We are grateful to useful comments by reviewers for helping us improve our manuscript. Below are point by point answers to all comments. Also all changes in manuscript are highlighted in yellow in the main text. As suggested, figures are also corrected. 

Response to reviewers 
Reviewer 1:

It would be interesting to determine concentration/biological activity of α2M in individual ESRD patients sera by the proposed method.
We agree on this comment. We plan to do this in some future experiments in ESRD patients as well as in patients with some other pathology were changes of α2M are expected. 
Page 2, line 40, please insert biological function 
The sentence, on page 2 is changed to: Biological function of this protein is to act as a general protease inhibitor
Page 2, line 43, please rephrase the sentence:  The covalent bond formed
between ..

Sentence was rephrased to: Upon complex formation, a covalent bond between α2M and a protease is created.

Page 3, line 92, please add that α2M is human 

This was indicated in sentence on page 3: Both commercial and isolated α2M of human origin, at different concentrations…

Page 3, Please add source of trypsin and gelatine employed for experimental
work.

On page 2 in section 2.3 the sources of both trypsin and gelatine are added. They are both of bovine origin. 

Page 3, line 100, please specify for how long the gel was stained in 0.2%
CBB.

The following was added on page 4: The gel was stained for 20 to 40 min, depending on individual zymogram, in a fresh 0.2 % CBB solution and scanned.

Page 4, line 121, (Page 5, 129, on Figure 2) please provide concentrations of α2M which were used in the experiment.

On page 4, in the last sentence concentrations of α2M are indicated: Stability of the complex was confirmed, and even more, α2M-bound trypsin retained its proteolytic activity towards co-polymerized gelatine, as can be seen in Fig. 2A (at three different concentrations of α2M, 250, 500 and 1000 nM).
Also on page 5 again concentrations of α2M are indicated in the following sentence: Thermal denaturation of α2M resulted in its inability to bind trypsin (Fig. 2B), while denaturation by freezing resulted in both aggregation of α2M (precipitate formed upon thawing) and appearance of a number of proteolytic bands in a zymogram (Fig. 2C, at three different concentrations of α2M, 250, 500 and 1000 nM).

On figure 2 concentrations of α2M used are indicated above gels. 
Reviewer 2:
Fig 1. Please label band that correspond to macroglobulin and respective molecular weight of the monomer (180kDa).


As suggested, band that corresponds to α2M monomer on Fig. 1 is labeled. 

Fig 2. Please comment what is macroglobulin fragment that form complex with
trypsin (maybe some specific fragment band from Fig 1). 

The following comment is added in manuscript: Based on position of α2M-fragment/trypsin complex, this α2M-fragment probably originates from fragment of about 90 kDa, as determined on Fig. 1. 
