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Abstract
AIM 
[bookmark: OLE_LINK3896][bookmark: OLE_LINK3897]To investigate the association between serum HER2 extracellular domain (ECD) and tissue HER2 status, and the prognostic role of serum HER2 ECD in patients with gastric cancer.

METHODS
A total of 239 patients with gastric cancer were enrolled from December 2012 to June 2013. Serum HER2 ECD was determined by chemiluminescent assay, and tissue HER2 status was evaluated by immunohistochemistry and fluorescence in situ hybridization assay. A receiver operating characteristic (ROC) curve was plotted to identify the optimal cut-off value for serum HER2 ECD assay for predicting survival in gastric cancer patients.

RESULTS 
Serum HER2 ECD was significantly correlated with tissue HER2 status (P < 0.001), tumor size (P < 0.001), and intestinal type of gastric cancer (P = 0.021). Serum HER2 ECD levels differed significantly between patients with HER2-positive tissue expression and those with HER2-negative tissue expression. ROC analysis yielded an area under the curve value of 0.79 [95% confidence interval (CI): 0.71–0.87, P < 0.001], with a sensitivity and specificity of 0.54 (95%CI: 0.37–0.70) and 0.93 (95%CI: 0.88–0.96), respectively. With a cut-off value of 24.75 ng/mL, high serum HER2 ECD had a negative impact on overall survival (hazard ratio: 1.93 95%CI: 1.32–4.38, P = 0.006). 

CONCLUSION
Serum HER2 ECD could be a highly specific surrogate biomarker for tissue HER2 status in gastric cancer. Suitable cut-off criteria for predicting survival should be established.
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Core tip: Precise determination of HER2 status is crucial for the appropriate use of HER2-targeted therapy in gastric cancer patients. Our study investigated the association between serum HER2 extracellular domain (ECD) and tissue HER2 status, and also determined the prognostic role of serum HER2 ECD in a large cohort of patients. Serum HER2 ECD could provide an easily accessible surrogate marker for tissue HER2 status, with high specificity. Furthermore, high serum HER2 ECD had a negative impact on overall survival in patients with gastric cancer.
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INTRODUCTION
Patients with advanced gastric cancer positive for human epidermal growth factor receptor 2 (HER2) expression or gene amplification may benefit from HER2-targeted therapy[1]. Accurate determination of HER2 status is therefore crucial for the appropriate use of such therapy, as emphasized in the National Comprehensive Cancer Network Clinical Practice Guidelines in Oncology[2]. These guidelines recommend the use of immunohistochemistry (IHC) and fluorescence in situ hybridization (FISH) to assess HER2 overexpression. However, these recommended methods have some limitations. First, a 13% discordancy rate has been reported between the results of IHC and FISH assays[3]. This discrepancy might be partly due to the fact that IHC detects protein expression on the tumor cell surface, while FISH detects gene amplification in the tumor cell nucleus. Second, IHC is semi-quantitative and notoriously subjective, while FISH is time-consuming and relatively expensive. Third, HER2 status might change during trastuzumab therapy[4], and neither IHC nor FISH are suitable assays for reflecting the real-time scenario of HER2 status[5]. More convenient and reproducible detection methods are therefore needed to identify HER2-positive gastric cancer and thus facilitate the appropriate and effective use of HER2-targeted therapy[6].
Noninvasive serum HER2 extracellular domain (ECD) assay has the potential to supplement existing HER2 tests[5]. HER2 ECD is the extracellular fragment of the HER2 protein, which is located on the surface of tumor cells and may be released into the circulation by shedding. Detection of serum HER2 ECD could thus provide additional information on HER2 status. Compared with tissue specimens, blood samples are readily accessible and can be obtained repeatedly, making serum HER2 ECD assay an ideal tool for the dynamic monitoring of tumor phenotype. Moreover, approved automatic detection platforms exist[7], which could be used to measure serum HER2 ECD levels objectively and reliably. The clinical relevance of serum HER2 ECD has been explored extensively in the field of breast cancer, and good concordance has been reported between serum HER2 ECD levels and HER2 status in the primary tumor site[8-10]. Generally, high serum HER2 ECD levels in patients with metastatic breast cancer were correlated with high risk of disease progression, decreased survival, and reduced response to treatment[11-13]. Several studies have also investigated the clinical significance of serum HER2 ECD in gastric cancer[14-16]. However, differences in detection methods and patient enrollment across studies have led to inconsistent results regarding the associations among serum HER2 ECD concentrations, tissue HER2 status, and patient outcome. Further studies are therefore urgently needed to provide more solid data[17].
Here, we conducted a retrospective study in a large cohort of patients with gastric cancer to investigate the relationship between serum HER2 ECD concentration and tissue HER2 status, and to determine the prognostic role of serum HER2 ECD.

MATERIALS AND METHODS
Patient enrollment
The study was approved by the Chinese People’s Liberation Army General Hospital Research Ethics Committee. A total of 239 consecutive patients with histologically and pathologically confirmed gastric cancer were included between December 2012 and June 2013. Written inform consent was obtained. Fasting blood samples were collected the day after admission to hospital, and then stored at –80 °C until analysis. Clinicopathological variables including age, gender, tumor location, tumor size, tissue HER2 status, and survival time were collected. Patients were followed up every 3 mo for the first 2 years, every 6 mo for the next 3 years, and every 1 year after 5 years.

Tissue HER2 status evaluated by IHC and FISH
HER2 IHC was performed as described previously[18]. In brief, tumor specimens were fixed in 10% neutral-buffered formalin overnight and embedded in paraffin blocks. Sections (4 μm) were cut from the tissue paraffin blocks, and IHC was performed using HercepTest II™ (Dako, Denmark) according to the manufacturer’s instructions. This process was conducted at the Department of Pathology, Chinese People’s Liberation Army General Hospital. IHC sections were reviewed by experienced pathologists and were scored for HER2 expression in accordance with the criteria used in the ToGA trial[1]. If tissue HER2 expression was scored as 2+, a further FISH assay was performed with Abbott-Vysis PathVysion™ (Abbott Laboratories, USA) according to the manufacturer’s protocol. Tumor specimens with a HER2:CEP17 signal ratio ≥ 2.0 or 3+ IHC staining intensity were judged as HER2-positive.

Serum HER2 ECD assay
Serum HER2 ECD concentrations were measured by chemiluminescence immunoassays using the ADVIA Centaur System (Siemens Diagnostics, USA) with a detection range of 0.5–350 ng/mL. The assays were conducted in strict adherence with the manufacturer’s instructions and blinded to clinical outcomes.

Statistical analysis
Overall survival (OS) was defined as the period from surgery to death from any cause, and patients who were alive were censored at the last follow-up. Survival curves were plotted by the Kaplan–Meier method, and log-rank tests were used to compare curves. Receiver operating characteristic (ROC) curves were plotted to investigate the diagnostic role of serum HER ECD for tissue HER2 status. Youden’s index (sensitivity + specificity − 1) was used to determine the optimal cut-off value from the ROC plot. The associations between serum HER2 ECD concentrations and clinicopathological variables were investigated using χ2 tests. Student’s t-tests and Mann–Whitney tests were used for analysis of continuous variables. Statistical analyses were performed and presented using GraphPad Prism 6. A two-sided P value < 0.05 was considered significant.

RESULTS
Patient characteristics
A total of 239 patients with gastric cancer were enrolled in the study. The patient characteristics are shown in Table 1. The median age was 61 years (range: 23–89 years), and there were 167 (69.9%) men and 72 (30.1%) women. All tumors were adenocarcinomas. According to the American Joint Committee on Cancer 7th edition, 39 (16.3%) patients had stage I, 78 (32.6%) had stage II, 102 (42.7%) had stage III, and 20 (8.4%) had stage IV. Tumors were classified as intestinal- and diffuse-type in 104 (43.5%) and 135 (56.5%) patients, respectively.
Regarding tissue HER2 status, 150 patients were IHC 1+/0 according to IHC staining, 70 were IHC 2+, and 19 were IHC 3+. Patients with IHC 2+ expression were subjected to FISH assay, and 20 of these patients demonstrated gene amplification (Figure 1). According to the criteria in the ToGA trial, there were 200 (83.7%) HER2-negative and 39 (16.3%) HER2-positive cases.

Predictive performance of serum HER2 ECD for tissue HER2 status
The median serum HER2 ECD concentration among the enrolled patients was 10.5 ng/mL (range: 4.2–190.2 ng/mL). Patients with HER2-positive gastric cancer had significantly higher serum HER2 ECD levels than those with HER2-negative gastric cancer (P < 0.001) (Figure 2A). The median serum HER2 ECD concentrations in HER2-positive and HER2-negative patients were 25.2 ng/mL (range: 7.3–190.2 ng/mL) and 9.9 ng/mL (range: 4.2–77.7 ng/mL), respectively. 
To investigate the predictive potential of serum HER2 ECD for tissue HER2 status, we initially choose a cut-off value of 15.0 ng/mL, as recommended for breast cancer by the Food and Drug Administration (FDA). The sensitivity and specificity were 0.59 [95% confidence interval (CI): 0.42–0.74] and 0.83 (95%CI: 0.77–0.88), respectively (Table 2). The ROC plot showed an area under the curve value of 0.79 (95%CI: 0.71–0.87, P < 0.001) (Figure 2B). Youden’s index yielded an optimal cut-off value of 24.75 ng/mL, with a sensitivity and specificity of 0.54 (95%CI: 0.37–0.70) and 0.93 (95%CI: 0.88–0.96), respectively.

Survival analysis
There were 93 deaths after a median follow-up time of 33 mo (range: 19–42 mo). The Kaplan–Meier curves are shown in Figure 3. Survival analysis demonstrated no significant difference in survival time between patients with HER2-positive and those with HER2-negative gastric cancer. The median OS in patients with HER2-positive gastric cancer was 37 mo, compared with 38 months in patients with HER2-negative gastric cancer [hazard ratio (HR): 1.46 [0.92–2.73], P = 0.11] (Figure 3A). There was also no difference in survival time between patients with serum HER2 ECD levels ≥ 15.0 ng/mL and those with levels ˂ 15.0 ng/mL [median time: 37 mo vs 38 mo, HR: 1.37 (0.87–2.36), P = 0.17] (Figure 3B). However, using a cut-off point of 24.75 ng/mL (determined by Youden’s index in the ROC plot), patients with higher serum HER2 ECD levels had significantly shorter survival compared with patients with lower serum HER2 ECD [median time: 36 mo vs 38 mo, HR: 1.93 (1.32–4.38), P = 0.006] (Figure 3C).

Correlations between serum HER2 ECD levels and clinicopathological variables
We divided the enrolled patients into high-and low-serum HER2 ECD groups based on the cut-off value of 24.75 ng/mL. High serum HER2 ECD concentrations were significantly correlated with large tumor size (P < 0.001), intestinal type (P = 0.021), and tissue HER2 status (P < 0.001) (Table 3).

DISCUSSION
The clinical utility of serum HER2 ECD has been extensively explored in breast cancer, and has shown promising diagnostic and prognostic potentials[5]. However, investigations of its role in gastric cancer remain in the initial stages, and inconsistent results related to the use of different assays and cut-off values[16] highlight the need for further studies in this field[17].
The current study enrolled 239 patients, which, to the best of our knowledge, comprises the largest cohort to date in studies using the chemiluminescence immunoassay method to determine serum HER2 ECD concentrations. Our results showed that patients with HER2-positive gastric cancer had higher serum HER2 ECD concentrations than patients with HER2-negative gastric cancer. Furthermore, there was a significant association between tissue HER2 status and serum HER2 ECD levels. Moreover, high serum HER2 ECD concentrations were correlated with tumor size, suggesting that circulating HER2 ECD might be released from tumor cells. The ROC plot yielded an optimal sensitivity and specificity of 0.54 and 0.93, respectively, indicating that the serum HER2 ECD assay had high value for identifying patients with HER2-negative expression. Furthermore, our study also showed that serum HER2 ECD concentrations ≥ 24.75 ng/mL had a negative impact on OS in patients with gastric cancer, and could thus be a useful prognostic indicator.
Using the cut-off value of 15.0 ng/mL recommended for breast cancer by the FDA, we observed no survival difference between patients with high and low serum HER2 ECD concentrations. However, our ROC analysis identified the higher level of 24.75 ng/mL as the optimal cut-off value. A previous study reported similar results, and calculated an optimal cut-off value from an ROC plot > 15.0 ng/mL[19]. These results suggest that the value of 15.0 ng/mL recommended by the FDA for breast cancer might not be suitable for gastric cancer. There were also different HER2 gene amplification criteria between breast and gastric cancer; a HER2:CEP17 signal ratio ˃ 2.2 was considered to indicate as HER2-positive tumor eligible for trastuzumab therapy in breast cancer patients[20], whereas a HER2:CEP17 signal ratio ˃ 2.0 was considered to indicate HER2-positive gastric cancer in the ToGA trial[1]. The cut-off value of 24.75 ng/mL identified in the current study may therefore be more appropriate for gastric cancer, but more studies in clinical settings are needed to confirm the optimal cut-off value.
In addition to its diagnostic and prognostic potentials, serum HER2 ECD levels have other promising clinical utilities. Because serum HER2 ECD can be measured rapidly and repeatedly, monitoring HER2 ECD levels at different times might yield clinically meaningful data. Oyama et al. found that changes in serum HER2 ECD levels during chemotherapy were significantly correlated with response to chemotherapy in patients with HER2-positive tumor tissue[15]. More recently, patients with higher baseline serum HER2 ECD were shown to have a better response rate before initiation of trastuzumab treatment[21]. These results demonstrated that serum HER2 ECD could be a predictor of response to chemotherapy. The results of our study showed a significant association between high serum HER2 ECD level and tumor size. It is therefore reasonable to speculate that serum HER2 ECD level might correlate with tumor recurrence. However, no studies have yet reported on this relationship in gastric cancer patients, and we plan to conduct such experiments in the future.
In conclusion, this study showed that serum HER2 ECD could be a highly specificity surrogate biomarker for tissue HER2 status in patients with gastric cancer. Furthermore, serum HER2 ECD levels ≥ 24.75 ng/mL may be associated with poorer OS. Further prospective studies in clinical settings are needed to validate the utility of serum HER2 ECD for predicting response to chemotherapy and tumor recurrence in gastric cancer.
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The ToGA trial demonstrated that patients with advanced gastric cancer that have positive human epidermal growth factor receptor 2 (HER2) expression or gene amplification could benefit from HER2-targeted therapy. However, there are some limitations for current methods to accurate determine HER2 status. More convenient and reproducible detection methods to identify HER2-positive gastric cancer are needed.

Research frontiers
This study investigated the association between serum HER2 extracellular domain (ECD) and tissue HER2 status as well as the prognostic role of serum HER2 ECD in a large cohort of patients.

Innovations and breakthroughs
There were different levels of serum HER2 ECD between patients with HER2-positive tissue expression and those with HER2-negative tissue expression. High serum HER2 ECD had negative impact on overall survival [hazard ratio: 1.93 (95%CI: 1.32–4.38), P = 0.006].

[bookmark: OLE_LINK1860][bookmark: OLE_LINK1861]Applications 
Serum HER2 ECD could be a surrogate biomarker for tissue HER2 status with high specificity.

Terminology
The HER2 ECD, the extracellular fragment of HER2 protein, locates on the surface of tumor cells and could be released into the circulation by shedding.
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The manuscript is very interesting, and it has several important new on gastric cancer therapy. It is of particular notice the use of serum HER2 as a predictive biomarker for tissue HER2 status and prognosis, which seems a potential new tool to improve the treatment of gastric cancer.



REFERENCES
1 Bang YJ, Van Cutsem E, Feyereislova A, Chung HC, Shen L, Sawaki A, Lordick F, Ohtsu A, Omuro Y, Satoh T, Aprile G, Kulikov E, Hill J, Lehle M, Rüschoff J, Kang YK. Trastuzumab in combination with chemotherapy versus chemotherapy alone for treatment of HER2-positive advanced gastric or gastro-oesophageal junction cancer (ToGA): a phase 3, open-label, randomised controlled trial. Lancet 2010; 376: 687-697 [PMID: 20728210]
2 Ajani JA, D'Amico TA, Almhanna K, Bentrem DJ, Chao J, Das P, Denlinger CS, Fanta P, Farjah F, Fuchs CS, Gerdes H, Gibson M, Glasgow RE, Hayman JA, Hochwald S, Hofstetter WL, Ilson DH, Jaroszewski D, Johung KL, Keswani RN, Kleinberg LR, Korn WM, Leong S, Linn C, Lockhart AC, Ly QP, Mulcahy MF, Orringer MB, Perry KA, Poultsides GA, Scott WJ, Strong VE, Washington MK, Weksler B, Willett CG, Wright CD, Zelman D, McMillian N, Sundar H. Gastric Cancer, Version 3.2016, NCCN Clinical Practice Guidelines in Oncology. J Natl Compr Canc Netw 2016; 14: 1286-1312 [PMID: 27697982]
3 Yano T, Doi T, Ohtsu A, Boku N, Hashizume K, Nakanishi M, Ochiai A. Comparison of HER2 gene amplification assessed by fluorescence in situ hybridization and HER2 protein expression assessed by immunohistochemistry in gastric cancer. Oncol Rep 2006; 15: 65-71 [PMID: 16328035]
4 Pietrantonio F, Caporale M, Morano F, Scartozzi M, Gloghini A, De Vita F, Giommoni E, Fornaro L, Aprile G, Melisi D, Berenato R, Mennitto A, Volpi CC, Laterza MM, Pusceddu V, Antonuzzo L, Vasile E, Ongaro E, Simionato F, de Braud F, Torri V, Di Bartolomeo M. HER2 loss in HER2-positive gastric or gastroesophageal cancer after trastuzumab therapy: Implication for further clinical research. Int J Cancer 2016; 139: 2859-2864 [PMID: 27578417]
5 Lam L, McAndrew N, Yee M, Fu T, Tchou JC, Zhang H. Challenges in the clinical utility of the serum test for HER2 ECD. Biochim Biophys Acta 2012; 1826: 199-208 [PMID: 22521738]
6 Ross JS. Update on HER2 testing for breast and upper gastrointestinal tract cancers. Biomark Med 2011; 5: 307-318 [PMID: 21657840]
7 Carlson RW, Moench SJ, Hammond ME, Perez EA, Burstein HJ, Allred DC, Vogel CL, Goldstein LJ, Somlo G, Gradishar WJ, Hudis CA, Jahanzeb M, Stark A, Wolff AC, Press MF, Winer EP, Paik S, Ljung BM. HER2 testing in breast cancer: NCCN Task Force report and recommendations. J Natl Compr Canc Netw 2006; 4 Suppl 3: S1-22; quiz S23-4 [PMID: 16813731]
8 Colomer R, Montero S, Lluch A, Ojeda B, Barnadas A, Casado A, Massutí B, Cortés-Funes H, Lloveras B. Circulating HER2 extracellular domain and resistance to chemotherapy in advanced breast cancer. Clin Cancer Res 2000; 6: 2356-2362 [PMID: 10873087]
9 Ludovini V, Gori S, Colozza M, Pistola L, Rulli E, Floriani I, Pacifico E, Tofanetti FR, Sidoni A, Basurto C, Rulli A, Crinò L. Evaluation of serum HER2 extracellular domain in early breast cancer patients: correlation with clinicopathological parameters and survival. Ann Oncol 2008; 19: 883-890 [PMID: 18187484]
10 Farzadnia M, Meibodi NT, Shandiz FH, Mahmoudi M, Bahar MM, Memar B, Amoian S, Maroozi F, Moheghi N. Evaluation of HER2/neu oncoprotein in serum and tissue samples of women with breast cancer: correlation with clinicopathological parameters. Breast 2010; 19: 489-492 [PMID: 20675140]
11 Jensen BV, Johansen JS, Price PA. High levels of serum HER-2/neu and YKL-40 independently reflect aggressiveness of metastatic breast cancer. Clin Cancer Res 2003; 9: 4423-4434 [PMID: 14555515]
12 Imoto S, Wada N, Hasebe T, Ochiai A, Kitoh T. Serum c-erbB-2 protein is a useful marker for monitoring tumor recurrence of the breast. Int J Cancer 2007; 120: 357-361 [PMID: 17044019]
13 Lipton A, Ali SM, Leitzel K, Demers L, Harvey HA, Chaudri-Ross HA, Brady C, Wyld P, Carney W. Serum HER-2/neu and response to the aromatase inhibitor letrozole versus tamoxifen. J Clin Oncol 2003; 21: 1967-1972 [PMID: 12743150]
14 Peng Z, Liu Y, Li Y, Zhang X, Zhou J, Lu M, Li Q, Shen L. Serum HER2 extracellular domain as a potential alternative for tissue HER2 status in metastatic gastric cancer patients. Biomark Med 2014; 8: 663-670 [PMID: 25123035]
15 Oyama K, Fushida S, Tsukada T, Kinoshita J, Watanabe T, Shoji M, Nakanuma S, Okamoto K, Sakai S, Makino I, Nakamura K, Hayashi H, Inokuchi M, Nakagawara H, Miyashita T, Tajima H, Takamura H, Ninomiya I, Kitagawa H, Fujimura T, Tajiri R, Ooi A, Ohta T. Evaluation of serum HER2-ECD levels in patients with gastric cancer. J Gastroenterol 2015; 50: 41-45 [PMID: 24557054]
16 Zhang K, Cui J, Xi H, Bian S, Ma L, Shen W, Li J, Wang N, Wei B, Chen L. Serum HER2 Is a Potential Surrogate for Tissue HER2 Status in Gastric Cancer: A Systematic Review and Meta-Analysis. PLoS One 2015; 10: e0136322 [PMID: 26292093]
17 Shimada H. Is "liquid biopsy" useful for assessing HER2 status in gastric cancer? J Gastroenterol 2015; 50: 119-120 [PMID: 24825793]
18 Xi HQ, Cui JX, Shen WS, Wu XS, Bian SB, Li JY, Song Z, Wei B, Chen L. Increased expression of Lgr5 is associated with chemotherapy resistance in human gastric cancer. Oncol Rep 2014; 32: 181-188 [PMID: 24859092]
19 Dai SQ, An X, Wang F, Shao Q, Chen YC, Kong YN, Chen C, Li C, Luo HY, Liang Y, Wang FH, Xu RH, Li YH. Serum HER 2 extracellular domain level is correlated with tissue HER 2 status in metastatic gastric or gastro-oesophageal junction adenocarcinoma. PLoS One 2013; 8: e63458 [PMID: 23691049]
20 Wolff AC, Hammond ME, Schwartz JN, Hagerty KL, Allred DC, Cote RJ, Dowsett M, Fitzgibbons PL, Hanna WM, Langer A, McShane LM, Paik S, Pegram MD, Perez EA, Press MF, Rhodes A, Sturgeon C, Taube SE, Tubbs R, Vance GH, van de Vijver M, Wheeler TM, Hayes DF. American Society of Clinical Oncology/College of American Pathologists guideline recommendations for human epidermal growth factor receptor 2 testing in breast cancer. J Clin Oncol 2007; 25: 118-145 [PMID: 17159189]
21 Zhou J, Peng Z, Liu Y, Gong J, Zhang X, Lu M, Gao J, Li Y, Li Y, Shen L. Predictive value of serum HER2 ECD in patients with HER2-positive advanced gastric cancer treated with trastuzumab plus chemotherapy. J Gastroenterol 2015; 50: 955-961 [PMID: 25702260]
[bookmark: OLE_LINK51][bookmark: OLE_LINK120][bookmark: OLE_LINK148][bookmark: OLE_LINK112][bookmark: OLE_LINK320][bookmark: OLE_LINK387][bookmark: OLE_LINK183][bookmark: OLE_LINK254][bookmark: OLE_LINK149][bookmark: OLE_LINK225][bookmark: OLE_LINK226][bookmark: OLE_LINK212][bookmark: OLE_LINK250][bookmark: OLE_LINK281][bookmark: OLE_LINK240][bookmark: OLE_LINK282][bookmark: OLE_LINK313][bookmark: OLE_LINK304][bookmark: OLE_LINK321][bookmark: OLE_LINK385][bookmark: OLE_LINK400][bookmark: OLE_LINK346][bookmark: OLE_LINK371][bookmark: OLE_LINK334][bookmark: OLE_LINK1830][bookmark: OLE_LINK442][bookmark: OLE_LINK457][bookmark: OLE_LINK288][bookmark: OLE_LINK384][bookmark: OLE_LINK379][bookmark: OLE_LINK303][bookmark: OLE_LINK450][bookmark: OLE_LINK489][bookmark: OLE_LINK535][bookmark: OLE_LINK648][bookmark: OLE_LINK686][bookmark: OLE_LINK430][bookmark: OLE_LINK471][bookmark: OLE_LINK462][bookmark: OLE_LINK519][bookmark: OLE_LINK575][bookmark: OLE_LINK491][bookmark: OLE_LINK532][bookmark: OLE_LINK572][bookmark: OLE_LINK574][bookmark: OLE_LINK480][bookmark: OLE_LINK567][bookmark: OLE_LINK2700][bookmark: OLE_LINK581][bookmark: OLE_LINK639][bookmark: OLE_LINK688][bookmark: OLE_LINK722][bookmark: OLE_LINK542][bookmark: OLE_LINK589][bookmark: OLE_LINK582][bookmark: OLE_LINK640][bookmark: OLE_LINK714][bookmark: OLE_LINK593][bookmark: OLE_LINK716][bookmark: OLE_LINK770][bookmark: OLE_LINK801][bookmark: OLE_LINK660][bookmark: OLE_LINK739][bookmark: OLE_LINK781][bookmark: OLE_LINK833][bookmark: OLE_LINK642][bookmark: OLE_LINK718][bookmark: OLE_LINK700][bookmark: OLE_LINK792][bookmark: OLE_LINK2882][bookmark: OLE_LINK836][bookmark: OLE_LINK889][bookmark: OLE_LINK782][bookmark: OLE_LINK826][bookmark: OLE_LINK865][bookmark: OLE_LINK2898][bookmark: OLE_LINK856][bookmark: OLE_LINK908][bookmark: OLE_LINK980][bookmark: OLE_LINK1018][bookmark: OLE_LINK1049][bookmark: OLE_LINK1076][bookmark: OLE_LINK1106][bookmark: OLE_LINK891][bookmark: OLE_LINK943][bookmark: OLE_LINK981][bookmark: OLE_LINK1030][bookmark: OLE_LINK847][bookmark: OLE_LINK909][bookmark: OLE_LINK898][bookmark: OLE_LINK906][bookmark: OLE_LINK992][bookmark: OLE_LINK993][bookmark: OLE_LINK1052][bookmark: OLE_LINK946][bookmark: OLE_LINK911][bookmark: OLE_LINK930][bookmark: OLE_LINK1059][bookmark: OLE_LINK1137][bookmark: OLE_LINK1200][bookmark: OLE_LINK1241][bookmark: OLE_LINK1288][bookmark: OLE_LINK1056][bookmark: OLE_LINK1158][bookmark: OLE_LINK1074][bookmark: OLE_LINK1169][bookmark: OLE_LINK1060][bookmark: OLE_LINK1185][bookmark: OLE_LINK1172][bookmark: OLE_LINK1176][bookmark: OLE_LINK1373][bookmark: OLE_LINK1410][bookmark: OLE_LINK1448][bookmark: OLE_LINK1492][bookmark: OLE_LINK1530][bookmark: OLE_LINK1585][bookmark: OLE_LINK1622][bookmark: OLE_LINK1661][bookmark: OLE_LINK1691][bookmark: OLE_LINK1349][bookmark: OLE_LINK1343][bookmark: OLE_LINK1428][bookmark: OLE_LINK1462][bookmark: OLE_LINK1531][bookmark: OLE_LINK1344][bookmark: OLE_LINK1384][bookmark: OLE_LINK1457][bookmark: OLE_LINK1370][bookmark: OLE_LINK1443][bookmark: OLE_LINK1472][bookmark: OLE_LINK1503][bookmark: OLE_LINK1390][bookmark: OLE_LINK1490][bookmark: OLE_LINK1576][bookmark: OLE_LINK1618][bookmark: OLE_LINK1650][bookmark: OLE_LINK1684][bookmark: OLE_LINK1721][bookmark: OLE_LINK1565][bookmark: OLE_LINK1619][bookmark: OLE_LINK1671][bookmark: OLE_LINK1716][bookmark: OLE_LINK1761][bookmark: OLE_LINK1586][bookmark: OLE_LINK1593][bookmark: OLE_LINK1630][bookmark: OLE_LINK1699][bookmark: OLE_LINK1736][bookmark: OLE_LINK1792][bookmark: OLE_LINK1825][bookmark: OLE_LINK1865][bookmark: OLE_LINK1808][bookmark: OLE_LINK1862][bookmark: OLE_LINK1859][bookmark: OLE_LINK1901][bookmark: OLE_LINK1939][bookmark: OLE_LINK1977][bookmark: OLE_LINK1841][bookmark: OLE_LINK1879][bookmark: OLE_LINK1916][bookmark: OLE_LINK1960][bookmark: OLE_LINK1834][bookmark: OLE_LINK1885][bookmark: OLE_LINK2027][bookmark: OLE_LINK2056][bookmark: OLE_LINK1870][bookmark: OLE_LINK1883][bookmark: OLE_LINK1890][bookmark: OLE_LINK1922][bookmark: OLE_LINK1943][bookmark: OLE_LINK1970][bookmark: OLE_LINK1983][bookmark: OLE_LINK2031][bookmark: OLE_LINK2066][bookmark: OLE_LINK2094][bookmark: OLE_LINK2136][bookmark: OLE_LINK2192][bookmark: OLE_LINK1984][bookmark: OLE_LINK2040][bookmark: OLE_LINK2087][bookmark: OLE_LINK2131][bookmark: OLE_LINK2167][bookmark: OLE_LINK2211][bookmark: OLE_LINK2265][bookmark: OLE_LINK2274][bookmark: OLE_LINK2071][bookmark: OLE_LINK3320][bookmark: OLE_LINK3374][bookmark: OLE_LINK3410][bookmark: OLE_LINK1997][bookmark: OLE_LINK2043][bookmark: OLE_LINK2041][bookmark: OLE_LINK2096][bookmark: OLE_LINK2133][bookmark: OLE_LINK2108][bookmark: OLE_LINK2181][bookmark: OLE_LINK2101][bookmark: OLE_LINK2128][bookmark: OLE_LINK3357][bookmark: OLE_LINK2139][bookmark: OLE_LINK2219][bookmark: OLE_LINK2248][bookmark: OLE_LINK2281][bookmark: OLE_LINK2256][bookmark: OLE_LINK2294][bookmark: OLE_LINK2395][bookmark: OLE_LINK2148][bookmark: OLE_LINK2236][bookmark: OLE_LINK2328][bookmark: OLE_LINK2273][bookmark: OLE_LINK2314][bookmark: OLE_LINK2240][bookmark: OLE_LINK2290][bookmark: OLE_LINK2330][bookmark: OLE_LINK2402][bookmark: OLE_LINK2432][bookmark: OLE_LINK2336][bookmark: OLE_LINK2369][bookmark: OLE_LINK2427][bookmark: OLE_LINK2368][bookmark: OLE_LINK2410][bookmark: OLE_LINK2445][bookmark: OLE_LINK2370][bookmark: OLE_LINK2474][bookmark: OLE_LINK2382][bookmark: OLE_LINK2476][bookmark: OLE_LINK2532][bookmark: OLE_LINK2471][bookmark: OLE_LINK2483][bookmark: OLE_LINK2511][bookmark: OLE_LINK2583][bookmark: OLE_LINK2615][bookmark: OLE_LINK2554][bookmark: OLE_LINK2528][bookmark: OLE_LINK2555][bookmark: OLE_LINK2537][bookmark: OLE_LINK2550][bookmark: OLE_LINK2594][bookmark: OLE_LINK2589][bookmark: OLE_LINK2648][bookmark: OLE_LINK2669][bookmark: OLE_LINK2567][bookmark: OLE_LINK2593][bookmark: OLE_LINK2629][bookmark: OLE_LINK2678][bookmark: OLE_LINK2703][bookmark: OLE_LINK2739][bookmark: OLE_LINK2757][bookmark: OLE_LINK3464][bookmark: OLE_LINK3508][bookmark: OLE_LINK2779][bookmark: OLE_LINK2724][bookmark: OLE_LINK2733][bookmark: OLE_LINK2744][bookmark: OLE_LINK2777][bookmark: OLE_LINK2858][bookmark: OLE_LINK2834][bookmark: OLE_LINK2864][bookmark: OLE_LINK3467][bookmark: OLE_LINK2846][bookmark: OLE_LINK2893][bookmark: OLE_LINK2837][bookmark: OLE_LINK2853][bookmark: OLE_LINK2889][bookmark: OLE_LINK2915][bookmark: OLE_LINK2938][bookmark: OLE_LINK2920][bookmark: OLE_LINK2954][bookmark: OLE_LINK2986][bookmark: OLE_LINK3031][bookmark: OLE_LINK3506][bookmark: OLE_LINK2953][bookmark: OLE_LINK2972][bookmark: OLE_LINK3020][bookmark: OLE_LINK3067][bookmark: OLE_LINK3108][bookmark: OLE_LINK3135][bookmark: OLE_LINK3015][bookmark: OLE_LINK3032][bookmark: OLE_LINK3039][bookmark: OLE_LINK3059][bookmark: OLE_LINK3065][bookmark: OLE_LINK3071][bookmark: OLE_LINK3089][bookmark: OLE_LINK3114][bookmark: OLE_LINK3142][bookmark: OLE_LINK3118][bookmark: OLE_LINK3160][bookmark: OLE_LINK3192][bookmark: OLE_LINK3170][bookmark: OLE_LINK3186][bookmark: OLE_LINK3184][bookmark: OLE_LINK3218][bookmark: OLE_LINK3219][bookmark: OLE_LINK3248][bookmark: OLE_LINK3380][bookmark: OLE_LINK3187][bookmark: OLE_LINK3245][bookmark: OLE_LINK3254][bookmark: OLE_LINK3249][bookmark: OLE_LINK3263][bookmark: OLE_LINK3281][bookmark: OLE_LINK3318][bookmark: OLE_LINK3378][bookmark: OLE_LINK3412][bookmark: OLE_LINK3302][bookmark: OLE_LINK3324][bookmark: OLE_LINK3372][bookmark: OLE_LINK3435][bookmark: OLE_LINK3640][bookmark: OLE_LINK3755][bookmark: OLE_LINK3796][bookmark: OLE_LINK3549][bookmark: OLE_LINK3554][bookmark: OLE_LINK3565][bookmark: OLE_LINK3573][bookmark: OLE_LINK3705][bookmark: OLE_LINK3750][bookmark: OLE_LINK3604][bookmark: OLE_LINK3638][bookmark: OLE_LINK3662][bookmark: OLE_LINK3692][bookmark: OLE_LINK3694][bookmark: OLE_LINK3693][bookmark: OLE_LINK3709][bookmark: OLE_LINK3833][bookmark: OLE_LINK3871]P-Reviewer: Christodoulidis G, Fiorentini G S-Editor: Yu J L-Editor:  E-Editor:
[bookmark: OLE_LINK3503][bookmark: OLE_LINK3504][bookmark: OLE_LINK3509][bookmark: OLE_LINK3510][bookmark: OLE_LINK3388][bookmark: OLE_LINK3389][bookmark: OLE_LINK3420][bookmark: OLE_LINK3381][bookmark: OLE_LINK3382][bookmark: OLE_LINK3383][bookmark: OLE_LINK3440][bookmark: OLE_LINK3441][bookmark: OLE_LINK3444][bookmark: OLE_LINK3450][bookmark: OLE_LINK3465][bookmark: OLE_LINK3762][bookmark: OLE_LINK3809][bookmark: OLE_LINK3550][bookmark: OLE_LINK3541][bookmark: OLE_LINK3542][bookmark: OLE_LINK3551][bookmark: OLE_LINK3569][bookmark: OLE_LINK3574][bookmark: OLE_LINK3582][bookmark: OLE_LINK3598][bookmark: OLE_LINK3601][bookmark: OLE_LINK3602][bookmark: OLE_LINK3603][bookmark: OLE_LINK3605][bookmark: OLE_LINK3600][bookmark: OLE_LINK3706][bookmark: OLE_LINK3728][bookmark: OLE_LINK3695][bookmark: OLE_LINK3711][bookmark: OLE_LINK3759][bookmark: OLE_LINK3827][bookmark: OLE_LINK3834][bookmark: OLE_LINK3836][bookmark: OLE_LINK3847][bookmark: OLE_LINK3861][bookmark: OLE_LINK3868][bookmark: OLE_LINK3869]Specialty type: Gastroenterology and hepatology
Country of origin: China
Peer-review report classification
Grade A (Excellent): 0
Grade B (Very good): B, B
Grade C (Good): 0
Grade D (Fair): 0
Grade E (Poor): 0


[image: ]
[bookmark: OLE_LINK3]Figure 1 Representative gene amplification results of fluorescence in situ hybridization. A: Cases with HER2:CEP17 signal ratio > 2.0; B: Cases with HER2: CEP17 signal ratio ˂ 2.0.
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Figure 2 Serum HER2 ECD concentrations in patients with tissue HER2-positive and HER2-negative gastric cancer (A) and receiver operating characteristic curve plot of serum HER2 ECD for tissue HER2 status (B).
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Figure 3 Kaplan–Meier curves for overall survival. Overall survival in patients with HER2-positive and HER2-negative gastric cancer (A); serum HER2 extracellular domain (ECD) level ˂ 15 ng/mL and serum HER2 ECD ≥ 15.0 ng/mL (B); and serum HER2 ECD ˂ 24.75 ng/mL and serum HER2 ECD ≥ 24.75 ng/mL (C). 




Table 1 Clinicopathological characteristics 
	Variables
	No. of patients
	Percent

	Age (range, 23-89, yr)
	
	

	 ≥ 60
	126
	52.7

	 < 60
	113
	47.3

	Gender
	
	

	 Male
	167
	69.9

	 Female
	72
	30.1

	Smoking status
	
	

	 Never
	61
	25.5

	 Ever
	178
	74.5

	Tumor location
	
	

	 GEJ
	41
	17.2

	 Non-GEJ
	198
	82.8

	Tumor size
	
	

	 ≥ 5 cm
	102
	42.7

	 ˂ 5 cm
	137
	57.3

	pTNM stage
	
	

	I
	39
	16.3

	 II
	78
	32.6

	 III
	102
	42.7

	 IV
	20
	8.4

	Lauren classification
	
	

	 Intestinal type
	104
	43.5

	 Diffuse type
	135
	56.5

	Tissue HER2 status (IHC/FISH)
	
	

	 Positive
	39
	16.3

	 Negative
	200
	83.7

	Serum HER2 ECD (ng/mL), median (range)
	10.5 (4.2-190.2)
	


GEJ: Gastroesophageal junction; HER2: Human epidermal growth factor receptor-2; ECD: Extracellular domain; IHC: Immunohistochemistry; FISH: Fluorescence in situ hybridization.


Table 2 Diagnostic performance of serum HER2 extracellular domain for tissue HER2 status at different cut-off values
	Cut-off values (ng/mL)
	True positive
	False positive
	True negative
	False negative
	Sensitivity (95%CI)
	Specificity (95%CI)

	15.001
	23
	35
	165
	16
	0.59 (0.42–0.74)
	0.83 (0.77–0.88)

	24.752
	21
	15
	185
	18
	0.54 (0.37–0.70)
	[bookmark: OLE_LINK1]0.93 (0.88–0.96)


1Value recommended by FDA for breast cancer; 2Value determined by Youden’s index in ROC plot. 



Table 3 Association between clinicopathological variables and serum HER2 extracellular domain concentrations n (%)
	Variables
	Serum HER2 ECD concentrations
	P value

	
	˃ 24.75 ng/mL (n = 36)
	≤ 24.75 ng/mL (n = 203)
	

	Age 
	
	
	0.474

	 ≥ 60
	17 (47.2)
	109 (53.7)
	

	 < 60
	19 (52.8)
	94 (46.3)
	

	Gender
	
	
	0.396

	 Male
	23 (63.9)
	144 (70.9)
	

	 Female
	13 (36.1)
	59 (29.1)
	

	Smoking status
	
	
	0.452

	 Never
	11 (30.6)
	50 (24.6)
	

	 Ever
	25 (69.4)
	153 (75.4)
	

	Tumor location
	
	
	0.573

	 GEJ
	5 (13.9)
	36 (17.7)
	

	 Non-GEJ
	31 (86.1)
	167 (82.3)
	

	Tumor size
	
	
	˂ 0.001

	 ≥ 5 cm
	27 (75.0)
	75 (36.9)
	

	 ˂ 5 cm
	9 (25.0)
	128 (63.1)
	

	Type of gastrectomy
	
	
	0.266

	 Total
	21 (58.3)
	98 (48.3)
	

	 Subtotal
	15 (41.7)
	105 (51.7)
	

	Type of surgery
	
	
	0.730

	 Open
	25 (69.4)
	135 (66.5)
	

	 MIS
	11 (30.6)
	68 (33.5)
	

	Lymph node involvement
	
	
	0.419

	 Positive
	22 (61.1)
	138 (68.0)
	

	 Negative
	14 (38.9)
	65 (32.0)
	

	pTNM stage
	
	
	0.576

	I
	6 (16.7)
	33 (16.3)
	

	 II
	12 (33.3)
	66 (32.5)
	

	 III
	13 (36.1)
	89 (43.8)
	

	 IV
	5 (13.9)
	15 (7.4)
	

	Lauren classification
	
	
	0.021

	 Intestinal type
	22 (61.1)
	82 (40.4)
	

	 Diffuse type
	14 (38.9)
	121 (59.6)
	

	Tissue HER2 status (IHC/FISH)
	
	
	< 0.001

	 Positive
	21 (58.3)
	18 (8.9)
	

	 Negative
	15 (41.7)
	185 (91.1)
	


GEJ: Gastroesophageal junction; HER2: Human epidermal growth factor receptor-2; ECD: Extracellular domain; MIS: Minimally invasive surgery; IHC: Immunohistochemistry; FISH: Fluorescence in situ hybridization.
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