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The manuscript has been improved according to the suggestions of reviewers:
1 Format has been updated

2 Revision has been made according to the suggestions of the reviewer
Reviewer-|
(1) Platelets themselves are an important source of HGF. Hence, it is unclear why the authors
speculate a role for Kupffer cells as the major producers of HGF. This needs to be explained
considering that the authors demonstrate increased platelet concentrations in the liver.

— | appreciate reviewer’s excellent indication. Actually, it is true that animal platelets (mouse
and rats) contain large amount of HGFI"”. And, it is known that human platelets do not contain
significant amount of HGF™. In this study, we demonstrated an immunostaining picture which
showed large amounts of human platelets accumulating in the liver in the fibrotic liver (Figure
6). Furthermore, hepatic concentration of mice-specific HGF (measuved by species-specific
ELISA) was elevated in the hPLT group (Figure 4A). Therefore, we do not think mice-HGF was
derived from human platelets accumulating in the liver. Moreover, since HGF is known to be
predominantly produced by Kupffer cells in the liver!!, we first speculated that human platelets
in the liver might have enhanced HGF release from Kupffer cells. However, since there is still
possibility that human platelets induced mice-platelet accumulation, which can be another
source of mice-HGF, we modified our first speculation and added this explanations in the forth
paragraph of Discussion.
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(2) MMP-9 would result in increased inflainmation and extracellular matrix turnover. Thus suggest
that this may lead increased fibrosis, Also previous reports have in fact associated MMP-9 with
liver fibrosis. Hence the anthor’s findings needs explanation in this context since they note
increased MMP levels with decreased fibrosis.

— Thank yon very much for indicating very important point. To the best of our research, there
are two opposite view points regarding the role of MMP-9 in liver fibrosis, and it is
controversial, It was reported that higher levels of MMP-9 was measured in HCV patients
compared with healthy controls, and the serum MMP-9 concentration showed significant
positive correlation with transaminase levels!'!. Moreover, hepatic expression of MMP-9 was
significantly associated with increasing stage of fibrosis™. These studies were actnally
suggesting that MMP-9 would result in increased inflamimation and extracellular matrix
turnover, and eventually lead increased fibrosis. On the other hand, it was indicated that
elevation in MMP-9 levels was uot associated with the degree of fibrosis but linked to the
histologically derived level of tissue inflammation”!, Furthermore, in many previons studies,
MMP-9 levels was used as one of indicators of liver fibrinolysis, and in fact, it was shown that
induction of MMP-9 attenuated liver fibrosis'®. Since we have been taking the latter view
point, and studied MMP-9 as key enzymes responsible for the degradation of ECM " we think
that induction of MMP-9 by hwnan platelet transfusion helped attenuating liver fibrosis in this
study.

l. Capone F, Guerriecro E, Sorice A, Maio P, Colonna G, Castello G, Costantini S,
Characterization of metalloproteinases, oxidative status and inflammation levels in the different
stages of fibrosis in HCV patients. Clin Biochem. 2012; 45: 525-9. [DOI
10.1016/j.clinbiochem.2012.02.004]

2. Melino M, Gadd VL, Walker GV, Skoien R, Barrie HD, Jothimani D, Horsfall L, Jones A,
Sweet MJ, Thomas GP, Clouston AD, Jonsson JR, Powell EE. Macrophage secretory products
induce an inflammatory phenotype in hepatocytes. World J Gastroenterol. 2012; 18: 1732-44.
{DOL 10.3748/wjg.v18.i15.1732]

3. Reif S, Somech R, Brazovski E, Reich R, Belson A, Konikoff FM, Kessler A. Matrix
metalloproteinases 2 and 9 are markers of inflammation but not of the degree of fibrosis in
chronic hepatitis C. Digestion. 2005; 71: 124-30.

4, Sakaida L, Terai S, Yamamoto N, Aoyama K, Ishikawa T, Nishina H, Okita K.
Transplantation of bone marrow cells reduces CCl4-induced liver fibrosis in nice. Hepatology.
2004; 40: 1304-11.

5. Higashiyama R, Inagaki Y, Hong Y'Y, Kushida M, Nakao S, Niioka M, Watanabe T, Okano
H, Matsuzaki Y, Shiota G, Okazaki I. Bone marrow-derived cells express matrix
metalloproteinases and contribute to regression of liver fibrosis in mice. Hepatology. 2007; 45:
213-22.

6. Kanemura H, Iimuro Y, Takeuchi M, Ueki T, Hirano T, Horiguchi K, Asano Y, Fujimoto J.
Hepatocyte growth factor gene transfer with naked plasmid DNA ameliorates
dimethylnitrosamine-induced liver fibrosis 1in rats. Hepatol Res 2008; 38: 93(-939



[PMID:18637143 DOI: 10.1111/j,1872-034X.2008.00340.X]

7. Watanabe M, Murata S, Hashimoto I, Nakano Y, Ikeda O, Aoyagi Y, Matsuo R, Fukunaga K,
Yasue H, Ohkohchi N. Platelets contribute to the reduction of liver fibrosis in mice. J
Gastroenterol Hepatol 2009; 24:; 78-89 [PMID:18624898 DOI:
10.1111/j.1440-1746.2008.05497 x]

Revieer-2

(3) The authors argued for an increase of hepatocyte apoptosis in treated mice but there are no
statistical analyses for TUNEL staining, MMP-9 and Bcl-2 expression and the amount of
cleaved caspase-3 might be compared to the non cleaved form. In these figures, the quality of
western blot pictures needs to be improved.

— Thank you very much for suggesting importance of quantification of each data. We have
calculated TUNEL-positive hepatocytes/total hepatocytes and compared between the hPLT
and PBS groups (Figure 4E). The index was significantly lower in the hPLT group than in the
PBS group. We also refined our pictures, added non-cleaved caspase-3 and quantified
MMP-9, Bcl-2, and cleaved caspasce-3 expressions (Figure 4F,G). MMP-9 and Bcl-2
expressions were significantly higher in the hPLT group than those in the PBS group,
whereas cleaved caspase-3/non cleaved-caspase-3 was lower in the hPLT group than in the
PBS group (Figure 4G). We also quantified alpha-SMA expression and compared between
the two groups (Figure 4E).

(4) The increase of p-MET and p-SMAD3 are convincing but the quantification of several
independent experiments is required.

—We quantified phosphorylation of Met and SMAD-3 (Figure 5D). Phosphorylation of Met
was significantly higher in the hPLT group than in the PBS group. Although the difference
was not significant enough, phosphorylation of SMAD3 was lower in the hPLT group than in
the PBS group (P =0.1),

(5) The discussion is interesting but quite too speculative about the direct implication of Kupffer
cells which are not formally characterized in this study.

—1 appreciate reviewer’s indication for our weakness in this study. We agree with the
reviewer's comment. We did not demonstrate the direct proof regarding relationship between
Kupfter cells and liver fibrosis in this study, and we made speculations by quoting refercuces.
Since HGF is known to be predominantly produced by Kupffer cells in the liver, we first
speculated that human platelets in the liver might have enhanced HGF release from Kupffer
cells. However, there was also the same comment from another reviewer and we thought that
mice-platelets can become another source of HGF. Therefore, we changed our speculation into
two possibilities, i.e., mice-platelet derived HGF and Kupffer cell derived HGF. We removed
scheme (Figure 6 in the previous article) because it seems to be too strong and speculative to
insist only from the present results. We added this explanation in the forth paragraph of
Discussion.



(6) An important concern is the absence of significant difference in the sensitive markers of hepatic
dysfunctions that include serum AST and ALT. How the authors explain changes in the fibrotic
index without changes of these parameters? '

—Thank you very much for indicating very important point. We also expected to have
difference in both serum AST and ALT concentrations, however, there was only a tendency in
the ALT concentration to be lower in the hPLT group than in the PBS group. In our fibrosis
model using CCly with these duration and dose (8 weeks, 200 pl/kg body weight), it was
difficult to induce strong fibrosis and hepatocyte-apoptosis in SCID mice, Although there was a
statistically difference in TUNEL-positive hepatocytes/total hepatocytes (Figure 4E), the
difference was sinall, considering the damage of the whole liver (PBS group vs hPLT group;
5.9% vs 2.9% of total hepatocytes). We think this seeined to be one of reasons that we could not
get the statistical difference in serum AST and ALT concentrations between the PBS and hPLT
groups. We also changed Figure 4 C and D to more typical pictures which indicate actual
average of apoptosis in both groups. We added this explanation in the last paragraph of
Discussion, '

3 References and typesetting were corrected
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