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Abstract. – OBJECTIVE: The present study 
was to investigate the value of immunofluores-
cence-mediated detection of Ig, C1q, C3, and 
FRA for the identification and diagnosis of atyp-
ical membranous nephropathy (AMN). 

PATIENTS AND METHODS: Fifty-five patients 
with AMN and 135 patients with idiopathic mem-
branous nephropathy (IMN) diagnosed by renal 
biopsy in our hospital were consecutively select-
ed. The positive expressions of Ig, C1q, C3, and 
FRA by immunofluorescence were analyzed. 

RESULTS: We compared the levels of blood urea 
nitrogen, creatinine, cystatin C, and 24 h urine pro-
tein, and the levels of serum IgA, IgG, IgM, and 
C3. The differences were not significant (p>0.05). 
Proportionate increases in glomerular spiky pro-
jection formations in patients with AMN were ob-
served by light microscopy, without observation 
of other pathologic changes. By immunofluores-
cence, AMN patients showed higher positive rates 
of deposition of IgA, IgM, C1q, and FRA compared 
with IMN patients. Comparison of the positive 
rates of deposition of IgG and C3 showed no dif-
ferences. By electron microscopy, AMN patients 
showed higher percentages of mesangial cell and 
mesangial matrix proliferation. Deposition of elec-
tron dense granules was mostly found in subepi-
thelium, inside basement membranes, and in the 
mesangial area. The comparisons between the 
two groups showed no differences.

CONCLUSIONS: Immunofluorescence-medi-
ated detection of Ig, C1q, C3, and FRA have im-
portant application value for the identification 
and diagnosis of AMN.
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Introduction

The main pathologic changes of membranous 
nephropathy are thickening of the glomerular 

basement membrane combined with deposition 
of immune complexes under epithelial cells, and 
fine granular deposits of IgG and C3 along glo-
merular capillary walls, as determined by im-
munofluorescence microscopy1. The rate of mor-
bidity associated with nephrotic syndrome in 
clinical practice is about 30-65%. Patients of all 
ages can suffer from the disease with various cli-
nical symptoms and varied treatment effects2-4. 
The causes of membranous nephropathy are di-
vided into idiopathic membranous nephropathy 
(IMN) and secondary membranous nephropathy 
(SMN). Furthermore, some patients have patho-
logical manifestations that are similar to secon-
dary membranous nephropathy, but have no con-
firmed basic diseases, which is known as atypical 
membranous nephropathy (AMN)5-7. There are 
relatively few clinical and pathological studies 
on AMN. The aim of the present work was to in-
vestigate the value of immunofluorescence-me-
diated detection of Ig, C1q, C3, and FRA for the 
identification and diagnosis of AMN.

Patients and Methods 

Patients
Fifty-five patients with AMN and 135 patients 

with IMN diagnosed by renal biopsy in our ho-
spital from January 2013 to October 2016 were 
retrospectively analyzed. The informed consent 
was obtained from all the patients. The investi-
gation was approved by the Ethical Committee 
of Tianjin Hospital. We excluded cases of glome-
rulonephritis, renal dysfunction, pyelonephritis, 
other immune diseases, secondary membranous 
nephropathy, and recent treatment history with 
hormones and immunosuppressive agents. The 

European Review for Medical and Pharmacological Sciences 2017; 21: 5415-5419

W.-X. WANG1, C.-Y. HU2

1Intensive Care Unit, Tianjin Hospital, Tianjin, China
2Department of Nephrology, Tianjin 5th Hospital, Tianjin, China

Wei-xiu Wang and Chun-yan Hu contributed equally to this work

Corresponding Author:  Weixiu Wang, undergraduate; e-mail: tjwangweixiu@163.com

Value of immunofluorescence-mediated 
detection of Ig, C1q, C3, and FRA for the 
identification and diagnosis of atypical 
membranous nephropathy



W.-X. Wang, C.-Y. Hu

5416

baseline parameters of the two groups were com-
parable (Table I).

Research Methods
Biopsies were analyzed by the Department of 

Kidney Pathology. Analysis included the num-
ber of glomeruli and glomerular spiky projection 
by light microscopy, detection of IgA, IgM, C1q, 
and FRA by immunofluorescence microscopy, the 
number of mesangial cells and mesangial matrix 
proliferation, deposition of electron dense granules 
by electron microscopy, periodic acid-sliver methe-
namine (PASM) staining under the light microsco-
pe (medium or high amplification), and Masson 
staining (medium amplification) (Figure 1).

We analyzed the levels of blood urea nitro-
gen, creatinine, cystatin C, and 24 h urine pro-
tein. Furthermore, we analyzed the levels of 
IgA, IgG, IgM, and C3 in serum and by immu-
nofluorescence microscopy (positive expres-
sion of IgA, IgG, IgM, C1q, C3, and FRA), and 
electron microscopy.

Statistical Analysis
SPSS20.0 software (SPPS, IBM Corp, Armonk, 

NY, USA) was used for data analysis. Numerical 
data are presented as mean ± standard deviation. 

Comparisons were by independent-samples t-test. 
Categorical data are presented as case number 
or percentage (%). The comparisons among the 
groups were made by χ2-test; p<0.05 was conside-
red statistically significant.

Results

Comparison of the Levels of Blood Urea 
Nitrogen, Creatinine, Cystatin C, and 24 
h Urine Protein 

The comparison of the levels of blood urea 
nitrogen, creatinine, cystatin C, and 24 h urine 
protein between the two groups showed no signi-
ficant differences (p>0.05) (Table II).

Comparison of Serum Levels of IgA, IgG, 
IgM, and C3

The comparison of the serum levels of IgA, 
IgG, IgM, and C3 between the two groups showed 
no significant differences (p>0.05) (Table III).

Comparison of the Results of Light 
Microscopy 

A proportionate increase of glomerular 
spiky projection formations in patients with 

Figure 1. Imaging analysis of light microscopic report of renal pathology (A, IMN, middle amplification, PASM staining; B, 
IMN, high amplification, Masson staining; C, AMN, high amplification, PASM staining; D, AMN, high amplification, Masson 
staining). A-B, Renal biopsy showed nine glomeruli, mild diffuse proliferation of glomerular mesangial cells and mesangial ma-
trix, and the deposition of fuchsinophilic protein in the mesangial area; one glomerulus showed segmental sclerosis at the urinary 
pole. Renal tubular epithelial cell vacuolar and granular degeneration, atrophic lesions, and local lymphocytic and monocyte 
infiltration combined with fibrosis were found in the mesangial matrix. Wall thickening of arterioles was found. Immunofluore-
scence: four glomeruli were shown, and were IgA (+++), IgG (−), IgM (++), Clq (−), C3 (++), and FRA (−). There was deposition 
of conglomerations along the mesangial area. Electron microscopy showed FSGS accompanied with IgA deposition (details were 
listed in the report of electron microscopic examination). According to the results of electron microscopy, patients were diagnosed 
with focal segmental glomerulosclerosis (apical type) accompanied with IgA deposition. C-D, Renal biopsy showed 19 glomeruli, 
mild diffuse proliferation of glomerular mesangial cells and mesangial matrix, basement membrane vacuolar degeneration, and 
podocyte proliferation. One glomerulus showed segmental sclerosis at the urinary pole. Renal tubular epithelial cell vacuolar and 
granular degeneration, atrophic lesions, and local lymphocytic and monocyte infiltration combined with fibrosis were observed. 
Wall thickening of arterioles was found. Immunofluorescence: six glomeruli were shown, and were IgA (−), IgG (−), IgM (−), 
Clq (++), C3 (+), and FRA (++). There was deposition of conglomerations and granular deposition along the mesangial area and 
capillaries. Electron microscopy showed AMN (details were listed in the report of electron microscopic examination). The results 
of electron microscopic analysis showed AMN accompanied with focal segmental glomerulosclerosis (apical type).
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AMN was observed by light microscopy, wi-
thout observation of other pathologic changes 
(Table IV).

Comparison of the Results 
of Immunofluorescence

Patients with AMN showed higher rates of 
positive deposition of IgA, IgM, C1q, and FRA 

compared with patients with IMN. There were no 
differences in the comparison of the positive rates 
of deposition of IgG or C3 (Table V).

Comparison of the Results of Electron 
Microscopy 

In both patients with AMN and IMN, we ob-
served thickening of glomerular basement mem-

Table I. Comparison of baseline parameters of the two groups.

   Disease 
 Male/  course  Hypertension Edema Hyperlipemia Hypoproteinemia
Group female Age (y) (months) [case (%)] [case (%)] [case (%)] [case (%)]

AMN (n=55) 30/25 55.8±12.6 3.8±0.7 40 (72.7) 36 (65.5) 33 (60.0) 29 (52.7)
IMN (n=135) 72/63 54.9±13.3 3.9±0.8 105 (77.8) 98 (72.6) 90 (66.7) 82 (60.7)
t/χ2 0.023 0.252 0.186 0.551 0.958 0.761 1.033
p 0.879 0.867 0.923 0.458 0.328 0.383 0.309

Table II. Comparison of the levels of blood urea nitrogen, creatinine, cystatin C, and 24 h urine protein.

Group Urea nitrogen (mmol/l) Creatinine (μmol/l) Cystatin C (mg/l) 24 h urine protein (g)

AMN 5.3±1.4 123.5±34.7 2.5±0.8 6.6±1.5
IMN 5.5±1.7 132.6±42.5 2.3±0.9 6.9±1.7
t 0.152 0.356 0.202 0.325
p 0.768 0.764 0.854 0.648

Table III. Comparison of serum levels of IgA, IgG, IgM, and C3 (g/l).

Group IgA IgG IgM C3

AMN 3.2±1.3 12.8±3.3 3.4±0.9 2.6±0.7
IMN 3.4±1.4 13.3±3.5 3.2±0.7 2.7±0.9
t 0.085 0.285 0.286 0.186
p 0.953 0.864 0.847 0.897

Table IV. Comparison of the results of light microscopy.

   Renal vessel 
Group Glomerular Renal Tubular abnormality

  Spiky  Inflammatory Matrix Inflammatory
 Glomerulosclerosis projection cell infiltration Atrophy  cell infiltration Fibrosis 

AMN (n=55) 32 (58.2) 25 (45.5) 15 (27.3) 33 (60.0) 36 (65.5) 32 (58.2) 22 (40.0)
IMN (n=135) 70 (51.9) 40 (29.6) 41 (30.4) 79 (58.5) 94 (69.6) 96 (71.1) 60 (44.4)
χ2 0.630 4.348 0.180 0.035 0.315 2.972 0.315
p 0.427 0.037 0.671 0.851 0.574 0.085 0.575

Table V. Comparison of the results of immunofluorescence.

Group IgA IgM IgG C1q C3 FRA 

AMN (n=55) 31 (56.4) 32 (58.2) 50 (90.9) 43 (78.2) 46 (83.6) 28 (50.9)
IMN (n=135) 41 (30.4) 55 (40.7) 129 (95.6) 61 (45.2) 120 (88.9) 39 (28.9)
χ2 11.219 4.789 1.547 17.173 0.977 8.301
p 0.001 0.029 0.214 0.000 0.323 0.004
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branes and diffuse foot process fusion, without 
specific lesions of renal tubules or renal intersti-
tium. Patients showed higher percentages of me-
sangial cell and mesangial matrix proliferation. 
Deposition of electron dense granules was mostly 
observed in the subepithelium, inside basement 
membranes, and in the mesangial area. Compari-
sons between the two groups showed no differen-
ces (Table VI).

Discussion

There is currently no large-scale research on 
AMN. The exact definition and classification of 
AMN is still disputed. Some scholars believe it 
should be classified as IMN8, while others con-
sider AMN as a form of secondary membranous 
nephropathy without definite cause9. However, 
AMN is rarely considered as a form of indepen-
dent membranous nephropathy.

According to our study, there were no dif-
ferences in sex, age, disease course, or clinical 
manifestations between patients with AMN and 
IMN. A previous research10 indicated that AMN 
is more often accompanied with hematuria com-
pared with IMN, which may be correlated with 
the fact that AMN is manifested by mesangial 
cell and mesangial matrix proliferation, and in-
creases in immunoglobulin deposition, such as 
IgA. We compared the levels of blood urea nitro-
gen, creatinine, cystatin C, and 24 h urine protein, 
and the levels of serum IgA, IgG, IgM, and C3. 
There were no significant differences, indicating 
that the clinical and laboratory differentiation 
between the two groups is relatively difficult11,12. 
There is research suggesting that compared with 
IMN, AMN is associated with increased levels of 
several inflammatory factors, often secondary to 
infection, malignant tumors, or autoimmune di-
seases that involve the kidney13. Proportionate in-
creases of glomerular spiky projection formations 
in patients with AMN were observed by light mi-
croscopy, without observation of other pathologic 

changes. Patients with AMN showed higher po-
sitive rates of deposition of IgA, IgM, C1q, and 
FRA compared with patients with IMN. Compa-
rison of the positive rates of deposition of IgG and 
C3 showed no differences. A previous research14 
indicated that the differences in the observations 
by immunofluorescence between AMN and SMN 
caused by membranous nephropathy related to sy-
stemic lupus erythematosus and hepatitis B were 
not significant. It was also noted that AMN may 
be SMN that has no definite cause at different 
stages. AMN patients showed higher percentages 
of mesangial cell and mesangial matrix prolifera-
tion. Deposition of electron dense granules was 
mostly found in subepithelium, inside basement 
membranes, and in the mesangial area. Careful 
observation by light microscopy, immunofluore-
scence, and electron microscopy can improve the 
diagnostic accuracy of AMN15,16.

The pathological characteristics of IMN in-
clude the fine granular deposition of IgG and C3 
along glomerular capillary walls, as determined 
by immunofluorescence. Additionally, the depo-
sition of IgM, IgE, and Clq can be observed. The 
amount of deposition changes with the disease 
course17. The amount of deposition is small at the 
early stage, and increases with disease progres-
sion, while at the advanced stage, it decreases 
again18. Diagnosis of membranous nephropathy 
relies primarily on renal biopsy. There are many 
studies aiming at identifying highly sensitive and 
specific serological markers to replace renal biop-
sy19. The positive expression rates of angiopoie-
tin-like protein 4 and PLA2R have been shown to 
be as high as 70-85% in IMN20,21. Furthermore, 
the detection of IgG subtypes by immunohisto-
chemistry contributes to the differentiation of 
AMN and IMN22.

Conclusions

The immunofluorescence-mediated detection 
of Ig, C1q, C3, and FRA has important applica-

Table VI. Comparison of the results of electron microscopy.

 Mesangial cell and mesangial  Deposition of electron
Group matrix proliferation dense granules 

AMN (n=55) 20 (36.4) 43 (78.2)
IMN (n=135) 28 (20.7) 109 (80.7)
χ2 5.052 0.160
p 0.025 0.689



Immunofluorescence-mediated detection of Ig, C1q, C3, and FRA in AMN

5419

tion value for the identification and diagnosis of 
AMN.

Conflict of Interest
The Authors declare that they have no conflict of interest.

References

 1) Fogo AB, Lusco MA, NAjAFiAN B, ALpers ce. AJKD 
atlas of renal pathology: membranous nephropa-
thy. Am J Kidney Dis 2015; 66: e15-e17.

 2) YAvuz s, ANArAt A, BAYAzit AK, KArAguN Bs, YiLMAz s, 
KiLiNc Y, goNLuseN g, KuYucu Y. Membranous ne-
phropathy presenting with nephrotic syndrome in 
a child with thalassemia major. Pediatr Int 2015; 
57: 711-713.

 3) riYANg L, HANgYiNg Y, juNYAN Q, YAYu L, YuHui W, 
YAzHeN Y, jiAzHeN Y, jiN Y, juN N, DoNgroNg Y. As-
sociation between tongue coating thickness and 
clinical characteristics among idiopathic mem-
branous nephropathy patients. J Ethnopharmacol 
2015; 171: 125-130.

 4) Noris M, reMuzzi g. Glomerular diseases depen-
dent on complement activation, including atypical 
hemolytic uremic syndrome, membranoprolifera-
tive glomerulonephritis, and C3 glomerulopathy: 
core curriculum 2015. Am J Kidney Dis 2015; 66: 
359-375.

 5) Li p, Wei rB, tANg L, Wu j, zHANg Xg, cHeN XM. 
Clinical and pathological analysis of hepatitis B 
virus-related membranous nephropathy and idio-
pathic membranous nephropathy. Clin Nephrol 
2012; 78: 456-464.

 6) zHou Q, zHu K, Yu H, cHeNg H. Ichthyosiform 
mycosis fungoides with alopecia and atypical 
membranous nephropathy. Indian J Dermatol Ve-
nereol Leprol 2011; 77: 180-183.

 7) ABDALLAH e, AL-HeLAL B, AsAD r, KANNAN s, DrAz 
W, ABDeLgAWAD z. ANalysis of histopathological 
pattern of kidney biopsy specimens in Kuwait: a 
single-center, five-year prospective study. Saudi 
J Kidney Dis Transpl 2015; 26: 1223-1231.

 8) BieNiAs B, zAjAczKoWsKA M, BorzecKA H, siKorA p, 
WieczorKieWicz-pLAzA A, WiLczYNsKA B. Early mar-
kers of tubulointerstitial fibrosis in children with 
idiopathic nephrotic syndrome: preliminary report. 
Medicine (Baltimore) 2015; 94: e1746.

 9) zAjjAri Y, AAtiF t, BAHADi A, HAssANi K, eL KABBAj D, 
BeNYAHiA M. Kidney biopsy in the Military Hospital 
of Morocco: complications and histopathological 
findings. Saudi J Kidney Dis Transpl 2015; 26: 
1044-1049.

10) HArMANKAYA o, oKuturLAr Y, KocogLu H, KAptANoguL-
LAri H, YuceL sK, ozKAN H, AcArer D, erDogAN e, YiL-
MAz M, HursitogLu M. Renal biopsy in the elderly: 

a single-center experience. Int Urol Nephrol 2015; 
47: 1397-1401.

11) LoNNBro-WiDgreN J, Ebefors K, Molne J, Ny-
strom J, Haraldsson B. Glomerular IgG sub-
classes in idiopathic and malignancy-associa-
ted membranous nephropathy. Clin Kidney J 
2015; 8: 433-439.

12) zAArour M, WeerAsiNgHe c, eter A, eL-sAYegH s, 
eL-cHArABAtY e. An overlapping case of lupus ne-
phritis and IgG4-related kidney disease. J Clin 
Med Res 2015; 7: 575-581.

13) KHAKureL s, AgrAWAL rK, HADA r. Pattern of glome-
rular disease in Nepal: A single-center experien-
ce. Saudi J Kidney Dis Transpl 2015; 26: 833-838.

14) DAuvergNe M, MoKteFi A, rABANt M, vigNeAu c, KoF-
MAN t, BurteY s, corpecHot c, steHLe t, DesvAuX D, 
riouX-LecLercQ N, rouvier p, KNeBeLMANN B, BoFFA jj, 
Frouget t, DAugAs e, jABLoNsKi M, DAHAN K, BrocHe-
riou i, reMY p, griMBert p, LANg p, cHAzouiLLeres o, 
sAHALi D, AuDArD v. Membranous nephropathy as-
sociated with immunological disorder-related liver 
disease: a retrospective study of 10 cases. Medi-
cine (Baltimore) 2015; 94: e1243.

15) jiN j, Li YW, He Q. Primary and recurrent focal 
segmental glomerulosclerosis closely link to se-
rum soluble urokinase-type plasminogen acti-
vator receptor levels. Transplant Proc 2015; 47: 
1760-1765.

16) KANoDiA Kv, vANiKAr Av, NigAM LK, pAteL rD, sutHAr 
Ks, gerA DN, triveDi HL. Pediatric renal biopsies 
in india: a single-centre experience of six years. 
Nephrourol Mon 2015; 7: e25473.

17) AsMANDAr s, Figueres ML, goujoN jM, NoeL LH, 
HuMMeL A. [Diagnostic value of IgG subtypes in 
membranous nephropathy: a case report]. Ne-
phrol Ther 2015; 11: 169-172.

18) HoXHA e, stAHL rA. Membranous nephropathy: the 
journey continues ... EBioMedicine 2015; 2: 374-
375.

19) zHeNg cz, sHu YB, Luo YL, Luo j. The role of miR-
146a in modulating TRAF6-induced inflammation 
during lupus nephritis. Eur Rev Med Pharmacol 
Sci 2017; 21: 1041-1048.

20) peNg L, MA j, cui r, cHeN X, Wei sY, Wei Qj, Li B. 
The calcineurin inhibitor tacrolimus reduces pro-
teinuria in membranous nephropathy accompa-
nied by a decrease in angiopoietin-like-4. PLoS 
One 2014; 9: e106164.

21) DeBiec H, roNco p. Immune response against au-
toantigen PLA2R is not gambling: implications for 
pathophysiology, prognosis, and therapy. J Am 
Soc Nephrol 2016; 27: 1275-1277.

22) DoNg Hr, WANg YY, WANg gQ, suN Lj, cHeNg H, 
cHeN Yp. [application of immunohistochemistry 
and immunofluorescence staining in detection 
of phospholipase a2 receptor on paraffin section 
of renal biopsy tissue]. Zhongguo Yi Xue Ke Xue 
Yuan Xue Bao 2015; 37: 562-566.


