
Reviewer’s specific comments:  

1) Page 3, Lines 73-74: “In several cases, immunotherapy or targeted therapy is very 

effective in patients with angiosarcoma.” This sentence is out of context, lacking 

citations.  

 

Thank you very much for your comment. We added literatures in our paper. 

 

2) Lines 77 – 131 should be provided with a table of the patient’s demographics. 

 

Thank you very much for your work and comment. As for your comment to 

provide the patient’s demographics, we have reviewed our paper again. We 

thought that the basic information was mentioned in Case presentation in detail. 

And in other published case reports, few paper provided these kinds of table. In 

our opinion, although table of the patient’s demographics may make the 

information clearer, it may be needless for a case report. For the sake of brevity, 

we do not intend to provide such a table in this paper. We hope the reviewers 

could kindly understand our approach. 

 

3) Fig 2 should be provided with scale bars. 

 

Thank you very much for your work and comment. We made some amendments 

to our paper. 

 

4) Fig 3: “Figure 3: Digital subtraction angiography (DSA) revealed the condition of 

the spleen before and after artery embolization. Figure 2A: Imaging before 

splenic artery embolization. The black arrow indicates bleeding points. Figure 

2B: Imaging after splenic artery embolization.” Why did they label Fig 2A and 2B 

in Fig 3? In detail should be shown in the Figure legend. 

 

Thank you very much for your work and comment. We made some amendments 

to our paper. 

 

5) Fig 4: “Figure 4: Plain and enhanced CT revealed multiple round shadows of low 

density in the spleen and liver. Figure 3A: Plain CT scan revealed the presence of 

circular hypo-density regions with variable densities in the left and right liver 

parenchyma. The spleen was enlarged, and multiple abnormal cystic solid dense 

shadows were observed in and around the spleen. Figure 3B: Results of the 

enhanced CT scan indicate slight enhancement of the solid components and no 

enhancement of the hypo-density regions.” Why did they label Fig 3A and 3B in 



Fig 4? In detail should be shown in the Figure legend with arrowheads for the 

region of interest, plus scale bars. How did they show “multiple round 

shadows?” 

 

Thank you very much for your work and comment. We made some amendments 

to our paper. 

 

6) Fig 5: “necrosis” – did they have any cellular and molecular assays to confirm? 

 

Thank you very much for your work and comment. Under the microscope, it can 

be seen that the tumor nucleus is fragmented, cytoplasm is concentrated, nuclear 

membrane is broken, and the pathological type of the tumor cannot be 

distinguished.  Macroscopic view shows that the tissue lacks blood supply and 

appears as yellow-white tissue.  The yellow-white area between the red 

hemorrhage and normal liver tissue shown in this specimen is the necrotic area.  

In general, we confirm necrosis by clinical experience and clinical practice. 

Actually, cellular and molecular assays are necessary, we will try to conduct 

cellular and molecular assays in future patients in our future work. 

 

7) Fig 6: “Figure 6: HE staining and IHC of the specimen. Figure 5A: HE staining 

showed the morphology of the tumor cells. The tumor cells were arranged in 

sheets, fissures, or papillae with red cytoplasm. The nuclei were fusiform, oval, 

or irregular. Simultaneously, mitosis was easily seen. Figure 5B: IHC revealed 

that the patient was positive for CD31 and Ki-67, which was the characteristic of 

tumor cells. Figure 5C: The results of IHC revealed that the patient was positive 

for S-100 but negative for CD34. “  Why did they label Fig 5A, 5B, 5C, in Fig 6? 

The detail of the description should be shown in the Figure legend with scale 

bars in the images. How did they tell which is which for positive for CD31 and 

Ki-67? So did it for S-100 but negative for CD34? Could they identify those with 

arrowheads in the images?  

 

Thank you very much for your work and comment. We made some amendments 

to our paper.  

 

8) Fig 7: “Figure 7: The level of PDL1 protein was detected using IHC by the Dako 

PD-L1 IHC 22c3 PharmDx kit. Figure 6A: HE staining of the specimen. Figure 6B: 

Negative control for the test. Figure 6C: Positive control for the test. Figure 6D: 

IHC revealed that this patient was positive for PD-L1 in the cytomembrane of 

tumor cells (TPS = 20%, CPS = 22).” Why did they label Fig 6A, 6B, 6C, 6D in Fig 



7? The detail of the description should be written in the Figure legend with scale 

bars and arrowheads in the images. 

 

Thank you very much for your work and comment. We made some amendments 

to our paper. 

 

 

9) Lines 133-134: “Splenectomy and liver tumor resection were performed not only 

to cure the disease but also to cure the disease and for the histopathological 

diagnosis.” This statement contradicts their reasoning of Treatment with 

Sorafenib plus Camrelizumab – if surgery could cure, why did they need it?  

 

Thank you very much for your work and comment. We made some amendments 

to our paper. 

 

10)  Lines 140-141: “The histopathological biopsy and next-generation sequencing 

(NGS) were then carried out” – Where did they have NGS data sets? What values 

of those biomarkers?  

 

Thank you very much for your work and comment. We have provided gene list 

for this patient as illustrated in following table. And we also made some 

amendments to our paper to explain the mutation site in this patient. 

 



 

 

 
As for the method of NGS: Tissue processing and genomic DNA extraction 

Formalin-fixed paraffin-embedded (FFPE) tissue sections were evaluated for 

tumor cell content using hematoxylin and eosin (H&E) staining. Only samples 

with a tumor content of ≥20% were eligible for subsequent analyses. FFPE tissue 

sections were placed in a 1.5 microcentrifuge tube and deparaffinized with 

mineral oil. Samples were incubated with lysis buffer and proteinase K at 56 ° C 

overnight until the tissue was completely digested. The lysate was subsequently 

incubated at 80 °C for 4 hours to reverse formaldehyde crosslinks. Genomic DNA 

was isolated from tissue samples using the ReliaPrep™ FFPE gDNA Miniprep 

System (Promega) and quantified using the Qubit™ dsDNA HS Assay Kit 

(Thermo Fisher Scientific) following the manufacturer’s instructions. DNA 



extracts (30-200 ng) were sheared to 250 bp fragments using an S220 focused-

ultrasonicator (Covaris). Libraries were prepared using the KAPA Hyper Prep 

Kit (KAPA Biosystems) following the manufacturer’s protocol. The concentration 

and size distribution of each library were determined using a Qubit 3.0 

fluorometer (Thermo Fisher Scientific) and a LabChip GX Touch HT Analyzer 

(PerkinElmer) respectively. For targeted capture, indexed libraries were 

subjected to probe-based hybridization with a customized NGS panel targeting 

exons of 733 cancer-related genes and introns of 733 frequently rearranged genes, 

where the probe baits were individually synthesized 5′ biotinylated 120 bp DNA 

oligonucleotides (IDT). Repetitive elements were filtered out from intronic baits 

according to the annotation by UCSC Genome RepeatMasker [1]. The xGen® 

Hybridization and Wash Kit (IDT) was employed for hybridization enrichment. 

Briefly, 500 ng indexed DNA libraries were pooled to obtain a total amount of 2 

μg of DNA. The pooled DNA sample was then mixed with human cot DNA and 

xGen Universal Blockers-TS Mix and dried down in a SpeedVac system. The 

Hybridization Master Mix was added to the samples and incubated in a thermal 

cycler at 95℃ for 10 min, before being mixed and incubated with 4 μl of probes at 

65℃ overnight. The target regions were captured following the manufacturer’s 

instructions. The concentration and fragment size distribution of the final library 

were determined using a Qubit 3.0 fluorometer (Thermo Fisher Scientific) and a 

LabChip GX Touch HT Analyzer (PerkinElmer) respectively. 

 

11)  Lines 145: “positive for CD31, S-100, and Ki-67 (positive rate of 60%),” Where 

was their calculation?  

 

Thank you very much for your work and comment. Ki67 is a nuclear protein that 

appears during the proliferation stage of the cell cycle and is stained brown after 

binding with antibodies. The stained cells account for 60% of all tumor cells 

under the microscope. Ki67 is a routine and common test in hospitals, and we do 

not show IHC images here. If necessary, we can provide the patient's pathology 

report. 

 

 

12)  Lines 140-146: Fig 6’s resolution could not support these statements.  

 

Thank you very much for your work and comment. Ki67 and S-100 are routine 

and common tests in hospitals, and we do not show IHC images here. If 

necessary, we can provide the patient's pathology report. “The histopathology 

revealed that the tumor cells were arranged in sheets, fissures, or papillae, with 

the cytoplasm in fusiform, oval, or irregular nuclei, and mitosis was easily seen.” 



Is from pathology report. If necessary, we can provide the patient's pathology 

report. 

 

13)  Table 1：Review of case reports published in the last 10 years (2011 to 2021), 

which indicated some patients of 27 cases survived for much longer than their 

case report: How did they conclude “targeted therapies and immunotherapy” 

were advantageous?  

 

Thank you very much for your work and comment. As we mentioned in our 

DISCUSSION, despite the long survival of some patients, the prognosis for 

patients with liver metastases or splenic rupture after splenectomy was generally 

poor. OS of these patients may less than 6 mouths according to the retrospective 

analysis from Abbott RM et al (1). Most of PSA patients with liver metastases 

performed adjuvant chemotherapy after surgery and it seems that it may 

improve patients’ survival according to some cases of Table 1 in our paper. In 

this case, the patient suffered from liver metastases and splenic rupture, we 

believed that her prognosis may be poor if we didn’t take any measure after 

surgery. After treated by targeted therapies and immunotherapy after surgery, 

the patient of this case has survived for one and a half year which is longer than 

some liver metastases cases with adjuvant chemotherapy in Table 1(2,3). 

However, we also realized that some cases showed excellent prognosis in some 

cases with adjuvant chemotherapy in Table 1(4,5), and the patient in this case is 

still alive, so it is difficult to compare the OS of this patient and patients with 

better OS in Table 1. So, as we mentioned in our Conclusion, adjuvant targeted 

therapy and immunotherapy may improve the prognosis in patients with PSA. 

 

14)  Lines 150-152: “The NGS revealed somatic mutations in the PDGFRA, KIT, KDR 

(VEGFR2), and TP53, while IHC showed the expression of PD-L1 (Figure 7).” 

This statement is misleading, as no data for PDGFRA, KIT, KDR (VEGFR2), and 

TP53. Did they PCR to confirm?  

 

Thank you very much for your work and comment. We made some amendments 

to our paper to explain the mutation site in this patient. Due to the limited space 

of case report, we did not provide the data of NGS in the article, but we can 

provide you with the genetic test report of the patient. As for the PCR 

confirmation, since the 3DMed is qualified to conduct clinical laboratory 

developed test (LDT), we did not conduct PCR verification. In our opinion, the 

sensitivity of NGS (Sequencing Depth =35000X, LoD=0.1%-0.01%) was higher 

than that of REAL-TIME PCR. As for ddPCR, it is a good method to verify result 



of NGS. However, our hospital does not have relevant qualifications. If 

conditions permit, we will conduct PCR verification in future patients. 

 

genetic test report(only for reviewer):

genetic test 
report  

 

15)  Lines 179-181: “Despite the prolonged survival of some patients, the prognosis 

for patients with liver metastases or splenic rupture after splenectomy was 

generally poor (Table 1).” Fig 2: “Red arrows indicate masses in the liver, while 

the white one indicates masses in the spleen” – simultaneous appearance? How 

did they verify which was the first and which was due to metastases?  

 

Thank you very much for your work and comment. In our case, the patient was 

dignosed splenic hemangiosarcoma with liver metastasized, because We could 

see from imaging that splenic tumors were larger and numerous, while liver 

tumors were relatively small and uniform in size, which was consistent with the 

characteristics of metastatic liver cancer. In addition, our patient had no history 

of hepatitis, preoperative AFP was normal, CT examination showed no obvious 

characteristics of primary liver cancer, and blood from spleen returned to liver is 

the way of tumor to metastasise, which further supported the diagnosis of spleen 

tumor metastasized to the liver. 

 

16)  In Discussion, Lines 244 – 246: “Therefore, we performed NGS and IHC for PD-

L1, and fortunately, the patient was sensitive to sorafenib and PD-L1 inhibitor 

and received periodic treatment.” What was the data?  

 

Thank you very much for your work and comment. This statement is misleading, 

so we made some amendments to our paper. Although there is no guideline for 

PSA, we found that Sorafenib could target these mutated genes in the patient. 

Thus we thought that the patient may benefit from Sorafenib (6). The PDL1 was 

positive (Dako 22C3, TPS=20%，CPS=22) base on the report, we believed that 

this patient may also benefit from ICI base on clinical practice in other tumors 

(7). This was an attempt of off label use. 

 

17)  Lines 246 – 251: “However, After 15 months of follow-up, there is no progress or 

recurrence of the disease, and the prognosis is good compared to other patients 

without adjuvant therapy. However, there was no quantitative assessment in this 



patient.” What did they mean “compared to other patients without adjuvant 

therapy?”  

 

Thank you very much for your work and comment. This statement is misleading, 

so we made some amendments to our paper. Actually, after 15 months of follow-

up, there is no progress or recurrence of the disease, and the prognosis is good 

compared to other PSA patients of liver metastases without adjuvant therapy in 

cases published in the last 10 years (Table1). 

 

 

18)  the authors should update the literature on subclonal evolution in targeted 

therapies and immunotherapy. e.g., Hunting down the dominating subclone of 

cancer stem cells as a potential new therapeutic target in multiple myeloma: An 

artificial intelligence perspective. World J Stem Cells. 2020 Aug 26;12(8):706-

720. doi: 10.4252/wjsc.v12.i8.706. Review. PubMed PMID: 32952853; PubMed 

Central PMCID: PMC7477658.   

 

Thank you very much for your work and comment. We added and updated 

literatures in our paper. 
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