存在数据不一致、未剪裁图像缺失等诸多问题！苏州大学医学院与广州中山大学孙逸仙纪念医院合作论文遭质疑
洞察学术2025-04-28 09:32:19澳大利亚
近日，一篇发表在Cell Metabolism (2024) 期刊上的标题为"Targeting Erbin-mitochondria axis in platelets/megakaryocytes promotes B cell-mediated antitumor immunity”靶向血小板/巨核细胞中的 Erbin-线粒体轴可促进 B 细胞介导的抗肿瘤免疫(doi: 10.1016/j.cmet.2023.12.020)的研究论文被Brasiliscincus agilis等知名学者指出该研究存在诸多问题，令人对其真实性产生严重怀疑。该论文由来广州中山大学孙逸仙纪念医院病理科，苏州大学医学院病理学教研室，苏州化工与材料科学学院，苏州大学医学院病理学系的作者Zilong Zhang , Xu Xu , Di Zhang , Songsong Zhao , Chuyi Wang , Guilin Zhang , Wenshu Chen , Jinglin Liu , Huimin Gong , Youlutuziayi Rixiati , Shi Li , Tong Shen  , Jianming Li 共同完成。
通讯作者: Tong Shen(苏州大学医学院病理学系）Jianming Li（广州中山大学孙逸仙纪念医院病理科）
[image: ][image: ]
2024年8月Brasiliscincus agilis在pubpeer上提出质疑：
这篇发表在《细胞代谢》上的论文声称，它揭示了Erbin缺乏的血小板表现出线粒体氧化磷酸化失调和血小板-B细胞串扰改变的关键机制，从而导致结肠癌肺转移。该研究主要基于小鼠模型的肺转移和B细胞中PD1表达的分析。然而，纳入重复小鼠实验的标准似乎并不一致。此外，Western blot数据的差异以及Co-IP和泛素化实验的成像结果不尽如人意（尤其是在缺乏原始数据的情况下），引发了人们对研究结果准确性的担忧。因此，我对血小板在B细胞介导的抗肿瘤活性中的作用以及PD1降解与其所提出的机制的相关性感到担忧。
#1小鼠实验的重复
作者通过给小鼠静脉注射肿瘤细胞来研究肺转移。为了进行全面的分析，必须纳入整个实验组，尤其是在考虑肿瘤数量和重量的情况下。然而，在整篇文章中，作者在相同的实验中使用了不同数量的小鼠。例如，在比较Erbin基因敲除条件下的肿瘤转移（主要论文，图2）、Erbin-KO小鼠血小板移植的影响（图3）、B细胞移植的影响（图4）以及电子传递链复合物的活性（图6）时，样本量差异很大。这种不一致性引起了人们的担忧，尤其是因为有些实验组只包含两只小鼠，这可能会导致偏差（如图4所示）。作者能否解释一下他们分析原始数据的方法？为什么在同一实验中，有些样本被纳入，而其他样本则被省略？
例如，在分析肿瘤数量时，纳入了5只野生型小鼠，而分析肺重量时仅使用了4只小鼠。
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图2. 血小板/巨核细胞中Erbin敲除可抑制小鼠CRC肺转移，并通过下调PD1/PDL1促进血小板和CCR10+CD138+B细胞在肺中聚集。
在分析不同免疫细胞比例时，WT组（n=2）样本量极小。样本组在显示不同参数时，样本量大小有所差异（穿孔素+细胞，n=3；干扰素γ+细胞，n=4）。
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图4. 通过移植Erbin cKO小鼠分离的B细胞进行过继细胞转移疗法（ACT），成功抑制了小鼠CRC肺转移和T细胞耗竭。
作者在分析线粒体电子传递链复合物的活性时，样本数量有所不同。有些情况下是三个样本，有些情况下是四个样本。
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图6. Acar通过H3K27ac表观遗传地促进B细胞中线粒体电子传递链复合物的活性和线粒体的氧化磷酸化，并促进E3连接酶FBXO38的乙酰化，从而泛素化并降解PD1蛋白。
#2 PD1泛素化检测
作者对PD1进行了泛素化实验，发现PLC促进小鼠B细胞中PD1的泛素化（主要论文，第11页）。PD1蛋白的分子量约为55 kDa。然而，PD1泛素化的Western blot结果提示可能未检测到正确的条带（主要论文，图6P）。泛素化条带出现在膜的下部，这意味着PD1是一个相对较小的蛋白质。如果我的理解正确，作者可能提供了一张过度曝光的图像，其中包含了抗体的重链（约55 kDa）和轻链（约25 kDa）。作者能否提供一张曝光时间更短的膜来解决我的问题？相关图片如下。
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图6. Acar表观遗传上通过H3K27ac促进B细胞中线粒体电子传递链复合物的活性和线粒体氧化磷酸化，并促进E3连接酶FBXO38乙酰化，从而泛素化降解PD1蛋白。
#3缺少未裁剪的西部闪电图像
一些作为补充材料提供的原始Western blot图像并非来自未裁剪的膜，因此很难确定显示的条带是否正确。例如，某些蛋白质（例如Erbin）会显示多个条带。 最相关的图片和补充图像是图1和S2。
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#4数据不一致和未裁剪图像缺失
作者声称PLC增强了FBXO38的乙酰化，并促进了FBXO38与B细胞中的PD1结合（主要论文，第11页）。然而，在PLC作用下，FBXO38的检测结果存在不一致。在图6R中，总蛋白水平保持不变，而在图6S和6T中则显示显著增加。此外，FBXO38的Western印迹条带看起来不一致（见橙色矩形）。作者能否解释为什么在同一实验中FBXO38的检测结果会有所不同？
值得注意的是，Western blot 结果显示乙酰化 FBXO38（内源性）和共沉淀蛋白（内源性 FBXO38 和 PD1，红色矩形框）的含量异常高。通常情况下，共沉淀蛋白的含量很少，但这些条带比沉淀蛋白更明显。作者能否解释一下相关实验中这种相互作用蛋白意外富集的情况？
此外，我注意到原始未裁剪的图像再次丢失了。
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还有另一个数据不一致的例子（图 S2 和 S7）。图 S2 中的蛋白质印迹条带清晰可见，而图 S7 中的条带却很模糊。很难相信两者检测到的是来自血小板裂解液的同一种蛋白质。在野生型和 Erbin-/- 组之间检测 Erbin 时，蛋白质大小也存在明显差异。作者能否解释这种不一致？
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#5 IgG 免疫沉淀对照
免疫沉淀结果中，IgG对照对应的泳道完全空白。作者能否提供详细的轻链和重链去除方法？
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我对作者们正在研究的肿瘤免疫非常感兴趣，希望他们能提供可靠且令人信服的数据。作者能否提供详细信息来解答我对这些结果的疑虑？
2024年10月Cobaea flava在pubpeer上提出质疑：
作者声称，他们的研究结果表明，与原发肿瘤部位相比，肺转移瘤中 CD42b+ 或 CD8+ T 细胞的数量显著增加（图 1E 和 1F）。然而，代表性图像并未显示肺转移瘤中 CD42 细胞（红色显示）的显著增加；相反，它表明了相反的情况。
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免疫印迹数据存在很大问题；抗体特异性不足，难以准确识别目标条带。因此，结果缺乏说服力。此外，难以理解存在不表达EGFR的正常样本（图1H），因为这似乎与现有文献结果不一致（doi: 10.3390/biom14010038. doi: 10.4049/jimmunol.1800124.）。
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作者指出：“免疫荧光染色显示，CD42b+ 和 CD79a+ 细胞主要位于肺转移瘤的癌周区域，且 cKO 小鼠的 CD42b+ 和 CD79a+ 细胞水平显著高于 WT 小鼠（图 2M 和 2N）。” 然而，图像质量较差，难以区分转移区和癌周区域。此外，CD42 似乎表现出非特异性染色（红色圆圈所示）。
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热图（图 6C）基于转录组分析，显示了从野生型 (WT) 小鼠分离的 B 细胞（WT B 细胞）和经 PLC 处理的 WT B 细胞（Acar-PLC）之间的基因差异表达（每组 n = 3）。然而，热图仅显示了每组两个样本的基因表达数据。那么其他样本的基因表达谱情况如何呢？
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我并不确信FBXO38的乙酰化作用如建议的那样明显，也不认为Acar-PLC处理能够如此强烈地增强PD-1和FBXO3之间的相互作用（图6S和6T）。值得注意的是，输入样本中FBXO38的表达水平差异很大，并且在相同的处理条件下缺乏一致性（图6R-T）。此外，作者无法提供原始数据中未切割的凝胶。
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2025年3月Notharchus macrorhynchos在pubpeer上提出质疑：
我们发现本研究中呈现的图（图 1E，描绘了 CRC 患者的原发性肿瘤）与本研究中的图（补充图 S1H，说明了 CRC 患者的肺转移）之间存在意外的重叠（请参阅下面附图）。
[image: ][image: ]
2025年3月Haplopseustis erythrias在pubpeer上提出质疑：
这篇文章存在诸多问题，令人对其真实性产生严重怀疑。仔细阅读论文后，我还发现样本的随机使用存在问题。如下图所示，
**来自不同实验的图像显示切片源自同一组织。 **
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2025年4月Haplopseustis erythrias在pubpeer上提出质疑：
通过评估本文的原始数据，我发现了一些有趣的数字。这些不同样本的测量数据显示出惊人的相似尾数。我用相同的颜色标记了相似的尾数以供参考；请参见下图。请问作者能否解释一下？
[image: ][image: ]
[主持人：整数除以 9、90、900 或 9000 的平均值……？？]

信息链接：
https://pubmed.ncbi.nlm.nih.gov/38232736/
https://pubpeer.com/publications/F3F72BD66468A6D288BED2F189FBFC#


免责声明：
本文所涉及的人名、单位等中文名均为音译，或任何论文相关信息均来自公开的学术网站和相关资料。力求内容准确可靠，但无法对其完整性、真实性或时效性作出绝对保证，仅供学术参考。如发现内容存在问题或有纰漏之处，请及通过私信联系我们(QQ: 3926830335)，以便及时核实和修正。
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Figure 4. Adoptive cell transfer therapy (ACT) by transplanting B cells isolated from Erbin cKO mice successfully

suppressed lung metastases of CRC in mice and T cells exhausting.

The authors include different numbers of samples when analyzing the activity of the mitochondrial electron

transport chain complex. There are three samples in some cases, but in others, there are four samples.
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image6.png
Figure 6. Acar promotes the acivity of the mitochandrial electron transport chain complex and mitochondrial
oxidative phosphorylation n B cells by H3K27ac epigenetically and promotes the acetylation of the €3 igase
FBX038 to ubiquitinate and degrade the PDI protein

#2 Ublguitination assay of PD1

The authors conducted a ubiquitination assay for PD1 and found tht PLC promotes PD1 ubiauitination n mouse:
B cells (main paper, p. 11. The PD1 protein has a molecular welght of approxmaely 55 kDa. However, the
western biot results for PDI ublquitination sugest that the correct band may ot have been detected (main
paper, Fig. 67). The ubiquitination bands appear n the lower part of the membrane, which implies that PD1 5.2
relatively small proten. I am correct,the authors may have presented an overexposed image that includes the
antibody's heavy (55 kDa) and ight (-25 kDa) chains. Could the authors provide 3 membrane with  shorter
exposure time to address my concern? The relevant figure s as follows.
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Figure 6. Acar promotes the activity o the mitochondrial electron transport chain complex and mitochendrial
oxidative phosphorytation in B cell by HKZTac epigenatically and promotes the acetylation of the 3 igase.
FBX038 10 ubiquitinate and degrade the PD1 protein.

43 missing uncropped western bolt images.

Some of the arginal Western bt Images provided as supplementary materils are it from uncropped
membranes, makingit diffcut to determine whether the correct bands are shown. Forinstance, some proteins,
like Ebin, exhibit multple bands.

The most reevant figures and supplementary images are Figure 1and S2.
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#4 Inconsistent data and missing uncropped images

The authors claim that PLC enhances the acetylation of FBXO38 and promotes the binding of FBX038 to PD1in B
cells (main paper, p. 11). However, there are inconsistencies in the detection of FBXO38 in response to PLC. In
Figure 6R, the total protein levels remain constant, while Figures 65 and 6T show a significant increase.
Additionally, the western blot bands for FBX038 appear inconsistent (see orange rectangle). Could the authors

clarify why the detection of FBX038 varies within the same experiment?

Itis also noteworthy that the western blot indicates an unusually high amount of acetylated FBX038
(endogenous) and co-precipitated proteins (endogenous FBX038 and PD1, red rectangle). Typically, co-
precipitated proteins are present in small amounts, yet these bands appear more prominent than the
precipitated proteins. Could the authors provide an explanation for this unexpected enrichment of interacting

proteins in the relevant experiments?

Furthermore, | noticed that the original uncropped images were missing once again.
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There is another example of data inconsistency (Figures 52 and S7). The western blot bands are prominent in
Figure S2 but faint in Figure S7. Itis difficult to believe that both detect the same protein from the lysates of
platelets. There s also an obvious switch of protein size when detecting Erbin between wildtype and Erbin-/-
groups. Could the authors explain this inconsistency?
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#5 IgG controls for immunoprecipitation

In the immunoprecipitation results, the lanes corresponding to the IgG controls appear completely empty. Could

the authors provide a detailed method for the removal of both light and heavy chains?
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1am very interested in tumor immunity the authors are working on, and I hope they are producing reliable and

convincing data. Could the authors provide detailed information to clear my concerns about those results?
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The author asserts that their findings demonstrated a significant increase in the number of CD42b+ or CD&+ T
cells in lung metastases compared to the primary tumor site (Figures 1€ and 1F). However, the representative

image does not depict a significant increase in CD42 cells (shown in red) in lung metastases; rather, it suggests
the opposite.
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‘The immunoblot data s quite roblematic the antbody's specificty s inadequate, making it diffcult to
accurately identifythe target band. Consequently, the results are not very convincing, Futhermore,
ehllenging to comprehend the presence of normal samples that do not express EGFR (Figure 1), as this appears
Inconsistent with the eising literature (do: 10.3390/biom14010035. doi: 10.4045/jimmuncl 1500124, )

O H Healthy CcRC cRC
Individuals without Metastasis with Metastasis





image13.png
The author states that “Immunofluorescence staining revealed that CD42b+ and CD79a+ cells were primarily
located in the pericancerous regions of lung metastases, with significantly higher levels in cKO mice compared to
WT mice (Figures 2M and 2N).” However, the quality of the image is poor, making it challenging to differentiate
between the metastatic and pericancerous areas. Additionally, CD42 appears to exhibit nonspecific staining
(indicated by the red circle).
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The heatmap (Figure 6C) shows the differential expression of genes between B cells isolated from wild-type (WT)
mice (WT B cells) and PLC-treated WT B cells (Acar-PLC) based on transcriptome analyses (n =3 per group).
However, the heatmap displays gene expression data for two samples per group. What about the gene expression

profiles in the other samples?
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Iam not convinced that the acetylation of FBXO38 s as pronounced as suggested, nor do I believe that Acar-PLC
treatment such strongly enhances the interaction between PD-1 and FBXO3 (Figures 65 and 6T). Notably, the
expression levels of FBXO38 in the input samples vary widely and lack consistency across the same treatment
conditions (Figures 6RT). Additionally, the authors have been unable to provide the uncut gels from the original
data.
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We identified an unexpected overlap between a figure presented in this study (Figure 1E, which depicts the
primary tumor from a CRC patient) and a figure in this study (Supplementary Figure S1H, which illustrates the

lung metastasis from a CRC patient) (refer to the enclosed image below).
PMID: 38232736
Zhang etal. 2024. Cell Metab.
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This article contains numerous issues that raise serious doubts about its authenticity. After carefully reading the

paper, | also identified a problem with the random use of samples. As shown in the following image,

** images from different experiments show slices originating from the same tissue.**
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By evaluating the raw data of this article, | discovered some interesting numbers. The measurement data of
these different samples show surprisingly similar ending digits. I have highlighted the similar ending digits
in the same color for reference; please see the chart below. Could the author please provide an

explanation?

\hxlmllm diameter
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[Moderator: averages of integers divided by 9, 90, 900 or 9000...2?]
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Targeting Erbin-mitochondria axis in
platelets/megakaryocytes promotes B cell-mediated
antitumor immunity
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“This paper on Cell Metabolism claims to identify key mechanisms in which Erbin-deficient platelets exhibit
dysregulated mitochondrial oxidative phosphorylation and atered platelet-B cell crosstalk,contributing to lung
metastass incolon cancer. The study s primarit based on analyses o ung metastass in mouse models and PO1
‘expression in 8 cell. However, theciteriaforincluding replicated mouse experiments appear inconsistent.
Aditionally,discrepanciesin the Western blot data and the unconvincing imaging rom Co-1P and ubiguitination
‘assays—especiall due tothe lack of orginal data
‘am apprehensive about the role of plateles n 5 coll medated antitumor activties and the relevance of P01
degradation o theirproposed mechanisms.

s concerns sbout the accuracy of the findings. Therefore, |

1 Replication of mouse experiments

“The authars conducted ntravenous njections of tumor cels In mice ta sudy ung metastases. For a
‘comprehensive analyss it s essential o include the entire group, especialy concerning the number and weight
of tumors. However, throughout the articl, the authors conslstently use varying numbers of mice I the same
‘experiments. For exampl, inthe comparison of tumor metastasis under Erbin knockout conditions (main paper;
Figure 2, theeffects of platelet ransfer from Exbin KO mice (Figure 3), the effects of 8 cell transplantation (Figure
4),and the actvities oftheelectron transport chain comples (Figure 6), the samle sizesdifer signifcantly. This
inconsistency rases concerns, especialysince some groups nclude only two mice, which can lead to bias (as
seenin igure4].Could the authorsclarify their approach to analyzing the riginal ata? Why are some samples
includd while others are onitted within the same experiments?

Forinstance, in analyzing the number of tumors, five wildtype mice were included, whi onty four mice were.
used to analyze lung weight
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Figure 2. Erbin knockout in platelets/megakaryocytes suppresses lung metastasis of CRC in mice and promotes
aggregations of platelets and CCR10+CD138+ B cells in lung by downregulation of PD1/PDL1.

When analyzing the proportion of different immune cells, a very small scale of samples were included in the WT
group (n=2). The scales of samples vary in the sample group when showing different parameters (perforin+ cells,

n=3; IFNg* cells, n=4).
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