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1. General presentation of the procedure and the PhD student

Dr. Ronchev presents a set of documents on electronic format, which is in accordance with
Art. 70 (1) of the Procedure for the acquisition of the PhD "doctor" in MU - Plovdiv and the
Regulations of MU-Plovdiv dated 28.01.2021. The documentation is complete and well organized.
Also attached are 3 publications, one of which is indexed in Scopus (Q3).

2. Brief biographical data of the candidate for PhD

Dr. Ronchev was born in 1970. He graduated as a medical doctor from the Faculty of
Medicine of Thrace University - Stara Zagora in 1998 after which he worked successively as a med-
ical doctor in the ENT and Gynecology office and a general practitioner in Rakovski. Then he was
a general practitioner in Plovdiv, a medical doctor at the Center for SMP - Plovdiv. a resident at the
Clinical Laboratory Laboratory at the University hospital "St. Georgi" - Plovdiv and currently he is
emplyed as a clinical laboratory doctor and Head of the Clinical Immunology Laboratory at
"Kaspela" University hospital - Plovdiv. He obtained two specialties - in clinical laboratory (2008)
and in clinical immunology (2014). He graduated with a master's degree in health management in

2010 at the Faculty of Public Health of the Medical University of Plovdiv. The above mentioned



career development of Dr. Ronchev show his aspiration towards professional improvement and
expansion of knowledge not only in the field of clinical laboratory and immunology, but also in the
management of health activities.

3. Actuality of the topic and knowledge of the problem

Dr. Ronchev's scientific pursuits are focused on mér;lbranous nephropathy (MN) —a disease with
an incompletely elucidated etiology and a serious prognosis due to the development of end-stage
renal disease in a significant part of affected people. This defines the object of his scientific research
as a socially significant health problem. On the other hand, the author's interest is focused on the role
of two poorly studied autoantibodies, which probably play a role in the pathogenesis of the disease -
1) antibodies against the phospholipase A2 receptor (anti-PLA2R1) and 2) antibodies against
thrombospondin type -1 domain containing 7A protein (anti-THSD7A). There are not many reports
in the scientific literature, and the lack of reference values for the serum concentrations of an-
ti-PLA2R1 antibodies for the Bulgarian population motivated the PhD student for more in-depth
research in this direction, which makes the problem relevant and imperative for clinical-laboratory
practice. The creation of reference values would facilitate the interpretation of the obtained results,
and this may help the correct diagnosis and the differential diagnosis, the evaluation of the course of
the disease and the monitoring of the therapeutic effect.

4. Research methodology -

The research methodology is presented clearly and convincingly. In order to meet the aim and
the tasks, the author correctly selects specific criteria for inclusion and exclusion of patients and uses
a complex of appropriate clinical-laboratory, immunological and statistical methods.

5. Characterization and evaluation of the PhD thesis

The PhD thesis is written on 136 typewritten pages, illustrated with 34 figures, 22 tables and 2
appendices. The cited literature includes 371 sources, of which 16 are in Cyrillic and 355 are in Latin.
The literature review is written in good scientific language and ends analytically with a presentation
of unsolved problems about the role of anti-PLA2R1 and anti-THSD7A autoantibodies in the
development of primary membranous nephropathy and about changes in their serum concentrations
during the course of the disease. The aim is derived logically, and 7 clearly formulated tasks are set to
solve it.

The Materials and Methods section is structured properly. The study included 233 individuals
divided into 3 groups — 1) clinically healthy adults, 2)'p“atients with primary, secondary membranous
and other nephropathies and 3) a control group of healthy individuals. The selection is in accordance
with the generally accepted recommendations of the International Federation of Clinical Chemistry
and the Institute of Clinical and Laboratory Standards. With the exception of patients with secondary
nephropathy, the number in the remaining groups is sufficient to fulfill the tasks set. The selected
methods are modern and informative - ELISA for quantitative measurement of anti-PLA2R1

antibodies in serum and plasma and indirect immunofluorescence for qualitative and
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semi-quantitative determination of anti-THSD7A antibodies in the same biological specimen.
Statistical analysis was performed using SPPSS v. 25 (2017) and appropriate methods are applied
creating a credible basis for discussing the data obtained. Well-illustrated figures, tables, pictures of
immunofluorescence test, histograms and diagrams are used to present the results.

The presentation of the results is tailored to the tasks set. The establishment of reference values
of anti-PLA2R1 in serum in 120 clinically healthy individuals from the Bulgarian population
followed a well-described algorithm and verification of the distribution of the results. The author
convincingly demonstrated that no statistically significant gender difference was found in the
concentration of anti-PLA2R1 antibodies, but the mean value of anti-PLA2R1 was highest in
individuals aged between 20 and 30 years and gradually decreased in the other age groups. This result
has important practical significance, as it can be used in distinguishing primary membranous
nephropathy from other nephropathies. The presented results for task 4 are interesting - a statistically
significant difference of anti-PLA2R1 when comparing primary and secondary membranous
nephropathy, as well as between primary membranous and other nephropathies - the concentration of
anti-PLA2RI1 is significantly higher in patients with PMN in comparison with the other two groups.
When determining the percentage of positive results for anti-THSD7A in patients with nephropathies,
a low relative proportion of evidence of these antibodies in primary membranous nephropathy was
demonstrated, and none were found in the other groups. Moreover, in the first group, no patients with
simultaneously positive anti-PLA2R1 and anti-THSD7A antibodies were found, but 8.7% of patients
negative for anti-PLA2R1 antibodies were positive for anti-THSD7A.

The conclusions are correctly formulated and correspond to the tasks and the obtained results.

6. Assessment of the personal participation of the PhD student in the PhD thesis

Dr. Ronchev demonstrated not only in-depth theoretical knowledge, but also practical skills,
methodical and analytical capabilities during the development of his phD thesis. He possesses very
good qualities for independent conduct of scientific research.

I highly appreciate the fact that Dr. Ronchev is conducting the first complex study in our
country on the changes of anti-PLA2R1 and anti-THSD7A antibodies in patients with various forms
of membranous nephropathy and on the influence of gender and age on the serum concentrations of
anti-PLA2R1 in clinically healthy individuals from the wBulgarian population. No less significant are
the contributions for determining reference values of anti-PLA2R1 in serum ffom clinically healthy
individuals for the first time in Bulgaria, as well as for introducing for the first time an indirect
immunofluorescence method for detection of serum anti-THSD7A antibodies.

I know Dr. Ronchev personally from the time when he did his specialization in clinical
immunology in the department and the laboratory that I lead. Even then, he made a good impression
on me with his ambition, persistence, precision, and efficiency.

7. Abstract of author’s thesis - it is structured correctly and reflects the most important results

in the PhD thesis



Recommendation: to prepare a monograph on the diagnostic reliability of antibodies in
membranous nephropathy.

Notes:

1. I believe that the title of the dissertation should specify the research on the two autoantibodies
and avoid the phrase "some antibodies".

2. Code of the specialty: 03.01.12 - clinical laboratory, as well as ofher codes of scientific

specialties, are no longer noted.

CONCLUSION

Dr. Ronchev independently carried out a large part of the research, the subject of the PhD
thesis, which is presented as a complete and thorough scientific work, competently prepared under
the guidance of the two scientific supervisors, with a significant applied contribution in the area of the
diagnostic value of two antibodies in membranous and other nephropathy. Research results are
meaningful and accurate.

The PhD thesis contains scientific and applied rés{llts and meets the requiréments of the Law on
the Development of the Academic Staff in the Republic of Bulgaria and its Regulations. The
presented materials and dissertation results fully correspond to the specific requirements adopted in
connection with the Regulations of the Medical University of Plovdiv for the application of the Law.

In connection with the Ph D thesis, 4 articles have been published in specialized Bulgarian
journals, one of which is in Scopus (Q3). Separately, the PhD student has 4 participations in
international scientific forums (Skopje, Barcelona, Antalya), which gives me grounds to assume that
the results of the doctoral program have become available to the scientific community.

Giving all this, I confidently give a positive assessment of the PhD thesis, author’s abstract, the
achieved results and contributions, and as a member of the scientific jury I will support the
acquisition by Dr. Yovko Ronchev of the educational and scientific degree "doctor" (PhD) in the

doctoral program in Clinical Laboratory.
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