








 

 

 

 

 

 

 

 

August 13, 2015 

 

 

Stuart E. Dryer, Ph.D., F.A.S.N. 

University of Houston 

Biology and Biochemistry 

4800 Calhoun 

Houston, TX 77204-5001 

 

RE: Request for clarification 

 

Dear Dr. Dryer, 

 

I am writing in regard to your manuscript, “Pleiotropic signaling evoked by tumor necrosis factor 

in podocytes” (F-00146-2015), accepted for publication in AJP – Renal Physiology. While your 

manuscript was being processed, several irregularities were detected within the Figures; please 

see the attached figure file for details. Specifically: 

  

 The STAT3 blots in Figures 2D, 4A and 5A appear to be identical to blots previously 

published in your article in the journal Molecular Pharmacology (Mol Pharmacol 

87:231–239, February 2015) as Figures 1B and 1D 

 

 The -actin blots in Figures 3A, 3B and 9B appear to be duplicates, as are the -actin 

blots in Figures 4A, 4B and 5A 

 

 The P-STAT3 image in Figure 4B shows signs of selective editing 

 

 The lane labels on the figures indicate that they are from completely different 

experiments, with different treatments, yet appear to be identical gels 

 

I am writing, therefore, to request an explanation for these image irregularities and also ask that 

you provide us copies of all original captures for the images in question. Note that further 
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processing of your manuscript is on hold until this matter has been resolved, so I urge you to 

respond as soon as possible. 

 

Sincerely, 

 
Rita Scheman 

APS Director of Publications and Executive Editor 

 

Cc: Curt Sigmund, Chair, APS Publications Committee 

 Hershel Raff, Vice Chair for Ethics, APS Publications Committee 

 P. Darwin Bell, Editor in Chief, AJP – Renal Physiology 
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Figure 2D - AJP-Renal: F-00146-2015 Figure 1B - Mol Pharm: 2015; Abkhezr - 231-9

Figure 2D - 1B - Gel/Image - Duplication

Figure 2D - AJP-Renal: F-00146-2015 Figure 1B - Mol Pharm: 2015; Abkhezr - 231-9

DUPLICATION
STAT3 image from 2D and STAT3 image from 1B appear to be
duplicates.

Please request original captures  and explanation of submitted composition.

Images compared using ORI image review
tools.

Mol Pharm STAT3 image is shown
superimposed over the AJP-Renal image of
2D. All bands matched up.



Figure 3A- As Submitted to AJP-Renal

Figure 3B- As Submitted to AJP-Renal

Figure 9B - As Submitted to AJP-Renal

Figure 3A - Gel(s) in Question

Figure 3B - Gel(s) in Question

Figure 9B - Gel(s) in Question



Figure 3A - Gel(s) in Question

Figure 3B - Gel(s) in Question

Figure 9B - Gel(s) in Question

Figures 3A & 3B - “β-actin” Gel/Image - Duplication

DUPLICATION
β-Actin images in figures 3A, 3B and 9B appear to be
duplicates.

Please request original captures  and 
explanation of submitted composition.

β-actin gels from 3A & 3B have
been superimposed with

ORI compare tool. Lanes and bands
match up.

β-actin gels from 3A & 9B have
been superimposed with

ORI compare tool. Lanes and bands
match up.
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Figure 4A - AJP-Renal Figure 1D - Mol Pharm; 2015; Abkhezr - 231-9

DUPLICATION
Image “A” and Image “D” appear to be
duplicates.

Please request original captures  and 
explanation of submitted composition.

“Total STAT3” gel from AJP-Renal and 
“STAT3” gel from Mol Pharm have

been superimposed with
ORI compare tool. Lanes and bands

match up.

A

D

Figure 4A (AJP) & 1D (Mol Pharm) - z Gel/Image - Duplication



4A

4B

5A

4A

5A

Figure 4B - As Submitted

Figure 5A - As Submitted

Figure 4A - As Submitted

β-actin gels from 4B & 5A have
been superimposed with

ORI compare tool. Lanes and bands
match up.

β-actin gels from 4A & 4B have
been superimposed with

ORI compare tool. Lanes and bands
match up.

Gel has been flipped on its
horizontal axis.



Figure 4B - As Submitted Figure 4B - Gel in Question

SELECTIVE EDITING

The indicated area(s) of this image may have been selectively edited/
manipulated with image editing software to remove/obscure data. 

Please request original captures  and explanation of submitted composition.

Original captured data appears
to be “painted” over.

Figure 4B - “P-STAT3/Y705” Gel - Selective Editing



Figure 5A (AJP-Renal) - As Submitted Figure 1B  (Mol Pharm) - As published

Figure 5A (AJP-Renal) & 1B (Mol Pharm) - Gel(s) in Question

Figure 5A (AJP-Renal) -  “Total STAT3” gel Figure 1B  (Mol Pharm) - “STAT3” gel

“Total STAT3” gel from 5A (AJP) 
& “STAT3” gel from 1B (Mol Pharm)

have been superimposed with
ORI compare tool. Lanes and bands

match up.

DUPLICATION
Image A and Image B appear to be
duplicates.

Please request original captures  and 
explanation of submitted composition.

A
B

Figure 5A (AJP-Renal) & 1B (Mol Pharm) - Gel/Image - Duplication
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 604 

Figure Legends 605 

Figure 1.  Extrinsic regulation of TNF expression in podocytes.  (a) Immunoblot 606 

showing that TNF expression is increased in immortalized mouse podocytes 607 

cultured for 24 hr in the presence of 10% human sera from patients with 608 

recurrent FSGS.  Serum samples from patient 1 were taken before (relapse) and 609 

after remission was achieved by three LDL plasmapheresis sessions.  Serum 610 

from patient 1 while he was in relapse evoked a marked increase in TNF 611 

expression in podocytes.  A similar effect was produced by serum from two other 612 

recurrent FSGS patients in relapse.  The bar graph to the right shows 613 

densitometric analysis of these experiments.  In this and all subsequent figures, 614 

the bar graph represents mean ± s.e.m.  (b)  Representative immunoblot shows 615 

that exposing podocytes to recombinant TNF (10 ng/ml) for 24 hr causes a 616 

marked increase in TNF abundance.  Bar graph to the right shows densitometric 617 

analysis of this experiment.  Asterisks indicate P < 0.05 by unpaired t-test.   618 

 619 

Figure 2.  TNF evokes activation of NFκB and STAT3 in mouse podocytes.  (a) 620 

Immunoblot analysis showing abundance of phosphorylated and total p65-RelA, 621 

one of the essential subunits of NFκB, in response to 10 ng/ml TNF for various 622 

times as indicated.  (b) TNF (10 ng/ml) evoked an increase in tyrosine 623 

phosphorylation of STAT3 (at Y705) but had no effect on abundance of serine 624 

phosphorylated STAT3 (at S727) or total STAT3.  This effect was seen with 625 

exposures ≥1 hr.  In this and subsequent blots on tyrosine phosphorylate STAT3, 626 
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there are typically two bands.  Only the lower molecular weight band (~86 kD, 627 

indicated by the dashed box) corresponds to phospho-STAT3. (c) The STAT3 628 

inhibitor stattic did not affect p65-RelA phosphorylation evoked by 24-hr 629 

exposure to 10 ng/ml TNF.  (d) The NFκB activation inhibitor JSH-23 (20 μM) 630 

blocked STAT3 phosphorylation evoked by 24-hr exposure to 10 ng/ml TNF. 631 

Asterisks indicate P < 0.05 by Bonferonni t-test. 632 

 633 

Figure 3.  Effects of TNF on NFATc1 and cell cycle regulatory proteins in 634 

podocytes.  (a) Immunoblot analysis showing increase in the total abundance of 635 

NFATc1 in podocytes evoked by exposure to TNF (10 ng/ml) for ≥ 1 hr.  TNF 636 

treatment had no effect on podocin abundance.  The multiple NFATc1 bands 637 

reflect expression of several transcript variants.  (b) TNF also induced a marked 638 

increase in the total abundance of cyclin D1 but had no effect on cell cycle 639 

regulatory proteins Cdk4 or p27kip. Asterisks indicate P < 0.05 by Bonferonni t-640 

test. 641 

   642 

 643 

Figure 4.  Role of STAT3 in regulation of NFATc1 and cyclin D1 expression in 644 

podocytes.  (a) STAT3 knockdown using siRNA resulted in reduced total 645 

abundance of NFATc1 and cyclin D1 but had no effect on Cdk4.  Effectiveness of 646 

knockdown is seen from loss of total STAT3.  (b) The STAT3 inhibitor stattic (10 647 
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μM) blocked the increase in NFATc1 and cyclin D1 evoked by 24-hr exposure to 648 

10 ng/ml TNF.  Asterisks indicate P < 0.05 by Bonferonni t-test. 649 

 650 

Figure 5.  TNF causes increased nuclear NFATc1 accumulation downstream of 651 

STAT3. (a) Nearly complete TNF-evoked increases in phosphorylated STAT3 652 

and increases in cyclin D1 persist in the presence of the NFATc1 activation 653 

inhibitor 11R-VIVIT (10 μM).  (b) Exposure to TNF causes an increase in 654 

NFATc1 detected by immunoblot of nuclei isolated from podocytes.  This effect 655 

was blocked by the NFκB inhibitor JSH-23 (20 μM), and by the STAT3 inhibitor 656 

stattic (10 μM).  (c) TNF-evoked accumulation of NFATc1 in podocyte nuclei was 657 

also blocked by the calcineurin inhibitor cyclosporine A (20 μM) but not by the 658 

pan-TRP channel inhibitor SKF-96365 (10 μM). Asterisks indicate P < 0.05 by 659 

Bonferonni t-test. 660 

 661 

 662 

Figure 6.  TNF treatment for up to 72 hr does not cause podocytes to re-enter the 663 

cell cycle.  (a) The phases of the cell cycle were measured by FACS analysis in 664 

podocytes after TNF treatment (10 ng/ml) for 24, 48 and 72 hr, as indicated. 665 

Orange denotes cells in sub-G1 phase, green denotes cells in G0/G1 phase, red 666 

denotes cells in S phase, and blue denotes cells in G2/M phase. (b) Distribution 667 

of cells in various phases of the cell cycle after 24, 48, 72 hr of exposure to TNF.        668 

 669 
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Figure 7.  TNF treatment causes mobilization of TRPC6 channels in podocytes.  670 

(a) Cell-surface biotinylation showing increased steady-state surface expression 671 

of TRPC6 channels in podocytes after 24-hr exposure to 10 ng/ml TNF.  (b) 672 

Fluorescence based assays showing increased ROS generation in podocytes 673 

exposed to TNF for 24 hr.  The TNF-evoked increase in ROS generation can be 674 

antagonized by 20 μM JSH-23 or 10 μM stattic.  (c) The ROS quencher TEMPOL 675 

blocks TNF-evoked increase in steady-state expression of TRPC6 on the 676 

podocyte cell surface.  As with effects on ROS generation, the TNF-evoked 677 

increase in surface TRPC6 is attenuated by the NFκB inhibitor JSH-23 (20 μM) 678 

(d) and by the STAT3 inhibitor stattic (10 μM) (e). Asterisks indicate P < 0.05 by 679 

Bonferonni t-test. 680 

 681 

 682 

Figure 8.  Increased cationic current in response to diacylglycerol analog in 683 

podocytes treated with TNF.  (a) Examples of currents evoked by voltage 684 

ramps (from -80 mV to +80 mV over 2.5 sec) before and during application of 685 

100 μM OAG, a membrane-permeable analog of diacylglycerol.  These currents 686 

were completely eliminated by 50 μM La3+.  Note that the OAG-evoked currents 687 

were larger in cells treated with TNF.   (e) Summary of results from N = 10 cells 688 

per group showing that OAG-evoked current relative to baseline currents 689 

measured at +80 mV are greater in TNF-treated cells (P < 0.05 by Student’s 690 

unpaired t-test).  691 

 692 
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Figure 9.  TNF evokes increase in total abundance of TRPC6 through NFATc1.  (a) 693 

Immunoblot analysis showing increased total abundance of TRPC6 protein in 694 

podocytes after TNF treatment (10 ng/ml) for times indicated.  (b) Effects of TNF 695 

were blocked by the NFATc1 inhibitor 11R-VIVIT (10 μM).  However TNF effects 696 

were not robustly inhibited by 10 μM SKF-96365.  Asterisks indicate P < 0.05 by 697 

Bonferonni t-test. 698 

 699 

Figure 10.  Schematic summary of pathways identified in the present study.  TNF 700 

causes activation of NFκB in an early step in the transduction cascade in 701 

podocytes.  After ~ 1 hr, this leads to tyrosine phosphorylation and activation of 702 

STAT3, which translocates to the nucleus.  Active STAT3 causes an increase in 703 

the overall abundance of NFATc1, and translocation of active NFATc1 to the 704 

nucleus.  There is also an increased expression of the cell cycle regulatory 705 

protein cyclin D1, but not of other key cell cycle proteins such as Cdk-4, and 706 

consequently the cells do not reenter the cell cycle.  An appropriate “second hit” 707 

that increases Cdk-4 and degrades p27kip could result in cell-cycle dysregulation 708 

leading to glomerular collapse in vivo.  Through calcineurin-NFATc1 signaling, 709 

TNF causes an increase abundance of TRPC6 channels, and owing to increased 710 

ROS generation the TRPC6 channels traffic to the cell surface and become 711 

active.  Increases in TRPC6 surface expression and activation can over time lead 712 

to Ca2+ overload that drives other pathological processes. 713 
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