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Unfortunately, | am still disappointed in the qtyabf the manuscript. There are still plenty of
mistakes and inaccuracies. Some figures (for icstdig. 3) are unnecessary. Fig. 4 that shows
“comparison of alpha toxin expressiongncoli/BL21/pET23 andE. coli/rosetta/pET2@" is not
convincing. A protein indicated by the arrow isible in bothE. coli strains. In such case Western
blotting analysis would be much better than SDS-EAfined with Coomassie blue dye. In my
opinion, the manuscript should be rewritten to iavarits scientific language. Therefore, | have {o
uphold my previous decision

The examples of errors that are still present énnttanuscript (not only the abstract text contains
mistakes and inaccuracies); my suggestions areedankred.

Abstract

Aims. Clostridium septicum is an anaerobic, gram positive bacterium whicdt/is able to form

I have done everything that the reviewer suggested to me.
If each of figures are not necessary and must be removed please let me know exactly
which one is it.

Abstract
Again abstract was corrected based on the recommendation.

resistant spores. It produces numerous toxinsdhiase many diseases such as gas gangrene in New corrections were marked by blue colour in the revised manuscript.

humars and braxy in farm animals. In the present studyatéempt was done to express an actiye
fragment of alpha toxin gene df. septicum vaccine strain, inE. coli BL21(DE3) and
RosettédDE3) strains.

Methodology: In the present study, the active fragment of alplan gene ofC. septicum vaccine
strain wasamplified... ?, cloned into... ?and extractedfien obtainedfrom the pJETusep
recombinant cloning vector. After purification aadaluation,it was ligated withthe pET22b(+)
expression vector and pET&2pwas transformed int&. coli BL21(DE3) and Roset{@®E3)
strains.

Results: Results showed thatrecombinant protein was expressgdfucedas a soluble protein
after IPTG induction in RosetfaE3) rare codonsbdon optimizer host strain, but not in
BL21(DE3). Further optimization owf expressionconditions of the recombinant alpha toxin
proteinwas achieved bincubating thecultureof (recombinant. coli/Rosetta(DE3[pET2&sep]
cells in 37°C and induction with 0.5, 1.0 and 1.M PTG for 3-6 h. Protein expression was
evaluated by SDS-PAGE aritde recombinant alpha toxin protein was purified usMigNTA
resin and foits reconfirmation was analysed by Western blot.

Conclusions: We concluded thatt:. coli strain Rosetf@dE3) is a suitable expression host fo
production ofC. septicum alpha toxin andhe obtained recombinant plasmid could be used fpr
further research on production of recombinant vaeeigainst braxy disease
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