
Dear Ellie,

First of all, I would like to sincerely thank you for your time and effort in addressing this
matter.

This is to confirm that the authors categorically deny any deliberate attempt to manipulate the
data presented in the original publication. While we do not agree with the conclusions drawn
by the contributors on PubPeer, we regret that we no longer have access to the original data,
as the paper in question was published almost 20 years ago (Cell 2005). Given this, we
acknowledge the possibility of unintentional errors during the preparation of the figures or the
potential occurrence of similarities, as explained below.

Regarding the alleged image duplication pointed out by the pubeer, I would like to emphasize
that the “color overlay” method used for band comparison is widely criticized by several
imaging experts as being subjective, unreliable, and prone to misinterpretation. This method
assesses band similarity based on both the volume and spatial distribution of bands, which can
be influenced by multiple factors, including:

● The mesh of the gel,
● The size of the gel,
● The buffer composition,
● Migration time,
● The nature of the cell extract,
● The type of target protein and the antibodies used.

It is important to note that for nearly all our experiments, we used the same acrylamide
provider, with consistent gel percentages, identical buffer systems, and uniform gel sizes.
Furthermore, many of the figures in question involved the same cell extracts, target proteins,
and antibodies. As such, it is entirely reasonable that the bands might appear similar, and any
similarities detected by the “color overlay” method are to be expected.

In addition, manipulations performed by PubPeer commentators—such as horizontal or
vertical flipping, stretching, and other alterations—could amplify these perceived similarities,
leading to misleading interpretations when evaluated through the “color overlay” method.

Please find my detailed comments on each paper below. I deeply appreciate your time and
consideration in reviewing this response.
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This paper has now been published for nearly 20 years, and all of its findings were pioneering
contributions to the scientific literature. Specifically:

● We were the first to demonstrate that hnRNP K plays a role in the DNA damage
response.

● We were the first to show that hnRNP K is rapidly induced following DNA damage.
● We were the first to report that hnRNP K interacts with HDM2 and is regulated

through an HDM2- and ubiquitin-dependent mechanism.
● We were the first to establish that hnRNP K undergoes regulation by ubiquitination.
● We were the first to identify the interaction between hnRNP K and p53.
● We were the first to demonstrate that hnRNP K regulates p53-dependent transcription

after DNA damage, including the induction of p21 and other target proteins.

All these findings have been reproduced and confirmed by numerous studies published in
subsequent years. I have provided a list of references below, which demonstrate how these
results have been validated by independent research.

Discussion of the allegations
1-HnRNP K is induced following DNA damage

Figure 1, composed of six panels, demonstrates the induction of hnRNP K following DNA
damage, progressing from proteomic analysis to the final panel (F). We were the first to report
this regulatory mechanism, which has since been confirmed and validated by other
independent studies (see references below).

The first allegation on PubPeer claims that the tubulin control in panel F was taken from panel
E. I acknowledge that, after the manipulations performed by the PubPeer commentators, the
tubulin bands in both panels appear similar. However, I maintain that such similarity is
plausible, as both tubulin bands were generated using the same antibody and derived from
highly similar cell extracts.

Since the original data is no longer available (given that the paper was published nearly 20
years ago), I cannot definitively rule out the possibility of an unintended error during the
preparation of the figure (which remains a likely scenario). For this, I sincerely apologize.
Regardless, this potential mistake does not alter the conclusions of the figure, as the key
findings are supported by the other panels. Therefore, there was no motive or need to falsify
the tubulin control.



In addition, the induction of hnRNP k following DNA damage is also demonstrated on Figure
2 of the paper which is constituted by 4 panels.

2-HnRNP K Stabilization following DNA Damage Reflects Inhibition of Its Proteasomal
Degradation

This figure, consisting of four panels, demonstrates that hnRNP K is regulated by the
ubiquitin-dependent proteasome pathway. Panels B, C, and D clearly show that hnRNP K
undergoes ubiquitination and degradation in a proteasome-dependent manner. We were the
first to report this regulatory mechanism, and it has since been confirmed by multiple
independent studies (see references below).

In the PubPeer comments, it is claimed that the tubulin band in panel A of this figure
resembles the tubulin from Figure 1E, but only after a horizontal flip manipulation. While I
personally find it difficult to see the similarity—particularly the section highlighted by the red
circle—I no longer have access to the original data, making it impossible to verify whether an
error occurred during figure assembly.

That said, there was no need to fabricate or manipulate the tubulin band in this figure, as the
conclusions drawn from the results in this panel are not critical to the main findings.
Furthermore, the regulation of hnRNP K levels following cycloheximide treatment has been
independently confirmed by other researchers (see references below).



3-hnRNP K Interacts with p53, and the Two Proteins Associate with p53-Dependent
Promoters in an Interdependent Manner

Panel B in Figure 7 demonstrates that hnRNP K is recruited to the p53-dependent promoters,
including p21 and HDM2, and is required for p53 binding to these promoters. The key
conclusion is based on experiments conducted in U2OS cells, which express p53. In these
cells, the siRNA-mediated downregulation of hnRNP K significantly reduces p53 recruitment
to its target promoters. In contrast, in SAOS cells (which are p53-deficient), hnRNP K is still
recruited, but only at a basal level.

The PubPeer commentator claims that some bands from the SAOS cell experiments appear
similar. On carefully examining enlarged images for panel B.of Figure 3, it is not clear to us
that the images are actual duplications, but if they are, this could be due to an unintentional
mistake during image assembly. Unfortunately, I no longer have access to the original data to
verify this.

That said, there was no need to fabricate or manipulate this part of the figure, as the main
conclusion is already supported by the U2OS experiments. Thus, any potential error would
not impact the validity of the overall findings.



4-Mdm2 mediates ubiquitination of hnRNP k and this is interrupted by DNA damage

A series of experiments presented in Figures 3 and 4 (9 panels in total) clearly demonstrate
that hnRNP K is ubiquitinated in an HDM2-dependent manner and that this ubiquitination is
inhibited by DNA damage. These findings are shown both ex vivo (in cell-based experiments:
panels A, B, C, and D of Figure 3, and panels C, D, and E of Figure 4) and in vitro using
purified proteins (panel F of Figure 4).

Our study was the first to demonstrate the interaction between HDM2 and hnRNP K (panels
A and B of Figure 4) as well as its HDM2-mediated ubiquitination. These results have been
successfully reproduced and validated by other independent studies, both ex vivo and in vivo
(including mouse models), as referenced below.

However, the PubPeer commentators criticized panel E of Figure 4, claiming that the images
appear similar. In my view, such similarity is expected since both images originate from the
same type of cells (Mdm2-deficient MEFs) and were generated using the same hnRNP K
antibody for immunoprecipitation. On carefully examining enlarged images for panel E of
Figure 4, it is not clear to us that the images are actual duplications, but if they are, this may
be due to an inadvertent mistake during the image assembly process. Unfortunately, I no
longer have access to the original data to verify this.

That said, there was no need to manipulate or fabricate these images, as the main conclusion
of the figure remains intact and is strongly supported by the other experiments.

figure 3, in cell experiments showing that hnRNP K Stabilization following DNA Damage
Reflects Inhibition of Its Proteasomal Degradation. it shows its ubiquitination.



Figure 4, shows that HDM2 Mediates Ubiquitin-Dependent Degradation of hnRNP K in both
in cell and in vitro conditions. it shows also that hnRNP k interacts with HDM2 and this
interaction is interrupted with DNA damage.



5- hnRNP K/P53 Interaction and hnRNP K/HDM2 interaction
All the other figures criticized on PubPeer—specifically Figures 4, 6, 7, 8, 9, 10, and
11—present experiments demonstrating the interactions between hnRNP K and P53, as well
as hnRNP K and HDM2. The concerns raised by the commentators primarily focus on
western blot bands, which were heavily manipulated by the pubeer commentators (e.g.,
through horizontal flipping, vertical compression, stretching, etc.) to create the appearance of
similarity.

However, the data in these figures have been independently reproduced and confirmed in
multiple published studies (see references below). Notably, the interactions between
P53/hnRNP K and HDM2/hnRNP K, which were first reported in our paper and depicted in
the criticized figures, have been repeatedly demonstrated and validated by subsequent
research.

Since the paper was published 20 years ago, I no longer have access to the original data to
address these specific criticisms. Nevertheless, the reproducibility of our findings by others
highlights the integrity and validity of the conclusions presented in the paper.
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Conclusion
We were the first to show the involvement of hnRNP k in the DNA damage response, its
involvement in the P53 pathway, its regulation by the ubiquitination pathway under HDM2.
now it is well established that hnRNP k accomplishes these functions by other either in vitro,
in cell and in vivo setting. In addition, thanks to our work, hnRNP k becomes a very attractive
target for cancer treatment (see references above and other papers are not presented here).
furthermore, before our paper and as far as we know there were no other work that has
described the implication of hnRNP k in the DNA damage response. Furthermore, all the
critics are subjective and scientifically unfounded. Indeed, and as far as we are aware, there
were no other scientific published work in the literature that shown results contrasting ours.

In addition, all the concerned parts of the figures criticized do not compromise the final
conclusions, therefore there was no need to manipulate these figures and mainly the tubulin
bands. Tubulin band are very easy to create if we needed so.
Therefore, we deny any attempt to deliberately fabricate or duplicate any data presented in
this paper or others. We confirm that any potential duplication, if presented, in this paper
could be due definitely to a mistake occurred when the images were assembled for
publication, otherwise this is a completely wrong interpretation of the image.



ATM-dependent phosphorylation of heterogeneous nuclear
ribonucleoprotein K promotes p53 transcriptional activation
in response to DNA damage

Abdeladim Moumen,1,†Christine Magill,2Katherine L. Dry2and Stephen p. Jackson2,*

The authors deny any attempt to deliberately manipulate the data presented in the original
publication in question. Whilst the authors do not concur with the conclusions drawn by the
Pubpeer contributor(s), the authors do not have the original data for comparison since the
paper in question has been published for now more than 9 years. Without this, the authors
acknowledge the possibility of unintended error having been made during compilation of the
figures in question.

Figure1: ATM-dependent phosphorylation of hnRNP k

in U2OS cells the ATM mediated phosphorylation of hnRNP K using a phospho-ATM/ATR
substrate antibody (antiP-S/T) was assessed. this antibody recognizes specifically targets
phosphorylated by ATM or ATR. The specific ATM mediated hnRNP K phosphorylation in a
DNA damage dependent manner is demonstrated in this figure on its three panels (A,B and
D) using this antibody. The commentator on Pubpeer criticized the figure 1 panel A by
pretending that the first four lines are similar. For me it is very well expected that this bands
to be similar because these are background from the same cell extract with the same
antibody. Indeed, if you look to the same figure, the two bands on the right-hand side
(sample 4A) are also looking similar to the bands on the left-hand side (vector and WT+ATMi)
(see circled parts)

Figure 3: ATM-dependent phosphorylation of hnRNP k promotes P53 transcriptional
activity after IR.



both siRNA resistant HA-tagged WT hnRNP K (WT/siR) and siRNA resistant HA-tagged 4A
mutant (4A/siR) were successfully expressed in U2OS cells to assess the effect of
ATM-mediated phosphorylation of hnRNP K on the P53 activity following DNA damage. The
commentator on Pubpeer criticized the figure 3 panel B by pretending that the band on the
right-hand side representing the expression of 4A/siR is added manually. The expression of
this protein (4A/siR) is already made efficiently as it is shown on the panel A of the figure
3. Therefore, there were no reason to add it manually on the panel B as it is pretended.
The splice appearing is more likely due to a bad transfer of the protein from the gel to the
membrane. This is something frequent in western blotting. Indeed, as you can see on the
figure 4 of the Cell paper (see below), we have this kind of splice appearing although this is
an integral gel. This demonstrates that the apparent splice could be due to a bad transfer
during the western blotting process.

Figure 3 (cell cycle 2011)



Figure 4 (Cell 2005)


