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We appreciate the reviewers’ comments to improve the manuscript. We carefully read all of the comments and revised the manuscript appropriately. A list of revisions and response to reviewers’ comments are provided below.






















Comments of Reviewer 1 & Author responses

*Round 2 revisions (listed in this document) are marked by the “Track Changes” function in the manuscript.
Reviewer’s Comment: 
Major: The below paragraphs are repeated in parts 2.2 and 2.3.
Line 149-159 and 161-171, “The spinner flask technique allows cell to cell interaction by preventing the settling of the cells through continuous spinning [54], and leads to MCTS formation (Figure 2C). For example, HepG2 hepatocellular carcinoma cell suspensions were seeded at 1 x 105 cells/mL into 500 mL siliconized spinner flasks and stirred at 60 rpm for 4 to 6 weeks. The resulting MCTS were 200-300μm diameter and were transferred into agarose-coated well plates for further processing [55]. In another study, rat liver hepatocytes were cultured at 5 × 105 cells/ml in a 250mL spinner flask for 6 hours, resulting in 80% aggregate formation [56]. The speed of the continuously rotating flask is important to consider: low speeds might result in settling of the cells and high speeds might harm the cells due to shear stress. One advantage of using the spinner flask is the ability to produce large quantities of MCTS. However, during continuous spinning MCTS formation cannot be visualized [54], which is important in monitoring morphology and size.”

Author’s Response: The authors thank the reviewer for reading the review closely and catching this error. Lines 149-159 were removed from the manuscript, as they are included in 2.3 and were mistakenly duplicated in 2.2.

Reviewer’s Comment: 
Minor: Be consistent with the units and spacing.
· Line 162-166, “For example, HepG2 hepatocellular carcinoma cell suspensions were seeded at 1 x 105 cells/mL into 500 mL siliconized spinner flasks and stirred at 60 rpm for 4 to 6 weeks. The resulting MCTS were 200-300μm diameter and were transferred into agarose-coated well plates for further processing [55]. In another study, rat liver hepatocytes were cultured at 5 × 105 cells/ml in a 250mL spinner flask for 6 hours, resulting in 80% aggregate formation [56].”
· Line 268, “Rat tail type I collagen-coated on well-plates at 40-60 μg/mLhas been shown to convert cancer cells into cancer stem cells [97], …”
Author’s Response: The authors thank the reviewer for reading the manuscript with such careful attention to detail and have made the following changes.
In lines 162-167, the formatting and spacing were adjusted for consistency: “For example, HepG2 hepatocellular carcinoma cell suspensions were seeded at 1 ×x 105 cells/mL into 500 mL siliconized spinner flasks and stirred at 60 rpm for 4– to 6 weeks. The  resulting MCTS were 200–-300 μm diameter and were transferred into agarose-coated well plates for further processing [55].  In another study, rat liver hepatocytes were cultured at 5 × 105 cells/mLl in a 250 mL spinner flask for 6 hours, resulting in 80% aggregate formation [56].”

In line 268, a space was added in the sentence “Rat tail type I collagen-coated on well-plates at 40-60 μg/mL has been shown to convert cancer cells into cancer stem cells [97],…”

Further, the following changes were made in accordance with the “English editing guidelines for authors”:
In line 51, apostrophes were removed from “Studies on MCTS began in the 1970’s and 1980’s,” in agreement with the recommendations on English style.
In line 90 was corrected to read “…both matrix-free and matrix-independent techniques…”
The font in Table 1 was changed from Arial to Palatino Linotype to agree with the rest of the manuscript.

Table 1 Formatting Changes:
· Collagen, Cost: a space was added between $222/100” and “mg” in agreement with the recommendations on English style.
· Matrigel, Cost: a space was added between “$314.62/10” and “mL” 
· Alginate, Cost: “$127/1kg” was changed to “$127/kg”
· [bookmark: _Hlk54351232]Alginate, Diameter +- Std. Dev: “99 μm ± 18.9 um” was changed to “99 ± 18.9 μm”
· Chitosan, Cost: a space was added between “$68.60/50” and “g”

In line 138, a comma was deleted from the sentence, “Because of the ease of sample preparation and low cost, as well as, having samples with ECM structures…”

Line 143 was edited to read, “Cell suspension drops (15– to 30 mLl)”.

In line 147, the hyphen was changed to an en dash and “ml” was changed to “mL”:  “Additionally, volumes used to culture MCTS are very small volumes (10–-15 mlL), so evaporation…”

Lines 178-179 were edited to read, “…MCTS were fused within 12 h hours by using …”

Table 2 Formatting Changes:
· Prostate Cancer, peptide-based: spaces were added between numbers and units: “LNCaP (1.45 mM, 5 mM and 15 mM of RADA16-I, bQ13, Q11) [31]”
· Lung Cancer, collagen: space was added between number and unit: A459 (2 mg/mL) [85]
· Lung Cancer, PEG: space was added between number and unit: 344SQ (10% w/v PEG-PQ, 3.5 mM RGDS) [86]

In line 299, the hyphen was changed to an en-dash in “which is between 200 – 1000 Pa [104]”.

In line 67 (Figure 1 caption), “in vivo” was italicized.

In line 284, “in vivo” was italicized.

In line 315, “in vitro” and “in vivo” were italicized.

In line 320, “in vivo” was italicized.

In line 321, “in vivo” was italicized.

Lines 415-416 were formatted to read: “MCTS formation in gels of 150–-200 kPa stiffness compared to 300–-350 kPa and 900–-1800 kPaA despite similar cell viability [35].”

Line 496 was changed to, “cell detachment and latter MCTS formation [166,167].”

In line 504, a period was added: “peptide gelation [171].”

In line 530, the comma was removed from “The precise point of MCTS formation is poorly determined and is a complicated phenomenon, due to reasons such as the heterogeneity of the original tumor.”

In line 547, a period was a period was added to “preclinical discoveries to clinical success.”

In lines 96, 337, 344, 349, 357, 395, and 398, “et al.” was italicized.
