect of TGase2 inhibition on reducing pIgA1 binding to HMC. (A) Western blot analysis of TGase2 expression in HMC after various concen-
tration of pIgA1 stimulation for 48 hours. Quantification is shown in the bar graph as mean ± SD (n = 3, 1-way ANOVA). (B) HMC (1.6 × 105 cells in 200 
μL 0.5% FBS-1640 medium) was preincubated with or without 10 μM LDN-21279 (LDN) at 37°C for 1 hour and then treated with pIgA1 from patients 
with IgAN (10 μg/mL) for another 1 hour. The stained cells were analyzed on FACScan. Representative plots and bar graph show the percentages of IgA1 
staining cells. Data represent the mean ± SD (n = 3). Significant difference was determined by 1-way ANOVA. (C) Western blot analysis of fibronectin 
(Fn), collagen type I (Col-I), and TGase2 expression in HMC, which were pretreated with LDN-27219 (LDN, 10 μM) for 1 hour, followed by pIgA1 (10 μg/mL) 
treatment for 48 hours. Data are shown as mean ± SD (n = 3, 1-way ANOVA). *P < 0.05, **P < 0.01, ***P < 0.001.
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and actin dynamic, and other physiological activities (Figure 3, C and D). There was a slight increase in 
the proportion of  proteins associated with TGase2 involved in exocytosis after pIgA1 stimulation (5.8% 
versus 6.69%).

Then, the protein interaction network was built from TGase2-associated proteins from cytosolic fraction of  
HMC without pIgA1 treatment (208 proteins; Supplemental Table 1) and with pIgA1 treatment (253 proteins; 
Supplemental Table 2), respectively. The network of TGase2 interactomes was obtained from the STRING 
database v11, which was based on both known and predicted PPI and further modified using Cytoscape soft-
ware. Both in cytosol of HMC with and without pIgA1 treatment, TGase2 was predicted to directly interact 
with Transferrin receptor protein 1 (TFRC), Annexin A1 (ANXA1), Filamin-A (FLNA), Ras homolog fam-
ily member A (RhoA), Actin cytoplasmic 1 (ACTB), Pyruvate kinase M (PKM), and Glucose-6- phosphate 
1-dehydrogenase (G6PD) (Figure 3E and Supplemental Figures 6 and 7). IgA1 receptor TFRC was reported to 
interact with TGase2 in the literature (9, 22), indicating the reliability of this PPI-based prediction.

TGase2 transfers to membrane and regulates pIgA1 deposition through a vesicular trafficking pathway. Cellular 
vesicles were isolated from HMC using filtration (Figure 4A) and characterized by tunable resistive pulse 
sensing analysis with a NanoSight NS300 instrument. The amount of  cellular vesicles was increased after 
pIgA1 treatment (Figure 4B). The mean size of  cellular vesicles from HMC was about 163 nm. Densitometric 
analysis of  TGase2 relative to vesicle marker flotillin-2 (FLOT2) revealed an enrichment of  TGase2 in the 
cellular vesicle (C1, the purified cellular vesicles fraction ) and a few amount of  TGase2 in plasma (F1 and 
F2, the filtrate fraction) (Figure 4C). Moreover, pIgA1 treatment caused a trend of  increase in TGase2 in the 
vesicle fraction (Figure 4C).

To determine the role of  vesicular trafficking in TGase2-mediated pIgA1 interacting with HMC, we, 
therefore, investigated whether the inhibition of  vesicular trafficking could affect pIgA1 deposition on HMC 

Figure 2. Identification of TGase2 expression in the membrane of human mesangial cells. (A) Representative immunofluorescence staining of TGase2 
(red) and IgA1 (green) in the kidney of normal controls (Con, n = 3) and patients with IgAN (IgAN, n = 5). Total original magnification, ×630. (B) Fluorescence 
intensity was analyzed by ImageJ software. Bars represent the mean fluorescence intensity of TGase2 signals in glomeruli from at least 5 visual fields 
(×40) of each sample. Data are shown as mean ± SD. Statistical analysis between groups was performed by unpaired 2-tailed Student t test. (C) Western 
blot analysis of TGase2 expression in HMC with or without pIgA1 (10 μg/mL) treatment for 48 hours. Cytosolic (C) and membrane (M) fractions were vali-
dated for enrichment of cytosol marker (β-tubulin) or membrane marker (Na+/K+ ATPase). (D) Quantification of C is shown in the bar graph; data are shown 
as mean ± SD (n = 3, 1-way ANOVA). *P < 0.05, **P < 0.01, ***P < 0.001.

https://doi.org/10.1172/jci.insight.160374
https://insight.jci.org/articles/view/160374#sd
https://insight.jci.org/articles/view/160374#sd
https://insight.jci.org/articles/view/160374#sd


5

R E S E A R C H  A R T I C L E

JCI Insight 2023;8(19):e160374  https://doi.org/10.1172/jci.insight.160374

and the membrane transfer of  cytosol TGase2. After treatment of  HMC with vesicular trafficking inhibitor 
Exo1, the amount of  cellular vesicles was reduced (Figure 5A). Both deposition of  pIgA1 on HMC and the 
membrane expression of  TGase2 were significantly decreased after Exo1 treatment (Figure 5, B–E).

Vesicular trafficking of  TGase2 depends on RhoA in HMC. Since RhoA was found to be present in the 
cytosol TGase2 interactome in HMC either with or without pIgA1 deposition (Figure 3E), and it has been 
reported that RhoA plays a role in regulating vesicular trafficking pathway (23, 24). The role of  RhoA in 
regulating vesicular trafficking–associated membrane transport of  cytosol TGase2 was further determined. 
Western blot results show that the RhoA expression level was significantly upregulated after pIgA1 stim-
ulation (Figure 6A). IP of  RhoA from vesicular lysates revealed that RhoA clearly pulled down TGase2 
and there were more TGase2 immunoprecipitated by RhoA after pIgA1 treatment (Figure 6B), suggesting 
an interaction between TGase2 and RhoA within cellular vesicles, which was enhanced by the stimulation 
of  pIgA1. Moreover, RhoA overexpression greatly increased the amount of  cellular vesicles (Figure 6C) as 
well as TGase2 expression level in the cellular vesicle fraction (C1) (Figure 6D). Furthermore, the mem-
brane levels of  TGase2 were increased by overexpression of  RhoA (Figure 6E), while they were reduced by 

Figure 3. TGase2 interactome in the cytosol of human mesangial cells treated with pIgA1. (A) HMC were treated with or without pIgA1 (10 μg/mL) for 48 
hours. Cytosolic (C) and membrane (M) fractions were separated and validated for enrichment of β-tubulin and Na+/K+ ATPase by Western blot. TGase2-asso-
ciated proteins in the cytosol were immunoprecipitated using anti-TGase2 antibody (n = 2). The isotype control antibody cross-link to protein A/G magnetic 
beads was used as a control (n = 2). (B) The TGase2-associated proteins after IP were analyzed via MS. The number of proteins was identified as specifically 
associated with TGase2 after exclusion of nuclear, mitochondrial, and ribosomal proteins. (C and D) Functional distribution of TGase2-associated proteins from 
cytosolic fractions without (C) or with pIgA1 deposition (D). Proteins were clustered based on their functions in Homo sapiens, which were determined by pro-
tein identification search in the UniProtKB database (https://www.uniprot.org/). Column charts display the distribution of different functions of TGase2-as-
sociated proteins with numbers and the percentage of proteins falling in the various functional categories. (E) The protein-interaction network was built from 
TGase2-associated proteins from cytosolic fraction without pIgA1 treatment (208 proteins) or with pIgA1 treatment (253 proteins). The protein-interaction 
network was mapped against the Homo sapiens reference database using the STRING tool. Candidates were selected using both known and predicted protein 
interactions with a threshold confidence level of 0.5. Networks were imported into Cytoscape software, and the direct partners of TGase2 were shown. The 
size and color shade of circles are proportional to the number of protein interactions, while the thickness and color shade of the lines are proportional to the 
confidence of the interactions. Here, only 1 interactome of cytosolic TGase2 is shown because it remained the same in HMC without or with pIgA1 treatment.
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knockdown of  RhoA (Figure 6F). Taken together, cytosolic TGase2 was transported onto the membrane 
via RhoA-mediated vesicular trafficking pathway in mesangial cells, and pIgA1 treatment can induce more 
membrane transport of  TGase2 through “RhoA positive” vesicles.

Discussion
This is a qualitative analysis of  TGase2-interacting proteins from an in vitro cell model of  mesangial depo-
sition of  pIgA1 from patients with IgAN to identify the precise role and molecular mechanism of  TGase2 
in the interaction between pIgA1 and mesangial cells. TGase2-associated proteins were identified using an 
original targeted proteomic strategy by combining TGase2 IP from cytosol preparation of  HMC with or 
without pIgA1 deposition.

The glomerular IgA eluted from tissue specimens of  patients with IgAN is exclusively of  the IgA1 
subclass, predominantly in the polymeric form (3, 25). The observation of  the frequent recurrence of  IgAN 
in renal allografts suggests that the glomerular IgA1 is derived from the circulation (26–28). Therefore, we 
isolated polymeric IgA1 from primary patients with IgAN to investigate the role and regulatory mechanism 
of  TGase2 in mesangial IgA1 deposition. As previously reported (6, 29, 30), we also found that purified 
pIgA1 from patients with IgAN interacted more efficiently with HMC than mIgA1 or pIgA1 from healthy 
controls and can induce the proliferation and ECM accumulation of  cultured human mesangial cells. Until 
now, the pathogenetic importance of  pIgA1 has been shown in several in vitro studies (31–33). The cul-
tured human mesangial cells provide a convenient model for evaluating the biologic activities of  pIgA1, as 
well as the molecular mechanism of  mesangial IgA1 deposition.

Bioinformatics analysis of  the cytosolic TGase2-associated proteins in this cell model revealed that 
proteins were mostly enriched in cellular localization, signal transduction, vesicle-mediated transport, and 
cytoskeleton and actin dynamics. The results of  the PPI network show that direct interacting partners of  
TGase2, such as FLNA, ACTB, ANXA1, and RhoA, could link the actin filaments to membrane glyco-
proteins or regulate the actin cytoskeletal remodeling (23, 24, 34, 35). Rho proteins are well known for 
their effects on the actin cytoskeleton and are activated in response to a variety of  extracellular stimuli 
(36). RhoA has been shown to regulate vesicle/membrane trafficking by controlling the actin cytoskeleton 

Figure 4. TGase2 is present in cellular vesicles of plasma membrane origin in HMC. (A) Flowchart of the centrifugation and filtration steps for the isola-
tion of cellular vesicles. S1 and S2 indicate supernatants. S2 is total lysate (TL). C1 indicates purified cellular vesicles. F1 and F2 indicate filtrate. (B) HMC 
were planted in a 6-well plate overnight and then grown in serum-free medium with supplementation of 10 μg/mL pIgA1 or PBS for 24 hours. Cellular vesi-
cles were purified as shown in A. The microparticle size distribution in fractions C1 from HMC treated with PBS (NC) or pIgA1 was obtained using nanoparti-
cle tracking analysis (n = 3). (C) Expression of FLOT2 and TGase2 in purified cellular vesicles (C1), filtrate fractions (F1 and F2), and cell lysate (TL) from HMC 
treated with or without pIgA1 were measured by Western blot in equal amounts of proteins from different fractions.

https://doi.org/10.1172/jci.insight.160374
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organization (23, 24). By exploiting IP in combination with MS, we have uncovered a pathway for the 
cellular export of  TGase2 in mesangial cells. Cytosolic TGase2 is transferred to the membrane through a 
RhoA-mediated vesicle tracking pathway, and the membrane expression of  TGase2 was upregulated due 
to the increased RhoA+ vesicles during pIgA1 depositing on HMC. Previous studies indicate that TGase2 
can be transferred from cytosol to membrane and even secreted by different nonclassical secretory pathway 
mechanisms such as exosome (19, 37), endosome (38), and membrane pore formation (39). The occurrence 

Figure 5. Polymeric IgA1 deposition on HMC and the membrane transfer of cytosol TGase2 are reduced by vesicular trafficking inhibition. (A) 
Exponentially growing HMC were cultured in serum-free medium with Exo1 (30 μM) or dissolve for 24 hours. Cellular vesicles were purified by centrif-
ugation (5,000g for 5–8 minutes at room temperature) and filtration as shown in Figure 4. The microparticle size distribution of cellular vesicles was 
obtained using nanoparticle tracking analysis (n = 3). (B) HMC (1.6 × 105 cells in 200 μL 0.5% FBS-1640 medium) was preincubated with 30 μM Exo1 or 
dissolve (Ctl) at 37°C overnight and then treated with pIgA1 (20 μg/mL) for 1 hour. Cells were washed with 0.5% BSA-PBS and then stained with goat 
anti–human IgA antibody. Cells were washed with 0.5% BSA-PBS and then stained with goat anti–human IgA antibody, followed by secondary stain-
ing with Alexa Fluor 647–conjugated donkey anti-goat antibody. Cells stained without anti-IgA antibody were used as negative control. The stained 
cells were analyzed on FACScan. (C) The results were expressed as mean ± SD of the percentage of stained cells from 3 individual experiments. Data 
were analyzed by 1-way ANOVA. (D) Exponentially growing HMC planted in a 6-well plate were treated with Exo1 (30 μM), dissolve (Ctl), or blank (NC) 
in serum-free medium. After 24 hours, Western blot was used to detect the expression of TGase2 in the cytosolic (C) and membrane (M) fraction. (E) 
Quantification of D is shown in the bar graph; data are shown as mean ± SD (n = 3, 1-way ANOVA). *P < 0.05, ***P < 0.001.

https://doi.org/10.1172/jci.insight.160374
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Figure 6. TGase2 transfers to membrane dependently on RhoA-mediated vesicle-trafficking in HMC. (A) Western blot analysis of RhoA in HMC 
with or without pIgA1 (10 μg/mL) treatment for 48 hours. Quantification is shown in the bar graph; data are shown as mean ± SD (n = 3, 2-tailed 
Student t test). (B) Cellular vesicles were purified from HMC with pIgA1 (10 μg/mL) or not for 48 hours by centrifugation and filtration as shown in 
Figure 4. RhoA was immunoprecipitated from vesicular fractions (C1) with rabbit anti-RhoA antibody. The presence of TGase2 and RhoA in immu-
noprecipitants were detected by Western blot (n = 2). (C) HMC were transiently transfected with RhoA overexpression plasmid (RhoAOE) or empty 
vector (Control) for 48 hours. Cellular vesicles were purified from as shown in Figure 4. The microparticle size distribution of cellular vesicles was 
obtained using nanoparticle tracking analysis (n = 3). (D) Lysates of vesicular fraction (C1) isolated from HMC with overexpression of RhoA obtained 
as described in C, total lysate (TL) and filtrate fractions (F1 and F2) were tested for RhoA, TGase2 and FLOT2 by Western blot in equal amounts 
of proteins from different fractions (n = 3). (E) Western blot analysis of RhoA and TGase2 in the cytosolic (C) and membrane (M) fractions of HMC 

https://doi.org/10.1172/jci.insight.160374
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of  different nonclassical secretory pathway mechanisms could be related to the conditions triggering their 
release and the cell type (40).

In recent years, the multiple roles played by TGase2 have been widely elucidated, defining it as a mul-
tifaceted protein with opposite activities both in physiological and pathological conditions. The activities 
mediated by TGase2 can be influenced by its altered cellular localization. Although TGase2 is mainly 
expressed in the cytoplasm, it has also been detected in the extracellular space within exosomes (19) or in 
the association with proteins of  ECM (41) or the cell membrane, as observed in HMC. As a result, TGase2 
can influence several and even opposing processes, such as tissue stability, cell proliferation and differentia-
tion, cell adhesion and migration, cell programmed death, and autophagy (42).

TGase2, a ubiquitous enzyme, is well known for its involvement in the development of  renal fibrosis 
(19, 43). Furini et al. revealed that the secretion of  TGase2 from tubular epithelial cells into the surround-
ing interstitium promoted fibrotic remodeling during renal fibrosis progression (19). Besides renal fibrosis, 
another research field of  TGase2 in renal disease is glomerular pathology of  IgAN. Ikee et al. showed that 
TGase2 was largely overexpressed in the glomeruli of  patients with IgAN, and its expression was correlated 
with the severity of  clinical and histological lesions (44). Our results also show that TGase2 immunostain-
ing was upregulated in the glomeruli of  patients with IgAN compared with controls with normal kidney 
function. What’s more, we confirmed that TGase2 was colocalized with IgA1 in patients with IgAN. In 
vitro cell culture of  HMC, cytosolic, and membrane TGase2 expression was significantly increased with 
pIgA1 deposition. Interestingly, inhibition of  TGase2 activity remarkably reduced the amount of  pIgA1 
interacting with HMC, resulting in less ECM protein production. Membrane TGase2 could interact with 
pIgA1 and TFRC in HMC. Our results further explain that mesangial IgA1-sCD89 deposits were dramati-
cally impaired by KO TGase2 in a humanized mouse model for IgAN (10), probably due to the absence of  
connector TGase2 between IgA1-sCD89 and TFRC.

In conclusion, we have identified the molecular mechanism of  TGase2 in regulating mesangial pIgA1 
deposition in IgAN (Figure 7). TGase2 is weakly expressed in normal kidney mesangial cells, and it trans-
locates from the cytosol to the membrane using RhoA+ vesicles. Polymeric IgA1 comes from the blood 
into the kidney and induces an increase of  TGase2 expression as well as RhoA+ vesicles in the mesangial 
cells. The increased numbers of  TGase2 are transferred to the membrane with the help of  RhoA+ vesicles, 
leading to more and more pIgA1 sticking to the mesangial cell membrane, thanks to the interaction of  
pIgA1 with IgA1 receptor (TFRC) and TGase2. Massive pIgA1 deposition causes abnormal mesangial cell 
proliferation, ECM deposition, and thus kidney fibrosis. Our study suggests that pharmacologic modula-
tion of  vesicular TGase2 could impede transfer of  TGase2 from cytosol to membrane and reduce pIgA1 
deposition on mesangial cells, which could be of  interest as a treatment strategy for IgAN.

Methods
Polymeric IgA1 preparation. Patients with primary IgAN confirmed by renal biopsy were included. Exclu-
sion criteria of  patients with IgAN included secondary IgAN, such as systemic lupus erythematosus, 
Henoch-Schonlein purpura, and hepatic diseases; current or recent (within 90 days) exposure to corticoste-
roids; or immunosuppressive therapy. Blood samples of  patients with IgAN were obtained the day of  renal 
biopsy. Healthy donors with normal urinalysis and without history of  kidney disease and medication use, 
such as corticosteroids and immunosuppressive drugs, were recruited as normal controls in the physical 
examination center. Blood samples of  normal controls were obtained at the day of  physical examination. 
Serum was isolated via centrifuge and frozen in liquid at –80°C.

As previously described (45), IgA1 in sera from 20 healthy donors or 20 patients with IgAN was isolat-
ed using Jacalin (Vector Laboratories, AL-1153-10) affinity chromatography; then, polymeric IgA1 (pIgA1) 
and monomeric IgA1 (mIgA1) fractions were separated by Sephacryl S-200 (GE Healthcare, 17-1166-01) 
molecular sieve chromatography. The clinical data of  healthy donors and patients with IgAN were sum-
marized in Supplemental Table 3. Affinity chromatography and molecular sieve chromatography were 
performed using Biologic DuoFlow medium-pressure chromatography system (Bio-Rad). Polymeric and 

which were transfected with RhoA overexpression plasmid (RhoAOE) or empty vector (control) for 48 hours. Quantification is shown in the bar 
graph as mean ± SD (n = 3, 1-way ANOVA). (F) Western blot analysis of RhoA and TGase2 in the cytosolic (C) and membrane (M) fractions in HMC 
which were transfected with siRNA targeting RhoA (siRhoA) or negative control (siNC) for 48 hours. Quantification is shown in the bar graph as 
mean ± SD (n = 3, 1-way ANOVA).*P < 0.05, ** P < 0.01.
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monomeric IgA1 were identified by native-PAGE with Coomassie brilliant blue staining and Western blot 
using anti–human IgA1 antibody (Southern Biotech, B3506B4).

Human mesangial cells culture. The HMC (gifted by Xiaoyun Jiang, Professor of the Department of Pediatrics 
at the First Affiliated Hospital of Sun Yat-sen University, Guangzhou) was cultured in RPMI-1640 medium 
(Thermo Fisher Scientific, 22400-089) containing 10% FBS (Thermo Fisher Scientific, 10091-148), penicillin 
(100 U/mL), and streptomycin (100 U/mL) at 37°C in a humidified atmosphere of 5% CO2. Cells grown at 
passages 3–8 were used in all experiments.

Flow cytometric analysis. HMC were grown to log phase in RPMI 1640 medium with 10% FBS and harvested 
by trypsin digestion. Cells were adjusted to 1.6 × 105/mL, and 200 μL of cell suspension was used in binding 
assays. HMC suspension was preincubated with or without TGase2 inhibitor LDN-21279 (MedChemExpress, 
HY-16693) or exocytosis inhibitor Exo1 (MedChemExpress, HY-112670); it was then incubated with pIgA1 
isolated from patients with IgAN. After incubation, cells were used for flow cytometric analysis. In brief, HMC 
were washed with 0.5% BSA-PBS and then incubated with FITC-conjugated goat anti–human IgA antibody 
(Origo, ARG21910) or goat anti–human IgA antibody (Origo, ARG21909) and Alexa Fluor 647–conjugated 
donkey anti-goat secondary antibody (Abcam, ab150131). The stained cells were analyzed on a Becton Dickin-
son Model FACScan (BD Biosciences). A minimum of 1 × 104 fixed cells for each sample was analyzed. The 
data were processed by using the FlowJo v10 software (Tree Star Inc.). The gating strategy of flow cytometric 
analysis was based on the forward and side scatter properties of HMC to remove dead cells that could increase 
autofluorescence and nonspecific binding of antibodies. 

Cell survival. HMC were maintained in RPMI-1640 medium with 10% FBS. To study the effects of  TGase2 
inhibitor LDN-21279 on cell survival, HMC were seeded into 12-well plates at a density of  1 × 104 cells/well. 
After cells were serum starved for 2 hours, various concentrations of  LDN-21279 were then added, and cells 
were grown in serum-free medium for 48 hours. The rates of  apoptosis and survival were determined with 
FCM analysis by making use of  an Annexin V-APC/PI Apoptosis Assay kit (UElandy, A6030L) according to 
the instructions provided by the manufacturer. The reading of  results was carried out on a Becton Dickinson 
Model FACScan. The data were processed using the FlowJo v10 software.

For the cell proliferation assay, HMC were seeded into 96-well plates at a density of  5,000 cells/well. 
After cells were serum starved for 2 hours, various concentrations of  pIgA1 from patients with IgAN 
were then added, and cells were grown in serum-free medium. Cell survival proliferation during growth 
periods was measured using the MTS assay (Cell Titer 96 Aqueous Nonradioactive Cell Proliferation 
Assay; Promega, G109A) following the manufacturer instruction. The plates were incubated for 4 hours 
at 37°C after addition 20 μL assay solution. Subsequently, the absorbance was measured at 490 nm by an 
ELISA reader (Molecular Devices).

Isolation of  cytosol complexes and data acquisition by MS. To isolate TGase2-associated proteins from HMC, 
HMC monolayers were incubated with or without pIgA1 (10 μg/mL) for 48 hours at 37°C. After washing 
with PBS, cytosolic proteins were separated from the membrane fraction using ProteoExtract Transmem-
brane Protein Extraction kit (MilliporeSigma, 71772-3). Cytosolic and membrane enrichment were validat-
ed by Western blotting. The crude cytosol fraction was resuspended in IP buffer (Thermo Fisher Scientific, 
87787) containing protease inhibitor cocktail (Roche, 04693159001). Then, TGase2-associated proteins were 
immunoprecipitated using the protein A/G magnetic beads (Santa Cruz Biotechnology Inc., sc-2003), of  
which rabbit anti-TGase2 antibody (Abcam, ab64771) was crosslinked using disuccinimidyl suberate. Incu-
bation of  cytosol lysates with the antibody-coated beads were performed for overnight at 4°C in constant 
rotation. Rabbit IgG (Abcam, ab172730) IP was included as negative control. TGase2-associated proteins 
were removed from the beads after washing the beads 5 times with PBS buffer. The immunoprecipitants 
were analyzed by Western blot. Two independent TGase2 IP experiments were carried out.

Proteins were digested with trypsin (Promega, V5111), and peptides were analyzed by high-performance 
liquid chromatography–tandem MS (HPLC-MS/MS) using a Q Exactive Mass Spectrometer (Thermo Fisher 
Scientific). Protein identification was performed with Mascot software by searching Uniprot human protein 
database. Proteins with fewer than 2 total peptides were removed to exclude technical artifacts. The functional 
enrichment and pathway analysis of TGase2-pulldown proteins were performed using Gene Ontology (GO) 
database (http://geneontology.org). PPI network was analyzed using STRING V10.0 (http://stringdb.org).

Cellular vesicle isolation and characterization. Cellular vesicles were isolated from HMC by filtration follow-
ing the instruction from Bestbio (BB-36914). The purified vesicles were resuspended in PBS for nanoparti-
cle tracking analysis (NTA) to examine the microparticle size and distribution. NTA was performed using 
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NanoSight NS300 (Malvern) according to the operating instructions, without any changes. Western blot 
analysis was also used to verify the nature of  the isolated vesicles.

Plasmid constructs and transfections. The following constructs were prepared: pcDNA3.1(+)-RhoA, 
where human RhoA cDNA (NM_001664.3) was subcloned into pcDNA3.1(+). Empty vector was used 
as a negative control. All constructs were verified by Sanger sequencing. RhoA was knocked down by 
transient transfection with human RhoA-targeting siRNA (5′-CGAUGUUAUACUGAUGUGUUUTT-3′) 
or scrambled control siRNA (5′-UUCUCCGAACGUGUCACGUTT-3′). Transient transfection of  HMC 
cells was performed using Lipofectamine 3000 (Invitrogen, L3000-015) reagent according to the manufac-
ture’s instruction.

Western blot. Proteins were separated in 4%–20% sodium dodecyl sulfate–polyacrylamide gel electrophoresis 
in reducing conditions and transferred on polyvinylidene difluoride membranes (MilliporeSigma, ISEQ00010). 
After blocking with 5% milk, membranes were probed with rabbit anti–human Fn (Epitomics, 1574-1), mouse 
anti–human collagen type I (Proteintech, 66761-1), rabbit anti–human TFRC (Zen BioScience, 619871), rab-
bit anti–human TGase2 (Abcam, ab64771), mouse anti–human TGase2 (Abcam, ab2386), rabbit anti–human 
RhoA (ABclonal, A13947), mouse anti–human RhoA (Santa Cruz Biotechnology Inc., sc-418), mouse anti–
human IgA antibody (Southern Biotech, B3506B4), rabbit anti–human GAPDH (Bioworld Technology, 
AP0063), rabbit anti–human β-tubulin (ZEN Bio, 380628), rabbit anti–human Na+/K+ ATPase1 (ABclonal, 
A7878), or rabbit anti–Flotillin 2 (GeneTex, GTX114411) and detected with horseradish peroxidase–conjugated 
anti-mouse or anti-rabbit antibodies and ECL-Plus detecting system (GE Healthcare).

Figure 7. The proposed pathway of TGase2 from cytosol to membrane through RhoA-mediated vesicle trafficking promotes pIgA1 deposition on human 
mesangial cells. (A) TGase2 is weakly expressed in normal kidney mesangial cells, and it translocates from the cytosol to the membrane using RhoA+ 
vesicles. The inhibitor of vesicle trafficking pathway, Exo1, significantly reduces the transport of TGase2 to the membrane. (B) Polymeric IgA1 (pIgA1) from 
the blood in patients with IgA nephropathy enter into the kidney and can be deposited in the mesangium through binding to TGase2 and the IgA1 receptor 
TFRC; this activates more expression of TGase2, RhoA, and RhoA+ vesicles. Increased TGase2 are transported to the membrane through RhoA+ vesicles, 
leading more and more pIgA1 sticks to the mesangial cell membrane. (C) The interaction of pIgA1 with mesangial cells induces cell proliferation and pro-
duction of ECM, such as fibronectin and collagens, which will further increase the disease progression.
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Immunofluorescence analysis. Five cases of  renal biopsies of  patients with IgAN (Supplemental Table 4) 
and 3 cases of  renal biopsies from kidney donors served as normal controls; they were formalin-fixed and 
subsequently paraffin embedded. Then, 4 μm serial sections were deparaffinized and rehydrated, and antigen 
retrieval was performed in 0.01 mol/L sodium citrate buffer, pH 6.0, in an antigen retriever (121°C) for 15 
minutes. For immunofluorescence staining of  cells, cells were fixed in 4% paraformaldehyde for 10 minutes 
and then washed with PBS. After blocking with 3% BSA in PBS, tissue sections or fixed cells were incu-
bated overnight at 4°C with mouse anti-TGase2 antibody (Abcam, ab2386) or FITC-conjugated goat anti–
human IgA antibody (Origo, ARG21910). Bound antibodies were detected by Alexa 546–conjugated donkey 
anti–mouse IgG secondary antibody (Invitrogen, A10036). Nuclei were stained with DAPI (MilliporeSigma, 
MBD0015), and slides were mounted with ProLong Gold Antifade Reagent (Invitrogen, P36934). Immuno-
fluorescence evaluation was performed and analyzed with an LSM 510 Meta confocal laser-scanning micro-
scope (Carl Zeiss). Images from each section were analyzed, and positive signals in a region of  interest were 
quantified using ImageJ software (NIH) following a detailed report (46). Briefly, we used the Hyperstack and 
Colorized options to analyze each of  the fluorescence channels collected in the original experiments. The 
drawing pen was used to circle the area of  the tissue to quantify and measure the mean intensity value.

Statistics. All the experiments were performed in 2–3 independent biological or experimental replicates. 
Statistical analyses were performed with GraphPad Prism version 8. Significant differences were deter-
mined by 2-tailed Student’s t test, 1-way ANOVA, or 2-way ANOVA. Statistical tests are described in each 
figure legend. Differences were considered statistically significant at P < 0.05.

Study approval. All work contained in this publication was approved by the IRB of  the First Affiliat-
ed Hospital of  Sun Yat-sen University (no. [2020]511). All participants gave written informed consent 
in accordance with the ethics principles stated in the Declaration of  Helsinki.

Data availability. Values for all data points found in graphs can be found in the Supporting Data Values 
file, and all the data are available from the corresponding author upon reasonable request.

Author contributions
SF designed the experiments. The order of  co–first authors ZZ and ZL was determined by their contribu-
tion to the article. ZZ, ZL, LJ,and SF organized the samples, conducted the experiments, and performed 
data analysis. YL, QK, and WC provided experimental and technical support. ZZ, ZL, and SF prepared 
the manuscript. ZZ and SF edited and revised the manuscript.

Acknowledgments
We are grateful to all the subjects who participated in this work. This study was supported by the Nat-
ural Science Foundation of  Guangdong Province, China (2018A0303130321, 2014A030313145, 
2022A1515012532), the Young Scientists Fund of  the National Natural Science Foundation of  
China (81300594, 82000677), and Guangdong Provincial Key Laboratory of  Nephrology, China 
(2020B1212060028).

Address correspondence to: Shaozhen Feng, Department of  Nephrology, The First Affiliated Hospital of  
Sun Yat-sen University, 58th Zhongshan Road II, Yuexiu District, Guangzhou, 510000, China. Phone: 
86.20.87755766-8141; Email: fengshzh3@mail.sysu.edu.cn.

 1. Li LS, Liu ZH. Epidemiologic data of  renal diseases from a single unit in China: analysis based on 13,519 renal biopsies. 
Kidney Int. 2004;66(3):920–923.

 2. Wyatt RJ, Julian BA. IgA nephropathy. N Engl J Med. 2013;368(25):2402–2414.
 3. Suzuki H, et al. The pathophysiology of  IgA nephropathy. J Am Soc Nephrol. 2011;22(10):1795–1803.
 4. Amore A, et al. Glycosylation of  circulating IgA in patients with IgA nephropathy modulates proliferation and apoptosis of  

mesangial cells. J Am Soc Nephrol. 2001;12(9):1862–1871.
 5. Novak J, et al. IgA1-containing immune complexes in IgA nephropathy differentially affect proliferation of  mesangial cells. 

Kidney Int. 2005;67(2):504–513.
 6. Wang Y, et al. Binding capacity and pathophysiological effects of  IgA1 from patients with IgA nephropathy on human glomerular 

mesangial cells. Clin Exp Immunol. 2004;136(1):168–175.
 7. Robert T, et al. Molecular insights into the pathogenesis of  IgA nephropathy. Trends Mol Med. 2015;21(12):762–775.
 8. Yeo SC, et al. New insights into the pathogenesis of  IgA nephropathy. Pediatr Nephrol. 2018;33(5):763–777.
 9. Launay P, et al. Fcalpha receptor (CD89) mediates the development of immunoglobulin A (IgA) nephropathy (Ber’er’s disease). Evi-

dence for pathogenic soluble receptor-Iga complexes in patients and CD89 transgenic mice. J Exp Med. 2000;191(11):1999–2009.

https://doi.org/10.1172/jci.insight.160374
https://insight.jci.org/articles/view/160374#sd
https://insight.jci.org/articles/view/160374#sd
mailto://fengshzh3@mail.sysu.edu.cn
https://doi.org/10.1111/j.1523-1755.2004.00837.x
https://doi.org/10.1111/j.1523-1755.2004.00837.x
https://doi.org/10.1056/NEJMra1206793
https://doi.org/10.1681/ASN.2011050464
https://doi.org/10.1681/ASN.V1291862
https://doi.org/10.1681/ASN.V1291862
https://doi.org/10.1111/j.1523-1755.2005.67107.x
https://doi.org/10.1111/j.1523-1755.2005.67107.x
https://doi.org/10.1111/j.1365-2249.2004.02408.x
https://doi.org/10.1111/j.1365-2249.2004.02408.x
https://doi.org/10.1016/j.molmed.2015.10.003
https://doi.org/10.1007/s00467-017-3699-z
https://doi.org/10.1084/jem.191.11.1999
https://doi.org/10.1084/jem.191.11.1999


1 3

R E S E A R C H  A R T I C L E

JCI Insight 2023;8(19):e160374  https://doi.org/10.1172/jci.insight.160374

 10. Berthelot L, et al. Transglutaminase is essential for IgA nephropathy development acting through IgA receptors. J Exp Med. 
2012;209(4):793–806.

 11. Daha MR, van Kooten C. Deposition of  IgA in primary IgA nephropathy: it takes at least four to tango. Nephrol Dial Transplant. 
2013;28(4):794–797.

 12. Griffin M, et al. Transglutaminase: nature’s glues. Biochem J. 2002;368(pt 2):377–396.
 13. Lorand L, Graham RM. Transglutaminases: crosslinking enzymes with pleiotropic functions. Nat Rev Mol Cell Biol. 

2003;4(2):140–156.
 14. Fesus L, Piacentini M. Transglutaminase 2: an enigmatic enzyme with diverse functions. Trends Biochem Sci. 2002;27(10):534–539.
 15. Kim GE, Park HH. Structures of  human transglutaminase 2: finding clues for interference in cross-linking mediated activity. 

Int J Mol Sci. 2020;21(6):2225.
 16. Aeschlimann D, Thomazy V. Protein crosslinking in assembly and remodelling of  extracellular matrices: the role of  transgluta-

minases. Connect Tissue Res. 2000;41(1):1–27.
 17. Milakovic T, et al. Intracellular localization and activity state of tissue transglutaminase differentially impacts cell death. J Biol Chem. 

2004;279(10):8715–8722.
 18. Kuo TF, et al. New insights into the functions and localization of  nuclear transglutaminase 2. FEBS J. 2011;278(24):4756–4767.
 19. Furini G, et al. Proteomic profiling reveals the transglutaminase-2 externalization pathway in kidneys after unilateral ureteric 

obstruction. J Am Soc Nephrol. 2018;29(3):880–905.
 20. Ichinose A, et al. Amino acid sequence of  the a subunit of  human factor XIII. Biochemistry. 1986;25(22):6900–6906.
 21. Ichinose A, Davie EW. Characterization of  the gene for the a subunit of  human factor XIII (plasma transglutaminase), a blood 

coagulation factor. Proc Natl Acad Sci U S A. 1988;85(16):5829–5833.
 22. Lebreton C, et al. Interactions among secretory immunoglobulin A, CD71, and transglutaminase-2 affect permeability of  intestinal 

epithelial cells to gliadin peptides. Gastroenterology. 2012;143(3):698–707.
 23. Symons M, Rusk N. Control of  vesicular trafficking by Rho GTPases. Curr Biol. 2003;13(10):R409–R418.
 24. Catz SD. Regulation of  vesicular trafficking and leukocyte function by Rab27 GTPases and their effectors. J Leukoc Biol. 

2013;94(4):613–622.
 25. Monteiro RC, et al. Charge and size of  mesangial IgA in IgA nephropathy. Kidney Int. 1985;28(4):666–671.
 26. Berger J, et al. Recurrence of  mesangial deposition of  IgA after renal transplantation. Kidney Int. 1975;7(4):232–241.
 27. Floege J. Recurrent IgA nephropathy after renal transplantation. Semin Nephrol. 2004;24(3):287–291.
 28. Di Vico MC, et al. Recurrent IgA nephropathy after renal transplantation and steroid withdrawal. Clin Transplant. 

2018;32(4):e13207.
 29. Lai KN, et al. Increased binding of  polymeric lambda-IgA to cultured human mesangial cells in IgA nephropathy. Kidney Int. 

1996;49(3):839–845.
 30. Moura IC, et al. Glycosylation and size of IgA1 are essential for interaction with mesangial transferrin receptor in IgA nephropathy. 

J Am Soc Nephrol. 2004;15(3):622–634.
 31. Lai KN, et al. Polymeric IgA1 from patients with IgA nephropathy upregulates transforming growth factor-beta synthesis and 

signal transduction in human mesangial cells via the renin-angiotensin system. J Am Soc Nephrol. 2003;14(12):3127–3137.
 32. Moura IC, et al. Engagement of  transferrin receptor by polymeric IgA1: evidence for a positive feedback loop involving 

increased receptor expression and mesangial cell proliferation in IgA nephropathy. J Am Soc Nephrol. 2005;16(9):2667–2676.
 33. Tamouza H, et al. Transferrin receptor engagement by polymeric IgA1 induces receptor expression and mesangial cell proliferation: 

role in IgA nephropathy. Contrib Nephrol. 2007;157:144–147.
 34. Zhou J, et al. The function and pathogenic mechanism of  filamin A. Gene. 2021;784:145575.
 35. Rogers MA, et al. Annexin A1-dependent tethering promotes extracellular vesicle aggregation revealed with single-extracellular 

vesicle analysis. Sci Adv. 2020;6(38):eabb1244.
 36. Ridley AJ. Rho proteins: linking signaling with membrane trafficking. Traffic. 2001;2(5):303–310.
 37. Diaz-Hidalgo L, et al. Transglutaminase type 2-dependent selective recruitment of  proteins into exosomes under stressful cellular 

conditions. Biochim Biophys Acta. 2016;1863(8):2084–2092.
 38. Zemskov EA, et al. Unconventional secretion of  tissue transglutaminase involves phospholipid-dependent delivery into recycling 

endosomes. PLoS One. 2011;6(4):e19414.
 39. Adamczyk M, et al. P2X7 receptor activation regulates rapid unconventional export of  transglutaminase-2. J Cell Sci. 

2015;128(24):4615–4628.
 40. Rabouille C. Pathways of  unconventional protein secretion. Trends Cell Biol. 2017;27(3):230–240.
 41. Johnson TS, et al. Transglutaminase transcription and antigen translocation in experimental renal scarring. J Am Soc Nephrol. 

1999;10(10):2146–2157.
 42. Park D, et al. Transglutaminase 2: a multi-functional protein in multiple subcellular compartments. Amino Acids. 

2010;39(3):619–631.
 43. Shweke N, et al. Tissue transglutaminase contributes to interstitial renal fibrosis by favoring accumulation of  fibrillar collagen 

through TGF-beta activation and cell infiltration. Am J Pathol. 2008;173(3):631–642.
 44. Ikee R, et al. Involvement of transglutaminase-2 in pathological changes in renal disease. Nephron Clin Pract. 2007;105(3):c139–c146.
 45. Pack TD. Purification of  human IgA. Curr Protoc Immunol. 2001;Chapter 2:2.10B.1–2.10B.7.
 46. Shihan MH, et al. A simple method for quantitating confocal fluorescent images. Biochem Biophys Rep. 2021;25:100916.

https://doi.org/10.1172/jci.insight.160374
https://doi.org/10.1084/jem.20112005
https://doi.org/10.1084/jem.20112005
https://doi.org/10.1093/ndt/gfs445
https://doi.org/10.1093/ndt/gfs445
https://doi.org/10.1042/bj20021234
https://doi.org/10.1038/nrm1014
https://doi.org/10.1038/nrm1014
https://doi.org/10.1016/S0968-0004(02)02182-5
https://doi.org/10.3390/ijms21062225
https://doi.org/10.3390/ijms21062225
https://doi.org/10.3109/03008200009005638
https://doi.org/10.3109/03008200009005638
https://doi.org/10.1074/jbc.M308479200
https://doi.org/10.1074/jbc.M308479200
https://doi.org/10.1111/j.1742-4658.2011.08409.x
https://doi.org/10.1681/ASN.2017050479
https://doi.org/10.1681/ASN.2017050479
https://doi.org/10.1021/bi00370a025
https://doi.org/10.1073/pnas.85.16.5829
https://doi.org/10.1073/pnas.85.16.5829
https://doi.org/10.1053/j.gastro.2012.05.051
https://doi.org/10.1053/j.gastro.2012.05.051
https://doi.org/10.1016/S0960-9822(03)00324-5
https://doi.org/10.1189/jlb.1112600
https://doi.org/10.1189/jlb.1112600
https://doi.org/10.1038/ki.1985.181
https://doi.org/10.1038/ki.1975.35
https://doi.org/10.1016/j.semnephrol.2004.01.008
https://doi.org/10.1111/ctr.13207
https://doi.org/10.1111/ctr.13207
https://doi.org/10.1038/ki.1996.116
https://doi.org/10.1038/ki.1996.116
https://doi.org/10.1097/01.ASN.0000115401.07980.0C
https://doi.org/10.1097/01.ASN.0000115401.07980.0C
https://doi.org/10.1097/01.ASN.0000095639.56212.BF
https://doi.org/10.1097/01.ASN.0000095639.56212.BF
https://doi.org/10.1681/ASN.2004111006
https://doi.org/10.1681/ASN.2004111006
https://doi.org/10.1159/000102457
https://doi.org/10.1159/000102457
https://doi.org/10.1016/j.gene.2021.145575
https://doi.org/10.1126/sciadv.abb1244
https://doi.org/10.1126/sciadv.abb1244
https://doi.org/10.1034/j.1600-0854.2001.002005303.x
https://doi.org/10.1016/j.bbamcr.2016.05.005
https://doi.org/10.1016/j.bbamcr.2016.05.005
https://doi.org/10.1371/journal.pone.0019414
https://doi.org/10.1371/journal.pone.0019414
https://doi.org/10.1242/jcs.175968
https://doi.org/10.1242/jcs.175968
https://doi.org/10.1016/j.tcb.2016.11.007
https://doi.org/10.1681/ASN.V10102146
https://doi.org/10.1681/ASN.V10102146
https://doi.org/10.1007/s00726-010-0500-z
https://doi.org/10.1007/s00726-010-0500-z
https://doi.org/10.2353/ajpath.2008.080025
https://doi.org/10.2353/ajpath.2008.080025
https://doi.org/10.1159/000098646
https://doi.org/10.1002/0471142735.im0210bs38
https://doi.org/10.1016/j.bbrep.2021.100916

	Graphical abstract

