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Reviewer’s comments on "Co-circulation of 2.2.1 H5N1 Avian Influenza Subclades in Egypt During 2011" by Mr. Helal and colleagues submitted to British Journal of Virology. The authors described isolation and identification of four highly pathogenic H5N1 avian influenza viruses (H5N1 HPAIVs) from vaccinated commercial flocks in Egypt in 2011. 

However, there are many concerns on scientific ethics, novelty, mistakes in methodology and contents led me to reject the manuscript. The authors should focus on the vaccination history of these flocks, give more insights into the epidemiology and generate full genome sequence or at least the full length of the HA gene. The discussion should be rewritten and focused. Most importantly they must consider the following points: 

1. Ethics: 

Plagiarism was observed in many sentences in the introduction, materials & methods and the discussion sections. Some of these sentences were copied without any changes or were poorly paraphrased. Also, sometimes the authors cite the original reference for these sentences and sometimes not. For example but not limited to:

“Avian influenza was first identified as a distinct disease of poultry in 1878” was copied from Swayne, 2008
“in addition the continued occurrence of zoonotic infections has created a public health crisis with concerns that this virus potentially could reassort with a human influenza A virus to produce the next human influenza pandemic” was copied from Swayne, 2008
“The species jumping ability of IVs can result in the infections of poultry and mammals, such as chicken, swine, equine or whales with different virulence levels (Fouchier et al. 2004)” was copied from Chen et al. 2012 Plos One 7(11):e49224. 

“To date, ten different genetic clades (0 – 9) of H5N1 virus have been distinguished which further diversified into subclades (WHO/OIE/FAO, 2012)” was copied from El-Zoghby et al., 2012 Virol J 9:294

“Sustained sequences comparison with phylogenetic analysis is necessary to recognize newly emerging influenza variants and to monitor the global spread of these viruses” was copied from Kayali et al., 2011 PLoS One 6(3):e17730 who wrote it from Veljkovic et al. ‎2009 BMC Struct Biol. 9(1):21-10

“the emergence of new variants may be partially explained by immune pressure caused by the use of vaccines, which such variants can circumnavigate vaccine-induced immunity and are called escape mutants (Carrat and Flahault, 2007).“ was copied from  El-Shesheny et al., ‎2012 J Gen Virol 93(12):2564-2574

“However, transformation of the polybasic cleavage site to a monobasic motif results in a drastic reduction in virulence (Horimoto and Kawaoka, 1994), conversion of the monobasic HA cleavage site of LPAIVs to a polybasic motif may or may not lead to HPAIVs (Bogs et al., 2010; Munster et al., 2010; Stech et al., 2009).” was copied from Gohrbandt et al., ‎2011 J Gen Virol 92(1):51-59

In conclusion, “circulation of HPAIV H5N1 in vaccinated birds continues to devastate the poultry

industry in Egypt. ” was copied from El-Zoghby et al., 2012 Virol J 9:294

2. Novelty: 

A considerable number of published studies on the prevalence of vaccinal-breaks in Egypt in 2011 exist and the current manuscript does not add new information on this topic. For example:

Kayali et al., 2014 Active surveillance for avian influenza virus, egypt, 2010-2012. Emerg Infect Dis. 20(4):542-51

Elbakrey et al., 2014 Cleavage site stability of Egyptian highly pathogenic avian influenza viruses in backyard chickens during 2009-2011. J Microbiol Immunol Infect. pii: S1684-1182(13)00238-7. 

Hassanin KM, Abdel-Moneim AS. 2013 Evolution of an avian H5N1 influenza A virus escape mutant. World J Virol. 12;2(4):160-9. 

Arafa et al., 2012 Evolution of highly pathogenic avian influenza H5N1 viruses in Egypt indicating progressive adaptation. Arch Virol. 157(10):1931-47. 

Arafa et al., 2012 Effect of Cocirculation of Highly Pathogenic Avian Influenza H5N1 Subtype with Low Pathogenic H9N2 Subtype on the Spread of Infections. Avian Dis. 56: 849-857. 

3. The manuscript is poorly written. English is very bad; the message from this manuscript is not clear and it has many discrepancies. For example:

Abstract: 

“Continous evolution with evolving of different”

“clinically infected flocks suspected to be infected”

they mentioned in the abstract and other positions in the manuscript “In this study we reported the co-circulation of classical and variant group of viruses in the Egyptian poultry sectors” while the samples were collected only from the commercial sector.

in the abstract they mentioned that “twenty four tracheal samples were collected” while in the materials and methods it was written “A total of 24 commercial poultry farms”

4. Methodology

4.1. It is not clear whether the authors generated the phylogenetic tree using 406 nucleotides of their viruses with full gene sequences of the retrieved genes. 

4.2. In figure 5: there are no bootsrap values on the nodes of the tree to accept or reject the genetic relatedness of these viruses.

4.3. The generated sequences are very short and it is difficult to assign accurately to which group these viruses belonged. In other words, amino acids from about 70 to 200 which form the immunogenic epitopes of the HA and contains extensive alteration in the Egyptian 2.2.1.1 variant strains are not covered by the used primers.

5. The authors mentioned that these viruses were isolated from vaccinated flocks. They described the clinical and postmortem findings but there was no information on the history of vaccination, type of vaccines, time and frequency of vaccination, etc. No serological examination against field and vaccine strains to show the level of HI titer to elucidate whether these outbreaks occurred as failure of the vaccination or antigenic drift. They did not even mention the type of chickens (broilers, breeders, etc.), age, the capacity of the farm pattern or the mortality rate.

6. The biosecurity measures were neglected which would add significant information for this manuscript. The authors should focus on the possible epidemiological link between backyard sector and these commercial farms, workers (partial vs. full time), contact with live bird markets and/or wild or feral birds, etc. 

7. Although detailed signs and lesions were described, there is no direct link for HPAIV without exclusion of other viruses-bacteria (e.g. NDV, IB, ) particularly lesions in the kidneys, cecal tonsils and enlargement of the pancreas. 

Did the author observe any differences between the flocks infected with both genotypes or in comparison to what has been seen in the previous years?

8. Point 3.4 in the “Results” section: they wrote “Antigenic characterization for H5N1 by HA assays revealed high titer with agglutination of RBCs”. Antigenic characterization should be done using a panel of antiserum in HI test not against RBCs.

9. in the Materials and Methods they wrote “Aset of primers were designed to amplify…. 406 bp, fragment of HA1 of HA gene”. Firstly: these primers are already published in Ahmed et al., (2013) Global Veterinaria 11 (5): 640-648 where the original source has not been mentioned. Secondly: these primers amplify a region which encodes not only HA1 but about 21 amino acids in the HA2.

10. By checking the published sequences of the viruses done in this study, there is a mistake in the following sentence: “There are characteristic motifs; the first one was EKRRKKRG … in two strains designated A/chicken/EL-Qalubia/AMH-3/2011 (H5N1) and A/chicken/EL-Qalubia/AMH-4/2011 (H5N1) as well as the second motif was EGRRKKRG ….. in two strains designated A/chicken/EL-Qalubia/AMH-5/2011 (H5N1) and A/chicken/EL-Qalubia/AMH-6/2011 (H5N1).“

The EKRRKKRG motif is found in AMH-5 and AMH-6 while the EGRRKKRG is found in AMH-3 and AMH-4.

11. Citations are mostly wrong or copied from other studies. For example

“EGRRKKRG for variant subclade 2.2.1.1 H5N1 AIVs There are characteristic motifs; the first one was EKRRKKRG for subclade 2.2.1/C H5N1 in two strains designated A/chicken/EL-Qalubia/AMH-3/2011 (H5N1) and A/chicken/EL-Qalubia/AMH-4/2011 (H5N1) as well as the second motif was EGRRKKRG for variant subclade 2.2.1.1 H5N1 AIVs (Matrosovich et al., 1999)” 

This reference “Matrosovich et al., 1999” was published before even the emergence of 2.2.1, 2.2.1/C or 2.2.1.1 clades.

Another example:

“Phylogenetic analysis of the newly obtained nucleotide sequences in this study

was carried out using MEGA 5 software…. 1000 bootstrap replicates (Tamura et al., 2007).” This reference described the earlier version “MEGA4”.

12. Format of the manuscript:

12.1. The first page should have only the affiliation and corresponding author details not the abstract 

12.2. No line numbering for the manuscript

12.3. First four figures are not necessary and they can be removed

12.4. Figure 5 is not clear

12.5. Incorrect/incomplete references in the bibliography. For example: 

Swayne, 2008

WHO/OIE/FAO references

