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complete clinical response
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disease free survival
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PET/MRI positron emission tomography / magnetic resonance imaging

PI3K Phosphoinositide 3-kinase
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Introduction

Relevance of the problem

Colorectal cancer is one of the most common types of cancer in Latvia and Europe.
Approximately 500 new cases are diagnosed in Latvia each year (CDPC data, 2024). Standard
treatment for stage II and III rectal cancer involves preoperative radiation and chemotherapy or
radiation therapy alone (neoadjuvant therapy), followed by surgical treatment — rectal resection
or extirpation (Glynne-Jones et al., 2017). Neoadjuvant therapy (NAT) plays a significant role
in reducing the size and spread of the tumour, thereby improving the radicality of surgical
treatment and the patient’s prognosis. In addition, it has been observed that in approximately
1040 % of cases, NAT results in complete tumour remission — complete clinical response
(cCR) is achieved (Wei et al., 2018). Based on the currently accepted guidelines for
the treatment of rectal cancer (ESMO 2025, NCCN 2022, ASCO 2024), surgical treatment after
NAT is recommended as the primary option. However, given that for a significant proportion
of patients it is associated with a significant reduction in quality of life (persistent pelvic organ
dysfunction in the postoperative period or irreversible stoma creation), organ-preserving tactics
have become increasingly popular in the last decade — local excision of the tumour or “Watch
and Wait” (“W&W?”) strategy in cases when cCR is diagnosed after NAT (Bernier et al., 2018).
Currently, a topical issue in rectal cancer research is the identification of tumour prognostic
factors. This would not only enable the prediction of tumour response to NAT (by identifying
tumours for which the expected benefit of NAT is minimal and does not outweigh the side
effects of therapy) but also facilitate preliminary identification of tumours that are more suitable
for organ-sparing strategies or are likely to exhibit greater biological aggressiveness. Biological
markers currently have the greatest potential not only in determining tumour behaviour but also
as tools for the dynamic assessment of tumour response during therapy and as markers of
tumour recurrence in the post-treatment period. Currently, the range of markers used in clinical

practice is limited, and their specificity and sensitivity are incomplete.

Aim of the study
To determine the clinical and molecular biological prognostic factors of locally
advanced rectal cancer and to evaluate disease-free survival and overall survival rates

depending on the tumour response to NAT.



Tasks of the study

1 To identify cases when cCR has been achieved after NAT and evaluate the results
of the “W&W?” strategy in terms of disease progression and overall survival.

2 To evaluate clinical prognostic factors for rectal cancer and their relationship to
post-treatment tumour pathomorphosis.

3 To evaluate the relationship between post-treatment tumour pathomorphosis and
disease-free survival and overall survival rates.

4  To select potentially clinically significant altered miRNAs in rectal cancer tissues

that could be used as prognostic molecular biological markers.

Hypotheses of the study

The results of the “W&W? strategy for rectal cancer patients after NAT at PSCUH are
comparable to the results published by other research centres.

Clinical and radiological parameters indicative of tumour characteristics can be used to
predict the response of rectal cancer to NAT.

Weaker pathomorphosis of rectal cancer in surgical material after NAT 1is associated
with poorer local recurrence, distant metastasis and overall survival rates.

The microRNA profile of rectal cancer with good and poor response to NAT is different.
The quantitative microRNA parameters in tumour tissue can serve as a predictive marker for
the response of rectal cancer to NAT and as a prognostic indicator of local recurrence, distant

metastasis, and overall survival in patients after radical surgical treatment.

Novelty of the study
The study design combines an assessment of the prognostic potential of clinical,
morphological, and molecular biological parameters of rectal cancer in the context of the use

of organ-preserving tactic (“W&W?”).

Cooperation partners and material technical support

The study involves patients who received treatment at the PSCUH Oncology Clinic and
Surgery Clinic. The study data were compiled in files created by the researcher and available
only to those involved in the study. Tissue samples from paraftin blocks for further molecular
biological analysis were obtained from the PSCUH Pathology Institute. The experimental part
was executed at the Institute of Oncology and Molecular Genetics of RSU. No additional

funding was attracted for the study.



Author’s personal contribution

The author of the Doctoral Thesis collected clinical data from patients for the study,
performed surgical treatment for several cases, and conducted follow-up observations.
The author organised a working group in PSCUH to develop local “W&W” guidelines and
implement the strategy in the hospital, initiated cooperation with the “International Watch and
Wait Database” (IWWD), and ensures data collection in local and international databases.
The author has monitored all patients who have undergone organ-sparing strategy. The author
has obtained tissue samples from paraffin blocks and performed all subsequent laboratory
stages of molecular biological analysis of the tissue. The author has performed statistical
processing and analysis of the study results, and has written this Doctoral Thesis and related

publications.

Ethical aspects

Three permissions from the RSU Ethics Committee have been obtained to conduct
the study: RSU PEK decision 28.07.2016., 2-PEK-4/494/2022 on 21 November 2022, and
2-PEK-4/120/2023 on 26 January 2023 (Appendices 1, 2, and 3) — for the collection of clinical data
for the study and molecular biological analysis of tissue samples from living and deceased patients.

The study was conducted in accordance with the Declaration of Helsinki and
the regulations of good clinical practice. All patients involved in the study or their relatives
(if the patient is deceased) have signed an informed consent form (Appendices 4 and 5) in two

copies, one of which is kept by the patient/relative and the other at the PSCUH Surgery Clinic.



Conclusions

11 % of the patients selected for the study achieved complete clinical response after NAT.
The DFS in patients who underwent the subsequent “W&W? strategy is comparable to data
published worldwide.

A smaller rectal tumour circumference in pre-treatment pelvic MRI examination is
associated with a more pronounced tumour reduction in post-treatment MRI. The mrTRG
classification, based on the evaluation of post-treatment pelvic MRI findings, allows for
a reliable prediction of tumour regression rate in surgical specimens according to
the Dworak classification.

The pathomorphosis of rectal cancer according to Dworak, tumour pT stage, and mucinous
component are prognostic indicators for the risk of local recurrence after surgical treatment,
and pT stage is a prognostic indicator for distant metastases.

Altered microRNA (miR-99a-3p, miR-142-5p, and mirR-182-3p) in rectal cancer tissue
have the potential to be used as biological markers for determining the response of rectal

cancer to NAT and for predicting long-term oncological outcomes.



Proposals

The application of the “W&W?” strategy in clinical practice should be based on clearly
defined inclusion criteria, considering individual and tumour-related risk factors. Strict
patient monitoring, adherence to the protocol, and systematic collection of clinical data are
essential prerequisites for the successful application of this strategy.

In addition to the existing rectal cancer parameters assessed in pre-treatment MRI, it is
recommended to evaluate the rectal tumour circumference, given that this indicator has
prognostic significance in terms of tumour reduction after NAT.

It is recommended to use a unified classification of post-treatment tumour pathomorphosis,
which would reduce subjectivity in the evaluation of surgical material and improve
the stratification of risk factors associated with disease recurrence.

The creation of pre- and post-treatment risk scales that include clinical, morphological, and
molecular biological parameters related to the patient and the tumour should be considered
and could be used as a practical tool in clinical decision-making.

Tumour miRNA panels can be used as additional biological markers in predicting
the response of rectal cancer to NAT, as well as in predicting long-term oncological
outcomes. A study involving a larger group of patients is needed to determine validated

miRNA in tissue samples and blood from rectal cancer patients.
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retrospektivo datu apkopojumu: pacienta personas dati,
slimibas un citu saslim3anu anamnestiskie dati; laboratoro,
endoskopisko un radiologisko izmeklgjumu dati; primaras
biopsijas un operacijas materidla morfologiskas izmekl&3anas
rezultati;  operdcijas  materidla  molekularbiologiska
analizéSana (miRNS sekvené$ana); informacija par turpmako
slimibas un arsté$anas gaitu. Planotd realiz&Sanai paredzéts
izveidot 3 pEuma grupas, atbilstodi ieklauSanas un
izslegianas kritérijiem. Peétfjums tiks wveikts saskana ar
Helsinku deklaraciju, Eiropas Padomes un Eiropas Savienibas
Tiesibu aktu (Regulu), Latvijas un citiem normativajiem
aktiem. Pacientiem, kuri piedalisies pétnieciskaja projekta,
nav gaidams nekads fizisks vai psihologisks kait&jums, riski
vai apdraudéuma arstélanas gaitai nepastav. PEljumam
nepieciefama informacija tiks iegilita no jau veikto izmeklgjumu
rezultitiem un jau esoSajiem audu paraugiem. Personu
(dalibnieku) inform&ta brivpratiga piekriSana piedalities,
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Annex 2 continued

iegiito personu datu apstrade un aizsardziba, to pielieto3ana,
glabasana, anonimitate un konfidencialitite ir nodroSinata.
PEtTjuma izvirzitais mérkis, pielietotds metodes un p&tijuma
sabiedribas veselibas ieguvums ir samérojams. Lidz ar to
pieteikums atbilst pétijuma &tikas prasibam.

Komitejas lemums: Piekrist pétijuma Tsteno$anai
Komitejas priek3sedétajs Janis Vétra Tituls: Dr.habil. med., profesors.

SIS DOKUMENTS IR ELEKTRONISKI PARAKSTITS AR DROSU ELEKTRONISKO
PARAKSTU UN SATUR LAIKA ZIMOGU

36



Decision of the RSU Research Ethics Committee 2-PEK-4/120/2023

Veidlapa Nr. E-9(3)

APSTIPRINATA

ar Rigas Stradina universitates rektora

2018, gada 26. septembra rikojumu Nr. 5-1/238/2018

Rigas Stradina universitates
Petijumu étikas komitejas

LEMUMS
Riga
26.01.2023 2-PEK-4/120/2023
Komitejas sastavs Kvalifikacija Nodarbo$anas

Profesors Janis VEtra

Asoc. Prof. Zanda Daneberga
Asoc. Prof. Anita Vétra
Profesore Ingrida Céma
Docente Anna Junga

Vado$a pétniece, docente
Karina Palkova

7 Marina Sinkovska

[=> 55 I I WL

Pieteikuma iesniedzéjs/i:

Pétijuma / pétnieciskd darba
nosaukums:

PétTjumu &tikas
komitejas sédes datums:

Pétijuma protokols:

Dr.habil. med.  Morfologijas katedra

Dr.med. OI Molekularas genétikas laboratorijas vaditaja
Dr.med. Rehabilitacijas katedras vaditaja

Dr.habil. med. = Mutes medicinas katedras vaditaja

Dr.med. Morfologijas laboratorijas vaditaja

Ph.D. Advokate, Doktora studiju programmas vaditaja

Datu droibas un parvaldibas nodalas vaditaja
Linda Kokaine, Doktorantiiras nodala

Taisnas zarnas veza arst€Sanas efektivitates prognostiskie
faktori

15.12.2022.

Petjuma mérkis - noteikt iespg&jami  prognostiskos
neoadjuvantu terapijas efektivitates kliniskos, radiologiskos,
ar arstéanu saistitos, morfologiskos un molckularbiologiskos
faktorus pacientiem ar II un III stadijas taisnas zarnas vézi.
Attiectba uz pétijuma dalu, kura tiks iesaistiti pacienti, kuru
piekrisanu  lidzdalibai pétijuma apliecina parakstita
informétas piekriSanas anketa, RSU Petljumu &tikas komiteja
21.11.2022. ir pienémusi Lémumu 2-PEK-4/494/2022 -
Piekrist petljuma Istenosanai.

P&tljuma ir paredzEts arl ieklaut datus no pacientiem, kas
pétijuma uzsak$anas bridi ir miru8i un ir paudusi piekrisanu
savu audu 1zmanto$anal dzives laika (dokumentéts rakstiski
val pieejamajas datubazes, kuras apkopota iedzivotaju
personas dati un ar veselibu saistitie dati; vai pacients paudis
savu gribu piederigajiem dzives laika mutiski) vai arT nav
aizliegusi savu audu izmanto$anu, kas butu fikséts kada no
iepriek$ minétajiem informacijas avotiem.

Izskatot augstak minéta pétijjuma pieteikuma materialus,
pétijuma méerki ir paredzSts sasniegt, veicot pacientu
mediciniskds dokumentacijas (slimibas vEstures un citi dati)
izpeti, ieglto datu apstradi un analizi, ka arT publiskojot
legiitos rezultatus. Iegiito personu (pacientu) datu apstrade un
aizsardziba, to pielietoana, glabaSana, anonimitate un
konfidencialitate ir nodroSinata. P&tijuma izvirzitais merkis,
pielietotas metodes wun pétijjuma sabiedribas veselibas

37

Annex 3



Annex 3 continued

ieguvums ir samerojams, personas datu aizsardziba ir
nodrosinata, petijums atbilst petijuma etikas
prasibam. Petijjuma protokols sastadits atbilstosi Pacientu
tiestbu likuma 10. panta 8.' dalas prasibam. MedicIniskaja
dokumentacija fiksetos pacienta datus atlauts izmantot péc
atbilsto$o arstniecibas iestaZu piekri§anas.

Komitejas lemums: Piekrist petjjuma TstenoSanai.
Komitejas prick$sedétajs Janis Vetra Tituls: Dr.habil. med., profesors.

SIS DOKUMENTS IR ELEKTRONISKI PARAKSTITS AR DROSU ELEKTRONISKO
PARAKSTU UN SATUR LAIKA ZIMOGU
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Annex 4

Informed consent to participate in the study

Dear Madam / Dear Sir!

We invite you to participate in the study “Prognostic factors for the effectiveness of rectal cancer
treatment” conducted by Surgery Clinic of Pauls Stradin$ Clinical University Hospital (PSCUH) in
collaboration with the Institute of Pathology and the Oncology Institute of Riga Stradin$ University
(RSU). We would like to inform you about the purpose, procedure and content of the study. Please read
all the information carefully before signing this document. Before signing the document, you have
the right to ask questions about the study and receive answers to them.

Relevance of the problem

Rectal cancer is one of the most common types of cancer in Latvia and Europe. Every year, around
500 new cases of rectal cancer are diagnosed in Latvia. Accurate preoperative staging of rectal cancer
is crucial for the choice of further treatment and the patient’s survival. The standard treatment method
for non-metastatic (stage Il and III) rectal cancer involves preoperative radiation and chemotherapy or
radiation therapy alone (neoadjuvant therapy), followed by surgical treatment — rectal
resection/extirpation (removal) with or without stoma creation (intestinal outlet in the front wall of
the abdomen). Experience to date shows that neoadjuvant therapy plays a significant role in reducing
the size and spread of the tumor, thereby improving the radicality of surgical treatment and the patient’s
prognosis. In addition, it has been observed that in approximately 20 % of cases, the tumor disappears
completely as a result of neoadjuvant therapy. Nevertheless, even in these cases, surgical treatment is
performed based on the guidelines currently accepted in Europe. However, over the last decade, an
alternative treatment approach has become increasingly popular — in cases when complete tumor
disappearance is observed after neoadjuvant therapy, surgery is not performed. Instead, the patient is
monitored regularly and the tumor site is checked, considering that in about 25 % of patients, the tumor
recurs within a few months or a year after treatment. In these cases, standard surgical treatment is
performed. Recent studies have shown that the oncological safety outcome for patients undergoing
observation is equivalent to that for patients undergoing surgical treatment. Overall, although watchful
waiting carries a certain risk, in most cases (if the tumor has disappeared after neoadjuvant therapy)
it offers the opportunity to avoid major surgery that affects quality of life. Given the current knowledge
about the different tumor behaviour during neoadjuvant therapy, research on prognostic factors for rectal
cancer is relevant, as it would allow predicting the possible response of the tumor before starting
treatment.

Aim of the study
To evaluate the characteristics of stage I and III rectal cancer depending on its response to preoperative
radiation and chemotherapy.

Study procedure

The study plans to include patients with stage II and III rectal cancer who have received preoperative
radiation and chemotherapy or radiation therapy alone (neoadjuvant therapy) and who have undergone
surgical treatment at the Surgery Clinic of the PSCUH between 1 October, 2015, and 1 October, 2021.
Patients will be divided into 3 groups: 1. those who have had a moderate response to neoadjuvant
therapy; 2. those who have had a good response to neoadjuvant therapy; 3. those whose tumour has
completely disappeared under the influence of neoadjuvant therapy. By comparing these groups,
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Annex 4 continued

information will be compiled on pre- and post-operative examinations (endoscopic and radiological), as
well as the results of microscopic evaluation of surgical material (the resected colon segment together
with the tumor). The study will summarise the results of examinations performed to date and will also
perform additional molecular biological examination of the surgical material. The study is retrospective,
based on the summary of the results of examinations that have already been performed. For the in-depth
molecular biological examination of the surgical material, it is planned to use the material that has
already been prepared and evaluated, which is stored at the Pathology Institute PSCUH. The results
obtained will be compared between the above-mentioned groups.

Benefits

The aim of the study is to identify molecular biological differences in tissues depending on the tumour’s
response to neoadjuvant therapy. The study plans to find additional markers that would allow predicting
the responsiveness of rectal cancer to neoadjuvant therapy. By participating in the study, you are
supporting the advancement of medicine and science in Latvia. The analysis of facts and materials
related to the patient’s disease and treatment is the basis for discovering new treatment methods and
improving the effectiveness of existing treatments. Participation in the study will not bring immediate
benefits, but will serve to gain new knowledge about the disease in the future, which may help people
suffering from rectal cancer.

Risks and inconveniences

The information required for the study will be obtained from the results of examinations already
performed and existing tissue samples. Participation in the study will not harm your health and will not
affect your treatment.

Personal data processing

Data will be collected on age, gender, preoperative stage of the tumor, results of radiological
examinations, preoperative therapy received (radiation and chemotherapy), the extent of the surgery
performed, the results of morphological and molecular biological examinations of the surgical material,
and postoperative therapy and the course of the disease.

Confidentiality and data security

The data obtained in the study will be stored in complete confidentiality and will only be available to
a closed group of researchers involved in the study. Upon agreeing to participate in the study, the patient
will be assigned an identification code, under which their data will be stored in a database created
specifically for the study. Access to this database will be restricted to a closed group of researchers.
The data will be stored without any time limit. We confirm that the project will comply with patient data
protection and confidentiality requirements in accordance with the applicable regulations in the field of
general human rights, personal data protection, and biomedicine.

Voluntary participation
Participation in this study is voluntary. Your refusal to participate in the study will not have any adverse
effect on the quality of healthcare you receive.

If you have any questions about this study, please contact Dr. Linda Kokaine by calling or sending
a text message on weekdays from 9:00 am. to 6:00 p.m. at 23273845 or by emailing

linda.kokaine@stradini.lv.
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Annex 4 continued

This document has been drawn up in two copies, one of which is kept by the researcher and the other by
the research participant.

I hereby confirm with my signature that (mark your choice with an X):
[0 Ihave read and understood the contents of this document;
[0 T AGREE to participate in this study;

[l TUNDERSTAND that my participation in this study is voluntary and that refusal to
participate in the study or withdrawal from the study will not result in any adverse
consequences or changes to my treatment plan;

[0 I AGREE that during the study, in accordance with legal requirements, my personal data
(age, gender) and medical examination results, data from my medical history will be collected,
stored and processed;

[0 I AGREE that my biological material obtained during the operation will be stored in

the laboratory of the RSU Oncology Institute during the study and may be used in this and/or
other medical studies which have been approved by the Ethics Committee as complying with
bioethical standards, by conducting laboratory, morphological, immunohistochemical or
genetic examinations in Latvia and abroad;

[0 I AGREE that anonymous data and results obtained in the study may be published;

[0 1 WISH to be informed about any incidental findings obtained during the study;
[0 IDO NOT WISH to be informed about any incidental findings obtained during the study.

Name, family name Signature Date

Doctor / clinician:

Name, family name Signature Date
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Annex 5

Informed consent to participate in the study

Information for relatives of deceased person
Dear Madam / Dear Sir!

We invite you to participate in the study “Prognostic factors for the effectiveness of rectal cancer
treatment” conducted by Surgery Clinic of Pauls Stradin$ Clinical University Hospital (PSCUH) in
collaboration with the Institute of Pathology and the Oncology Institute of Riga Stradin$ University
(RSU). We would like to inform you about the purpose, procedure and content of the study. Please read
all the information carefully before signing this document. Before signing the document, you have
the right to ask questions about the study and receive answers to them.

Relevance of the problem

Rectal cancer is one of the most common types of cancer in Latvia and Europe. Every year, around 500
new cases of rectal cancer are diagnosed in Latvia. Accurate preoperative staging of rectal cancer is
crucial for the choice of further treatment and the patient’s survival. The standard treatment method for
non-metastatic (stage II and III) rectal cancer involves preoperative radiation and chemotherapy or
radiation therapy alone (neoadjuvant therapy), followed by surgical treatment — rectal
resection/extirpation (removal) with or without stoma creation (intestinal outlet in the front wall of the
abdomen). Experience to date shows that neoadjuvant therapy plays a significant role in reducing
the size and spread of the tumor, thereby improving the radicality of surgical treatment and the patient’s
prognosis. In addition, it has been observed that in approximately 20 % of cases, the tumor disappears
completely as a result of neoadjuvant therapy. Nevertheless, even in these cases, surgical treatment is
performed based on the guidelines currently accepted in Europe. However, over the last decade,
an alternative treatment approach has become increasingly popular — in cases when complete tumour
disappearance is observed after neoadjuvant therapy, surgery is not performed. Instead, the patient is
monitored regularly and the tumour site is checked, considering that in about 25 % of patients,
the tumour recurs within a few months or a year after treatment. In these cases, standard surgical
treatment is performed. Recent studies have shown that the oncological safety outcome for patients
undergoing observation is equivalent to that for patients undergoing surgical treatment. Overall,
although watchful waiting carries a certain risk, in most cases (if the tumor has disappeared after
neoadjuvant therapy) it offers the opportunity to avoid major surgery that affects quality of life. Given
the current knowledge about the different tumor behaviour during neoadjuvant therapy, research on
prognostic factors for rectal cancer is relevant, as it would allow predicting the possible response of
the tumor before starting treatment.

Aim of the study
To evaluate the characteristics of stage Il and III rectal cancer depending on its response to preoperative
radiation and chemotherapy.

Study procedure

The study plans to include patients with stage II and III rectal cancer who have received preoperative
radiation and chemotherapy or radiation therapy alone (neoadjuvant therapy) and who have undergone
surgical treatment at the Surgery Clinic of the PSCUH between October 1, 2015, and October 1, 2021.
Patients will be divided into 3 groups: 1. those who have had a moderate response to neoadjuvant
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Annex 5 continued

therapy; 2. those who have had a good response to neoadjuvant therapy; 3. those whose tumor has
completely disappeared under the influence of neoadjuvant therapy. By comparing these groups,
information will be compiled on pre- and post-operative examinations (endoscopic and radiological), as
well as the results of microscopic evaluation of surgical material (the resected colon segment together
with the tumor). The study will summarise the results of examinations performed to date and will also
perform additional molecular biological examination of the surgical material. The study is retrospective,
based on the summary of the results of examinations that have already been performed. For the in-depth
molecular biological examination of the surgical material, it is planned to use the material that has
already been prepared and evaluated, which is stored at the Pathology Institute PSCUH. The results
obtained will be compared between the above-mentioned groups.

Benefits

The aim of the study is to identify molecular biological differences in tissues depending on the tumor’s
response to neoadjuvant therapy. The study plans to find additional markers that would allow predicting
the responsiveness of rectal cancer to neoadjuvant therapy. By participating in the study, you are
supporting the advancement of medicine and science in Latvia. The analysis of facts and materials
related to the patient’s disease and treatment is the basis for discovering new treatment methods and
improving the effectiveness of existing treatments. Participation in the study will not bring immediate
benefits, but will serve to gain new knowledge about the disease in the future, which may help people
suffering from rectal cancer.

Risks and inconveniences

The information required for the study will be obtained from the results of examinations already
performed and existing tissue samples. Participation in the study will not harm your health and will not
affect your treatment.

Legal basis for the study

The study considers Article 4 of the Law of the Republic of Latvia “On the Protection of the Body of

a Deceased Person and the Use of Human Tissues and Organs in Medicine,” which stipulates that:

 Ifthe health information system does not contain any information about the deceased person’s wishes
expressed during their lifetime to prohibit or allow the use of their body, tissues and organs after
death, the medical institution (tissue and organ procurement centre) is obliged to ascertain
information about the deceased person’s wishes expressed during their lifetime to prohibit or allow
the use of their body, tissues and organs after death, by contacting the closest relative present (spouse,
parents, adult child, brother, sister, or the deceased person’s contact person indicated in the health
information system).

* The information provided by the next of kin shall be recorded in the deceased person’s medical
records.

» If there is no information in the relevant national information system about the deceased person’s
wishes expressed during their lifetime to prohibit or allow the use of their body, tissues and organs
after death, and it has not been possible to ascertain from the next of kin in accordance with the first
and second paragraphs of this section the wishes expressed during his or her lifetime to prohibit or
permit the use of his or her body, tissues and organs after death, it shall be presumed that the deceased
person consented during his or her lifetime to the use of his or her body, tissues and organs after
death.
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+ If the information provided by the next of kin about the deceased person’s wishes expressed during
his or her lifetime to prohibit or permit the use of his or her body, tissues, and organs after death is
contradictory, the use of his or her body, tissues, and organs is prohibited.

Personal data processing

Data will be collected on age, gender, preoperative stage of the tumor, results of radiological
examinations, preoperative therapy received (radiation and chemotherapy), the extent of the surgery
performed, the results of morphological and molecular biological examinations of the surgical material,
and postoperative therapy and the course of the disease.

Confidentiality and data security

The data obtained in the study will be stored in complete confidentiality and will only be available to
a closed group of researchers involved in the study. Upon agreeing to participate in the study, the patient
will be assigned an identification code, under which their data will be stored in a database created
specifically for the study. Access to this database will be restricted to a closed group of researchers.
The data will be stored without any time limit. We confirm that the project will comply with patient data
protection and confidentiality requirements in accordance with the applicable regulations in the field of
general human rights, personal data protection, and biomedicine.

Voluntary participation
Participation in this study is voluntary. Your refusal to participate in the study will not have any adverse
effect on the quality of healthcare you receive.

If you have any questions about this study, please contact Dr. Linda Kokaine by calling or sending

a text message on weekdays from 9:00 am. to 6:00 p.m. at 23273845 or by emailing
linda.kokaine@stradini.lv.
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This document has been drawn up in two copies, one of which is kept by the researcher and the other by
the research participant.

Deceased person to whom the study applies:

Name, family name, ID
The following applies to the analysis of data and biological material from deceased patient, for which
consent is given by a relative of the patient (i.e. spouse or first/second/third/fourth degree relative).
I hereby confirm with my signature that (mark your choice with an X):
00 Ihave read and understood the contents of this document;
[J T AGREE that my deceased relative is included in this study;
1 1 AGREE that during the study, in accordance with legal requirements, the deceased person’s data

(age, gender) and medical examination results, as well as data from their medical history, will be
collected, stored, and processed,;

00 I AGREE that the biological material of the deceased person obtained during the operation will be
stored in the laboratory of the RSU Oncology Institute during the study and may be used in this and/or
other medical studies which have been approved by the Ethics Committee as complying with
bioethical standards, by conducting laboratory, morphological, immunohistochemical or genetic
examinations in Latvia and abroad;

1 AGREE that anonymous data and results obtained in the study may be published.

The relative of
the deceased person

Name, family name Signature Date

Doctor / clinician:

Name, family name Signature Date

45




Annex 6

Total RNA (including miRNA) extraction from FFPE tissue samples using
the QIAGEN miRNeasy FFPE Kit protocol (QIAGEN, ID: 217504)*

Protocol of the procedure:

1)
2)

3)
4)
5)
6)
7)
8)

9)

10)
1)
12)
13)
14)
15)
16)
17)
18)
19)
20)

21)

22)

Place two 10 um sections in a 2 ml Eppendorf tube;

add 320 pl of deparaffinisation solution (Deparaffinisation Solution, 16 ml, QIAGEN), vortex
(using Vortex V—1 Plus; Biosan) for 10 seconds and centrifuge (using Dynamica 15R centrifuge)
for 10 seconds;

incubate at 56°C for 3 minutes, then cool to room temperature;

add spike-in (exogenous control) UniSp2,4,5;

add 240 pl of Buffer PKD solution and mix by vortexing;

centrifuge for 1 min at 10 000 rpm,;

add 10 pl of proteinase K, mix slowly by pipetting;

incubate at 56°C for 15 min while ensuring that the solution is mixed (using Thermo-Shaker
TS—-100; Biosan), then at 80°C for 15 min;

transfer the lower, colorless layer of the solution to a new 2 ml Eppendorf tube;

incubate on ice for 3 min, then centrifuge for 15 min at 13,500 rpm;

transfer the upper, transparent layer to a new 10ml Eppendorf tube (without disturbing
the precipitate that has formed);

add 25 pl of DNase Booster Buffer, mix the solution by gently shaking, centrifuge for 10 seconds;
incubate at room temperature for 15 minutes;

add 500 pl of Buffer RBC and mix by pipetting;

add 1750 pl of 96 % ethanol and mix by pipetting;

transfer 700 pl of the sample (including the precipitate) to the RNeasy MinElute column placed in
a 2 ml collector, close the cap, centrifuge for 15 seconds at a speed of > 10 000rpm, and discard
the filtrate;

repeat the previous step several times until the entire sample volume has been filtered through
the column.

add 500 pl of Buffer RPE to the column, close the cap, centrifuge for 15 seconds at > 10 000 rpm,
and discard the filtrate;

add 500 pl Buffer RPE to the column, close the cap, centrifuge for 2 minutes at > 10 000rpm,
discard the collector with all the filtrate;

place the RNeasy MinElute column in a new 2 ml collector, open the column cap and centrifuge at
maximum speed for 5 min, discard the collector with all the filtrate;

place the RNeasy MinElute column in a new 1.5 ml collector, add 30 ul of RNase-free water to
the column membrane, close the cap and centrifuge for 1 min at maximum speed;

the result of the process is 24 pl of eluate (total RNA), which is placed and stored at —80 °C
(24 samples in total).

* https://www.qiagen.com/us/products/discovery-and-translational-research/dna-rna-purification/rna-
purification/mirna/mirneasy-ffpe-kit
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Annex 7

Measurement of total RNA concentration in samples using the Thermo Fisher

Invitrogen Qubit™ RNA BR Assay Kit (ID: Q10210, Q10211) protocol (fluorometric method)

and concentration normalisation in all samples.**

Protocol of the procedure:

1)
2)
3)
4)

5)
6)

7)

Prepare the Qubit™ working solution by diluting the Qubit™ RNA BR reagent 1:200 with RNA
BR Buffer solution (0.95 pl + 189.05 pul =190 ul in one tube);

prepare the calibration solution mixture by adding 10 pl of Qubit™ standard solution to
the previously prepared working solution (total volume of 200 ul in each sample), thus preparing
two calibration solutions;

calibrate the Qubit™ 4 Fluorometer;

prepare the test sample solutions — each in a separate tube, to which add 198 pl of Qubit™ working
solution (prepared as described above) and 2 pl of the test sample (24 tubes in total);

vortex each sample for 3-5 seconds, then incubate at room temperature for 2 minutes;

perform spectrophotometry with the Qubit™ 4 Fluorometer and read the results (total RNA
concentration, ng/ ul);

normalise the RNA concentration of each sample by adding the appropriate amount of RNase-free
water, calculated in advance.

** hitps://assets.thermofisher.com/TFS-Assets/LSG/manuals/Qubit RNA BR Assay UG.pdf
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Reverse transcription (RT) reaction for cDNA synthesis using
the QIAGEN miRCURY LNA RT Kit (QIAGEN, ID: 339340).%**

Protocol of the procedure:

1) Prepare the solutions included in the kit — 5x miRCURY RT Reaction Buffer (place on ice),
RNase-free water (place at room temperature), 10x miRCURY RT Enzyme (remove from
the freezer at -20°C just before use). Gently shake all solutions and centrifuge;

2) prepare UniSp6 RNA spike-in (exogenous control) by adding 80 ul of nuclease-free water, mix by
vortexing; leave on ice for 20—30 minutes, then mix by vortexing; divide into aliquots and store
the unused portion at —20°C;

3) prepare total RNA samples;

4) prepare reverse transcription MasterMix (keep components on ice) according to the calculation*
(Table 8.1):

Table 8.1
Instruction for preparing the MasterMix
Volume per Volume adapted to Volume adapted to
MasterMix reaction the current RNS the current RNS
(according to concentration concentration
protocol) (1 reaction) (24 reactions)
5x miRCURY RT
Reaction Buffer 2l 8ul 192 pl
RNase-free water 4.5l 18 ul 432 pul
10x miRCURY RT
Enzyme Mix 1 ul 4 ul 96 pul
- UniSp6 2 ul + Stem
Spike-in 0.5 ul R39 2 il 48+48 pl
RNS (5 ng/ul) 2 ul 8 ul (20 ng/ ul) NA
Total volume of
the reaction 10l 42l NA

*When preparing reaction solutions, possible volume losses during the work process are taken into account, which
is why the solution is prepared in an additional 10 % of the total volume (not applicable to biological samples).

1) incubate for 60 min at +42°C using Peqlab PeqSTAR96 X thermocyclers;

2) incubate for 5 min at +95°C using Peqlab PeqSTAR96 X thermocyclers to inactivate the reverse
transcriptase enzyme;

3) store at +4°C for further storage (if stored for a long time, store at —20°C).

*** https.://www.qiagen.com/us/products/discovery-and-translational-research/pcr-qpcr-dpcr/qpcr-assays-and-
instruments/mirna-qpcr-assay-and-panels/mircury-Ina-rt-kit
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Reverse transcription polymerase chain reaction (RT-PCR) was performed to

profile miRNA (752 miRNA in total) in selected samples using the miRCURY LNA miRNA

miRNome PCR Panels protocol (QIAGEN, ID: 339322),%***

Protocol of the procedure:

1) Prepare the necessary elements — pre-prepared cDNA, PCR plates with ready primers
(384 reservoir plates containing “dried” primers — each reservoir is intended for one specific
reaction; 8 of them — control reservoirs without added primers. The list of MiRNS primers is
summarised in Table 9.1), RNase-free water, 2x miRCURY LNA SYBR Green Master Mix
(contains QuantiNova® DNA polymerase), ROX reference dye;

2) prepare ROX reference dye at a ratio of 1:200 (low concentration, considering that the subsequent
PCR is planned to be performed with the Viia 7 real-time PCR system);

3) dilute each cDNA by adding 1580ul of RNase-free water (diluting the previous concentrate 80x);

4) prepare the reaction solution (at room temperature) according to the calculation* (Table 9.1.):

Table 9.1
Instructions for preparing the reaction solution
I . Volume per Volume for 384
ngredients . .
reaction reactions

2x miRCURY SYBR Green Master Mix Sul 1920
ROX reference dye 0.05ul 19.2
cDNS (80x) 4ul 1.536
Rnase-free water 1ul 384
Total volume of the reaction 10.05ul NA

*When preparing reaction solutions, possible volume losses during the work process are taken into account, which
is why the solution is prepared in an additional 10 % of the total volume (not applicable to biological samples).

5) Pipette the reaction solution (repeated with each cDNA) onto PCR plates;
6) wait 5 minutes (to allow the “dried” primers to dissolve), then centrifuge for 10 seconds;
7) place the PCR plate in the Viia 7 real-time PCR system and program it to the appropriate

mode (Table 9.2 and Figure 9.1).

Table 9.2
PCR mode in the Viia 7 real-time PCR system
Time Temperature Speed
Step 1 - Initial PCR activation
(to activate QuantiNova® DNA 2 min 95°C Maximum
polymerase)
Step 2 — Denaturation 10s 95 °C Maximum
Step 3 — Combined cooling 60s 56 °C Maximum
Number of cycles 40
Analysis of the melting curve 60-9 5 °C
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Annex 9 continued
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Figure 9.1 PCR mode in the Viia 7 real-time PCR system

ViiA 7 automatically generates images with amplification curves (see Figure 9.2) and
automatically converts them into Excel file format.
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Figure 9.2. Amplification curves in the Viia 7 real-time PCR system
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MiRNAs identified during the screening phase

Annex 9 continued

Table 9.1

hsa-miR-7-5p

hsa-miR-16-5p

hsa-miR-99b-5p

hsa-miR-654-5p

hsa-miR-631

hsa-miR-217-5p

hsa-miR-98-5p

hsa-miR-431-5p

hsa-miR-545-3p

hsa-miR-34c-5p

hsa-miR-337-5p

hsa-miR-185-5p

hsa-miR-23b-3p

hsa-miR-29b-2-5p

hsa-miR-211-5p

hsa-miR-328-3p

hsa-miR-25-3p

hsa-miR-367-3p

hsa-miR-491-5p

hsa-miR-454-3p

hsa-miR-374b-3p

hsa-miR-765

hsa-miR-505-3p

hsa-miR-92b-3p

hsa-let-7f-5p

hsa-miR-143-3p

hsa-miR-24-3p

hsa-miR-18a-5p

hsa-miR-665

hsa-miR-30e-5p

hsa-miR-623 hsa-miR-369-5p hsa-miR-92a-3p hsa-miR-506-3p hsa-miR-34a-5p
hsa-miR-520c-3p hsa-miR-425-5p hsa-miR-500a-5p hsa-miR-363-3p hsa-miR-663a
hsa-miR-557 hsa-miR-590-5p hsa-miR-887-3p hsa-miR-132-3p hsa-miR-518e-3p

hsa-miR-218-5p

hsa-miR-760

hsa-miR-491-3p

hsa-miR-651-5p

hsa-miR-29b-3p

hsa-miR-136-5p hsa-miR-574-3p hsa-miR-423-3p hsa-miR-628-3p hsa-miR-658
hsa-miR-127-5p hsa-miR-130b-3p hsa-miR-126-3p hsa-miR-432-5p hsa-miR-572
hsa-miR-140-5p hsa-miR-30c-5p hsa-miR-421 hsa-miR-154-3p hsa-miR-802
hsa-miR-31-3p hsa-miR-133b hsa-miR-376b-3p hsa-miR-27a-3p hsa-miR-521

hsa-miR-20b-3p

hsa-miR-524-5p

hsa-miR-302c-3p

hsa-miR-376¢-3p

hsa-miR-433-3p

hsa-miR-325

hsa-miR-23a-3p

hsa-miR-625-3p

hsa-miR-940

hsa-miR-660-5p

hsa-miR-509-3-5p

hsa-miR-193b-3p

hsa-miR-339-5p

hsa-miR-22-5p

hsa-let-7¢-5p

hsa-miR-210-3p

hsa-miR-501-5p

hsa-miR-873-5p

hsa-miR-224-5p

hsa-miR-28-5p

hsa-miR-199b-5p

hsa-miR-518c-5p

hsa-miR-323a-3p

hsa-miR-885-5p

hsa-miR-324-5p

hsa-miR-194-5p

hsa-miR-130a-3p

hsa-miR-181d-5p

hsa-miR-320a-3p

hsa-miR-219a-5p

hsa-let-7g-5p

hsa-miR-933

hsa-miR-125a-5p

hsa-miR-18b-5p

hsa-miR-19b-3p

hsa-miR-203a-3p

hsa-miR-379-5p

hsa-miR-129-5p

hsa-miR-187-3p

hsa-miR-526b-5p

hsa-miR-181a-3p

hsa-miR-452-5p

hsa-miR-492

hsa-miR-516b-5p

hsa-miR-215-5p

hsa-miR-137-3p

hsa-miR-589-5p

hsa-miR-20a-5p

hsa-miR-302¢-5p

hsa-miR-30b-5p

hsa-miR-551b-3p

hsa-miR-141-3p

hsa-miR-374b-5p

hsa-miR-548b-3p

hsa-miR-184

hsa-miR-524-3p

hsa-miR-342-3p

hsa-miR-302d-3p

hsa-miR-186-5p

hsa-miR-422a

hsa-miR-486-5p

hsa-miR-668-3p

hsa-miR-346

hsa-miR-199a-5p

hsa-miR-199a-3p

hsa-miR-329-3p

hsa-miR-934

hsa-miR-151a-3p

hsa-miR-155-5p

hsa-miR-335-5p

hsa-miR-487b-3p hsa-miR-101-3p hsa-miR-493-3p hsa-miR-107 hsa-miR-519a-3p
hsa-miR-138-5p hsa-miR-539-5p hsa-miR-122-5p hsa-miR-302b-3p hsa-miR-21-5p
hsa-miR-191-5p hsa-miR-331-3p hsa-miR-99a-3p hsa-miR-662 hsa-miR-129-2-3p

hsa-miR-378a-3p

hsa-miR-499a-5p

hsa-miR-361-5p

hsa-miR-519d-3p

hsa-miR-26b-5p

hsa-miR-103a-3p

hsa-miR-196a-5p

hsa-miR-202-3p

hsa-miR-485-3p

hsa-miR-214-3p

hsa-miR-890

hsa-miR-888-5p

hsa-miR-125b-5p

hsa-miR-200b-3p

hsa-miR-32-5p

hsa-miR-423-5p

hsa-miR-330-3p

hsa-miR-503-5p

hsa-miR-337-3p

hsa-miR-324-3p

hsa-miR-221-3p

hsa-miR-570-3p

hsa-miR-204-5p

hsa-miR-494-3p

hsa-miR-488-3p

hsa-miR-301b-3p

hsa-miR-518c-3p

hsa-miR-30d-5p

hsa-miR-371a-3p

hsa-miR-371a-5p

hsa-miR-550a-5p

hsa-miR-200a-3p

hsa-miR-301a-3p

hsa-miR-637

hsa-miR-455-5p

hsa-miR-532-5p

hsa-miR-188-5p

hsa-miR-362-5p

hsa-miR-144-3p

hsa-miR-891a-5p

hsa-miR-99a-5p

hsa-miR-26a-5p

hsa-miR-30b-3p

hsa-miR-16-1-3p

hsa-miR-549a-3p

hsa-miR-205-5p

hsa-miR-498-5p

hsa-miR-296-5p

hsa-miR-216a-5p

hsa-miR-148a-3p

hsa-miR-518b

hsa-miR-148b-3p

hsa-miR-20b-5p

hsa-miR-424-5p

hsa-miR-146a-5p

hsa-miR-19a-3p

hsa-miR-127-3p

hsa-miR-147a

hsa-miR-921

hsa-miR-139-5p

hsa-miR-150-5p

hsa-miR-598-3p

hsa-miR-198

hsa-miR-513a-5p

hsa-miR-373-5p

hsa-miR-15a-5p

hsa-miR-96-5p

hsa-miR-375-3p

hsa-miR-140-3p

hsa-miR-149-5p
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Annex 9 continued

Table 9.1 continued

hsa-let-7d-3p

hsa-let-7d-5p

hsa-miR-517a-3p

hsa-miR-181a-5p

hsa-miR-642a-5p

hsa-miR-608

hsa-miR-135b-5p

hsa-miR-361-3p

hsa-miR-10a-5p

hsa-miR-31-5p

hsa-miR-671-5p

hsa-miR-495-3p

hsa-miR-21-3p

hsa-miR-106a-5p

hsa-miR-451a

hsa-miR-497-5p

hsa-miR-299-5p

hsa-miR-373-3p

hsa-miR-182-5p

hsa-miR-620

hsa-miR-877-5p

hsa-miR-34¢-3p

hsa-miR-518f-3p

hsa-miR-370-3p

hsa-miR-27b-3p

hsa-miR-187-5p

hsa-miR-596

hsa-miR-222-3p

hsa-miR-576-5p

hsa-miR-523-3p

hsa-miR-10b-5p

hsa-miR-744-5p

hsa-miR-617

hsa-miR-425-3p

hsa-miR-374a-5p

hsa-let-7i-5p

hsa-miR-145-5p

hsa-miR-154-5p

hsa-miR-450a-5p

hsa-miR-92a-1-5p

hsa-miR-202-5p

hsa-miR-622

hsa-miR-708-5p

hsa-miR-411-5p

hsa-miR-219a-1-3p

hsa-miR-652-3p

hsa-miR-516a-5p

hsa-let-7b-5p

hsa-miR-216b-5p

hsa-miR-1913

hsa-miR-126-5p

hsa-let-7a-5p

hsa-miR-95-3p

hsa-miR-106b-5p

hsa-miR-1245a

hsa-miR-30e-3p

hsa-miR-96-3p

hsa-miR-517¢c-3p

hsa-miR-22-3p

hsa-miR-522-3p

hsa-miR-181c-5p hsa-miR-185-3p hsa-miR-151a-5p hsa-miR-510-5p hsa-miR-571
hsa-miR-9-3p hsa-miR-615-3p hsa-miR-502-5p hsa-miR-212-3p hsa-miR-323a-5p
hsa-miR-548c-3p hsa-miR-128-3p hsa-miR-345-5p hsa-miR-525-5p hsa-miR-592

hsa-miR-152-3p

hsa-miR-766-3p

hsa-miR-509-3p

hsa-miR-542-5p

hsa-miR-487a-3p

hsa-miR-93-5p

hsa-miR-206

hsa-miR-134-5p

hsa-miR-576-3p

hsa-miR-1249-3p

hsa-miR-365a-3p

hsa-miR-298

hsa-miR-382-5p

hsa-miR-583

hsa-miR-25-5p

hsa-miR-29¢-3p

hsa-miR-193a-5p

hsa-miR-490-3p

hsa-miR-483-3p

hsa-miR-922

hsa-miR-372-3p

hsa-miR-449b-5p

hsa-miR-200¢-3p

hsa-miR-582-5p

hsa-miR-124-5p

hsa-miR-133a-3p

hsa-miR-520d-5p

hsa-miR-30a-5p

hsa-miR-183-5p

hsa-miR-1264

hsa-miR-124-3p

hsa-miR-192-5p

hsa-miR-181b-5p

hsa-miR-33b-5p

hsa-miR-504-5p

hsa-miR-190a-5p

hsa-miR-29a-3p

hsa-miR-33a-5p

hsa-miR-193a-3p

hsa-miR-138-1-3p

hsa-miR-302a-3p

hsa-miR-18a-3p

hsa-miR-195-5p

hsa-miR-153-3p

hsa-miR-502-3p

hsa-miR-595

hsa-miR-383-5p

hsa-miR-874-3p

hsa-let-7e-5p

hsa-miR-490-5p

hsa-miR-602

hsa-miR-9-5p

hsa-miR-135a-5p

hsa-miR-409-3p

hsa-miR-567

hsa-miR-223-3p

hsa-miR-142-5p

hsa-miR-26a-2-3p

hsa-miR-100-5p

hsa-miR-18b-3p

hsa-miR-627-5p

hsa-miR-363-5p

hsa-miR-146b-5p

hsa-miR-629-5p

hsa-miR-125a-3p

hsa-miR-34b-3p

hsa-miR-147b-3p

hsa-miR-412-3p

hsa-miR-484

hsa-miR-653-5p

hsa-miR-410-3p

hsa-miR-197-3p

hsa-miR-1-3p

hsa-miR-429

hsa-miR-891b

hsa-miR-17-5p

hsa-miR-597-5p

hsa-miR-299-3p

hsa-miR-30c-2-3p

hsa-miR-144-5p

hsa-miR-376a-3p

hsa-miR-326

hsa-miR-142-3p

hsa-miR-518a-3p

hsa-miR-1538

hsa-miR-514a-3p hsa-miR-15b-5p hsa-miR-338-3p hsa-miR-340-5p hsa-miR-384
hsa-miR-512-5p hsa-miR-105-5p hsa-miR-584-5p hsa-miR-508-3p hsa-miR-196b-3p
hsa-miR-449a hsa-miR-196b-5p hsa-miR-377-3p hsa-miR-381-3p hsa-miR-649
hsa-miR-143-5p hsa-miR-892a hsa-miR-141-5p hsa-miR-520h hsa-miR-518d-3p
hsa-miR-1207-5p hsa-miR-10b-3p hsa-miR-1269a hsa-miR-769-5p hsa-miR-569

hsa-miR-943

hsa-miR-122-3p

hsa-miR-501-3p

hsa-miR-612

hsa-miR-125b-1-3p

hsa-miR-675-3p

hsa-miR-100-3p

hsa-miR-15b-3p

hsa-miR-1237-3p

hsa-miR-218-2-3p

hsa-miR-200b-5p

hsa-miR-769-3p

hsa-miR-146b-3p

hsa-miR-1908-5p

hsa-miR-519c¢-3p

hsa-miR-519e-5p hsa-miR-300 hsa-miR-222-5p hsa-miR-1260a hsa-miR-554
hsa-miR-942-5p hsa-miR-518e-5p hsa-miR-601 hsa-miR-182-3p hsa-miR-938
hsa-miR-450b-3p hsa-miR-489-3p hsa-miR-924 hsa-miR-365b-5p hsa-miR-1243

hsa-miR-553

hsa-miR-937-3p

hsa-miR-29a-5p

hsa-miR-508-5p

hsa-miR-708-3p

hsa-miR-605-5p

hsa-miR-381-5p

hsa-let-7a-2-3p

hsa-miR-671-3p

hsa-miR-1185-5p

hsa-miR-24-2-5p

hsa-miR-640

hsa-miR-520f-3p

hsa-miR-941

hsa-miR-512-3p
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Annex 9 continued

Table 9.1 continued

hsa-miR-23a-5p

hsa-miR-148b-5p

hsa-miR-101-5p

hsa-miR-23b-5p

hsa-miR-587

hsa-miR-27b-5p

hsa-miR-29¢c-5p

hsa-miR-520a-3p

hsa-miR-591

hsa-miR-603

hsa-miR-759

hsa-miR-499a-3p

hsa-miR-548m

hsa-miR-26b-3p

hsa-miR-1184

hsa-miR-770-5p

hsa-let-7f-1-3p

hsa-miR-517-5p

hsa-miR-519b-3p

hsa-miR-20a-3p

hsa-miR-585-3p

hsa-miR-382-3p

hsa-miR-448

hsa-miR-30d-3p

hsa-miR-588

hsa-miR-376a-5p

hsa-miR-609

hsa-miR-1296-5p

hsa-miR-518d-5p

hsa-miR-455-3p

hsa-miR-507

hsa-miR-10a-3p

hsa-miR-1537-3p

hsa-miR-212-5p

hsa-miR-582-3p

hsa-miR-520b-3p

hsa-miR-106a-3p

hsa-miR-920

hsa-miR-520e-3p

hsa-miR-409-5p

hsa-miR-302f hsa-let-7e-3p hsa-miR-1247-5p hsa-miR-646 hsa-miR-452-3p
hsa-miR-28-3p hsa-miR-580-3p hsa-miR-19b-2-5p | hsa-miR-519¢-3p hsa-miR-19b-1-5p
hsa-miR-875-5p hsa-miR-761 hsa-miR-558 hsa-miR-626 hsa-miR-610
hsa-miR-219a-2-3p | hsa-miR-643 hsa-miR-106b-3p hsa-miR-26a-1-3p | hsa-miR-511-5p
hsa-miR-1183 hsa-miR-618 hsa-miR-1258 hsa-miR-190b hsa-miR-200c-5p

hsa-miR-758-3p

hsa-miR-221-5p

hsa-miR-619-3p

hsa-miR-1471

hsa-let-7a-3p

hsa-miR-1244

hsa-miR-513b-5p

hsa-miR-208a-3p

hsa-miR-548l

hsa-miR-135a-3p

hsa-miR-566

hsa-miR-411-3p

hsa-miR-17-3p

hsa-miR-586

hsa-miR-520a-5p

hsa-miR-1256

hsa-miR-19a-5p

hsa-miR-136-3p

hsa-miR-103b

hsa-miR-1468-5p

hsa-miR-516a-3p

hsa-miR-338-5p

hsa-miR-877-3p

hsa-miR-488-5p

hsa-miR-628-5p

hsa-miR-548c-5p

hsa-miR-1914-3p

hsa-miR-935

hsa-miR-129-1-3p

hsa-miR-552-3p

hsa-miR-496

hsa-miR-323b-5p

hsa-miR-224-3p

hsa-miR-192-3p

hsa-miR-145-3p

hsa-miR-876-3p

hsa-miR-548i

hsa-miR-624-3p

hsa-miR-632

hsa-miR-378a-5p

hsa-miR-532-3p

hsa-miR-541-3p

hsa-miR-767-5p

hsa-miR-181a-2-3p

hsa-miR-7-1-3p

hsa-miR-654-3p

hsa-miR-1272

hsa-miR-559

hsa-miR-1909-3p

hsa-miR-181c¢-3p

hsa-miR-659-3p

hsa-miR-1205

hsa-miR-449b-3p

hsa-miR-573

hsa-miR-195-3p

hsa-miR-135b-3p

hsa-miR-544a

hsa-miR-205-3p

hsa-miR-302d-5p

hsa-miR-578

hsa-miR-641

hsa-miR-431-3p

hsa-miR-604

hsa-miR-194-3p

hsa-miR-505-5p

hsa-miR-2113

hsa-miR-621

hsa-miR-130b-5p

hsa-miR-302b-5p

hsa-miR-875-3p

hsa-miR-1254

hsa-miR-556-5p

hsa-miR-149-3p

hsa-miR-551b-5p

hsa-miR-450b-5p

hsa-miR-661

hsa-miR-1267

hsa-miR-1271-5p

hsa-miR-635

hsa-miR-876-5p

hsa-miR-362-3p

hsa-miR-379-3p

hsa-miR-92b-5p

hsa-miR-1911-3p

hsa-miR-1224-3p

hsa-miR-624-5p

hsa-miR-556-3p

hsa-miR-551a

hsa-let-7f-2-3p

hsa-miR-1539

hsa-miR-27a-5p

hsa-miR-614

hsa-miR-146a-3p

hsa-miR-155-3p

hsa-miR-663b

hsa-miR-744-3p

hsa-miR-616-5p

hsa-miR-218-1-3p

hsa-miR-105-3p

hsa-miR-1248

hsa-miR-139-3p

hsa-miR-93-3p

hsa-miR-593-5p

hsa-miR-486-3p

hsa-miR-889-3p

hsa-miR-138-2-3p

hsa-miR-1972

hsa-miR-561-3p

hsa-miR-320b

hsa-miR-1227-3p

hsa-miR-655-3p

hsa-miR-616-3p

hsa-miR-767-3p

hsa-miR-296-3p

hsa-miR-548h-5p

hsa-miR-99b-3p

hsa-miR-369-3p

hsa-miR-526b-3p

hsa-miR-7-2-3p

hsa-miR-1255b-5p

hsa-miR-581

hsa-miR-2110

hsa-miR-24-1-5p

hsa-miR-550a-3p

hsa-miR-330-5p

hsa-miR-191-3p

hsa-miR-548a-3p

hsa-let-7b-3p

hsa-miR-380-3p

hsa-miR-1238-3p

hsa-miR-32-3p hsa-miR-634 hsa-miR-193b-5p hsa-miR-593-3p hsa-miR-188-3p
hsa-miR-1204 hsa-miR-320c¢ hsa-miR-335-3p hsa-miR-1912-3p hsa-miR-589-3p
hsa-miR-548j-5p hsa-miR-636 hsa-miR-541-5p hsa-miR-493-5p hsa-miR-125b-2-3p
hsa-miR-555 hsa-miR-606 hsa-miR-30c-1-3p | hsa-miR-432-3p hsa-miR-16-2-3p

hsa-miR-515-5p hsa-miR-208b-3p hsa-miR-629-3p hsa-miR-454-5p hsa-miR-650
hsa-miR-340-3p hsa-miR-367-5p hsa-miR-377-5p hsa-miR-936 hsa-miR-1178-3p
hsa-miR-513a-3p hsa-miR-520d-3p hsa-miR-630 hsa-miR-30a-3p hsa-miR-600
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Annex 9 continued

Table 9.1 continued

hsa-miR-34a-3p hsa-miR-1265 hsa-miR-548d-3p hsa-let-7g-3p hsa-miR-599
hsa-miR-342-5p hsa-miR-1203 hsa-miR-885-3p hsa-miR-214-5p hsa-miR-520g-3p
hsa-miR-639 hsa-miR-548k hsa-miR-320d hsa-miR-183-3p hsa-miR-564
hsa-let-7i-3p hsa-miR-548a-5p hsa-miR-2053 hsa-miR-1179 hsa-miR-132-5p
hsa-miR-543 hsa-miR-1253 hsa-miR-675-5p hsa-miR-562 hsa-miR-577
hsa-miR-645 hsa-miR-615-5p hsa-miR-1252-5p hsa-miR-579-3p hsa-miR-223-5p

hsa-miR-548d-5p

hsa-miR-607

hsa-miR-548e-3p

hsa-miR-590-3p

hsa-miR-34b-5p

hsa-miR-33a-3p

hsa-miR-1208

hsa-miR-1914-5p

hsa-miR-130a-5p

hsa-miR-888-3p

hsa-miR-664a-3p

hsa-miR-302e

hsa-miR-513c-5p

hsa-miR-563

hsa-miR-424-3p

hsa-miR-1911-5p

hsa-miR-1206

hsa-miR-331-5p

hsa-miR-200a-5p

hsa-miR-339-3p

hsa-miR-33b-3p

hsa-miR-1270

hsa-miR-1182

hsa-miR-483-5p

hsa-miR-380-5p

hsa-miR-638

hsa-miR-525-3p

hsa-miR-611

hsa-miR-15a-3p

hsa-miR-647

hsa-miR-515-3p

hsa-miR-1200

hsa-miR-1181

hsa-miR-944

hsa-miR-518{-5p

hsa-miR-548n

hsa-miR-92a-2-5p

*EXE hitps://www.qiagen.com/us/products/discovery-and-translational-research/pcr-qpcr-dpcr/qpcr-assays-

and-instruments/mirna-qpcr-assay-and-panels/mircury-lna-mirna-mirnome-pcr-panels
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Annex 10

c¢DNS synthesis and RT reaction using Thermo Fisher Applied Biosystems
TaqgMan™ MicroRNA Reverse Transcription Kit (ID: 4366596) protocol and primers
(Thermo Fisher Applied Biosystems; ID 002681, 002141, 002229, 002248,
002429, 000483, 002642),*****

Protocol of the procedure:

1) Prepare the necessary reverse transcription elements by placing them on ice, vortexing them after
thawing, and centrifuging them briefly;

2) prepare the reverse transcription reaction mixture (RT Reaction Mix) according to the protocol and
calculation* (Table 10.1):

Table 10.1
Instructions for RT Reaction Mix
Volume of a single Volume adapted to the current RNS
Component reaction (according to concentration
protocol) (58 samples, i.e. 464 reactions)
100mM dNTPs 0.15 pl 69.6 pul
MultiScribe reverse
transcriptase, S0U/ pl 100 pl 464 pl
10x Reverse Transcription
Buffer Solution 150l 696 ul
RNase inhibitor, 20U/ ul 0.19 ul 88.2 ul
Rnase-free water 4.16 ul 1930.2 pl
Total reaction volume 7.00 ul 32485 ul

*When preparing reaction solutions, possible volume losses during the work process are taken into account, which
is why the solution is prepared in an additional 10 % of the total volume (not applicable to biological samples).

3) prepare a plate for reverse transcription reaction (Table 10.2.) — one plate can be used for reactions
with 12 samples;

Table 10.2
Example of a RT reaction plate
Sample<m <| o | 3| a3 | a|<|na
Primer Ale | SR |22 F 2|8 |IS]5|A
hsa-miR-665

hsa-miR-142-5p
hsa-miR-548c-5p
hsa-miR-182-3p*
hsa-miR-99a-3p*
hsa-miR-127-5p
hsa-miR-361-3p
hsa-miR-151-5p

4) pipette 7 pl of the prepared reverse transcription mixture into each well of the plate (in all wells,
i.e. 96 wells) and 5 ul of total RNA (5 ng/ul) from each sample total RNA dilution into
the designated wells (i.e. 8 wells);

5) add 3 pl of reverse transcriptase primer to each designated reservoir (i.e. 12 reservoirs); total
reaction volume in one reservoir — 15 pl;

6) place a sealing film on the work plate and centrifuge for 10 seconds;
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Annex 10 continued

7) place on ice and proceed to the next step;

8) incubate for 30 min at +16 °C, then 30 min at +42 °C, and then 5 min at +85 °C using Peqlab
PeqSTAR96 X thermocyclers;

9) then place the plate at +4 °C (for storage up to 1 week, place at —20 °C);

10) repeat the above steps for all samples.

XX https://www.thermofisher.com/order/catalog/product/4366596
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Annex 11

Preparation of PCR plates and RT-PCR miRNA quantification using the TagMan™ Small
MicroRNA Assay (Thermo Fisher Applied Biosystems; ID: 4427975) protocol and TagMan™
Fast Advanced Master Mix (ID: 4444558) and primers (Thermo Fisher Applied Biosystems; ID
002681, 002141, 002229, 002248, 002429, 000483, 002642).******

Protocol of the procedure:

1) Prepare the eclements necessary for the reaction — TagMan Small RNA Assay (20X), PCR
MasterMix, RNase-free water;
2) Prepare the PCR mixture according to the protocol* (Table 11.1):

Instructions for preparation of PCR mixture

Table 11.1

Volume of a single

Volume required to
prepare one specific

Volume required
for all primer

reaction rimer solution .
IZI 86 reactions) reactions (186 x8)
TagMan Small RNA Assay
(20X) 0.50 ul 93 ul NA
PCR MasterMix 5.00 ul 930 ul 7440 ul
RNase-free water 3.84 ul 714.24 ul 5713.92 ul

. work process are taken into account, which is why the solution is prepared in an additional 10% of the total
volume (not applicable to biological samples).

3) Prepare primer dilutions for all reactions with the specific primer, according to the calculation (186
reactions), and store the unused portion at +4 °C in the dark during this stage;
4) pipette the prepared primer solutions into the appropriate reservoirs on the PCR plate (Table 11.2):

Example of a PCR work plate

Table 11.2

hsa-miR-

665
hsa-miR-

142-5p

hsa-miR-

548c-5p
hsa-miR-

182-3p

hsa-miR-

99a-3p
hsa-miR-

127-5p

hsa-miR-

361-3p
hsa-miR-
151-5p

S|O|Z |2 || A== |T|Q|H|H|T|Q|W|>]| Sample
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5)

Annex 11 continued

Add 0.51 pl of each sample cDNA to the corresponding plate wells (one sample is transferred to 3
wells — 0.51 pl each) (Table 11.3);

Table 11.3

Complementary DNA transfer to PCR plates (example)

w
Primer

3A
3B

hsa-miR-665

hsa-miR-142-5p

hsa-miR-548c-5p

hsa-miR-182-3p*

hsa-miR-99a-3p*

hsa-miR-127-5p

hsa-miR-361-3p

hsa-miR-151-5p

Lé- hsa- hsa-

8 miR- miR-
665 142-5p

A s |” >

B

C

D

E

F

G

H

I

J

K

L

M

N

0

P

6) place an optical adhesive film on the plate, then centrifuge for 10 seconds;
create a PCR program in the Viia 7 real-time PCR system according to the protocol (Table 11.4):

7)

PCR mode in the Viia 7 real-time PCR system

Table 11.4

Step Temperature Time Number of cycles
UNG activation* 50 °C 2 min 1
Enzyme activation 95 °C 20s 1
Denaturation 95 °C Is 40
Cooling 60 °C 20's

*UNG, or uracil-N-glycosylase (enzyme), is a component of PCR MasterMix whose biological function is to
remove uracil from cDNA, creating free uracil and alkali-sensitive apyrimidine sites in DNA. UNG removes uracil
incorporated into single-stranded and double-stranded DNA by catalyzing the hydrolysis of the N-glycosyl bond
between uracil and sugar. PCR uses it to prevent cross-contamination between samples.

8) Repeat the above steps with the remaining boards.

wkERRE hitps://www.thermofisher.com/order/catalog/product/4398987
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Annex 12

Rectal cancer miRNA screening results in patients with LA and SA response to NAT
(according to miRCURY LNA miRNA miRNome PCR panel (QIAGEN, ID: 339322)

Table 12.1
Rectal cancer miRNA screening results
. GR group BR group
MiIRNA Fold change p value Fold change p value
hsa-miR-7-5p 1.09 0.483537 3.11 0.155110
hsa-miR-217-5p 1.90 0.068450 2.17 0.063208
hsa-miR-212-3p 1.86 0.000011 —1.86 0.001053
hsa-miR-99a-5p 2.13 0.000200 1.74 0.002632
hsa-miR-433-3p 2.00 0.000210 —1.66 0.003340
hsa-miR-34a-5p 1.59 0.000242 2.56 0.004262
hsa-miR-665 2.36 0.000280 —2.33 0.004307
hsa-miR-10b-5p —1.80 0.000604 1.61 0.004346
hsa-miR-19b-1-5p —1.82 0.000660 —1.45 0.006249
hsa-miR-342-3p 1.33 0.002123 1.63 0.006325
hsa-miR-100-5p 1.90 0.002513 —2.29 0.006477
hsa-miR-127-5p 2.36 0.002621 —2.64 0.007100
hsa-miR-1260a -1.37 0.002947 1.50 0.007113
hsa-miR-7-1-3p —1.51 0.003101 1.82 0.007702
hsa-miR-125b-5p 1.61 0.003375 1.96 0.007869
hsa-miR-141-3p —1.56 0.003720 9.04 0.007937
hsa-miR-337-3p 1.77 0.003995 2.56 0.007944
hsa-miR-147b-3p —1.86 0.004063 2.88 0.008054
hsa-miR-141-5p —2.59 0.004384 1.52 0.008718
hsa-miR-95-3p —1.57 0.004420 1.26 0.009064
hsa-miR-885-3p 1.69 0.004435 —2.36 0.009481
hsa-miR-577 —1.89 0.004589 1.58 0.010218
hsa-miR-184 -1.96 0.006302 1.63 0.011748
hsa-miR-147a -1.73 0.006441 —1.64 0.013481
hsa-miR-877-5p 1.33 0.006542 2.32 0.013818
hsa-miR-381-3p 1.96 0.007977 2.82 0.014823
hsa-miR-215-5p —1.48 0.008166 2.48 0.015213
hsa-miR-543 1.91 0.008240 -1.92 0.015225
hsa-miR-99a-3p 2.52 0.008658 2.12 0.015651
hsa-miR-127-3p 1.79 0.008761 1.50 0.016058
hsa-miR-1244 2.21 0.008839 3.10 0.016115
hsa-miR-192-3p —1.38 0.008877 —1.60 0.016542
hsa-miR-193b-3p 1.24 0.009186 1.55 0.016622
hsa-miR-192-5p —1.43 0.009468 2.82 0.017131
hsa-miR-194-5p —1.34 0.009533 1.82 0.017498
hsa-miR-454-3p —1.28 0.010086 1.53 0.017723
hsa-miR-410-3p 1.42 0.010723 1.28 0.018518
hsa-let-7a-2-3p 3.67 0.010734 1.29 0.019030
hsa-miR-495-3p 1.79 0.010883 —3.11 0.019105
hsa-miR-34a-3p 1.44 0.011435 1.29 0.019228
hsa-miR-370-3p 2.27 0.012701 1.29 0.019349
hsa-miR-411-3p 2.30 0.013664 1.30 0.019943
hsa-miR-382-3p 1.56 0.013752 1.42 0.019998
hsa-miR-154-5p 1.74 0.013852 2.59 0.020626
hsa-miR-26b-3p —1.22 0.014187 1.80 0.021591
hsa-miR-485-3p 1.77 0.014586 1.41 0.021752
hsa-miR-30a-3p —1.30 0.014616 1.41 0.022105
hsa-miR-1185-5p 2.07 0.015143 1.32 0.022577
hsa-miR-190a-5p —1.72 0.016005 2.27 0.022909
hsa-miR-624-5p -1.70 0.016067 1.25 0.023196
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Annex 12 continued

Table 12.1 continued

. GR group BR group
MiRNS Fold change p value Fold change p value
hsa-miR-203a-3p —1.56 0.016774 1.32 0.023664
hsa-miR-487b-3p 1.44 0.016966 1.32 0.023789
hsa-miR-132-3p 1.40 0.018624 1.52 0.025154
hsa-miR-103a-3p —1.08 0.019081 1.56 0.025181
hsa-miR-376a-3p 1.73 0.019127 4.04 0.025515
hsa-miR-504-5p —1.57 0.019264 1.34 0.026180
hsa-miR-376¢c-3p 1.65 0.019691 1.34 0.027417
hsa-miR-493-3p 3.43 0.020226 1.65 0.027562
hsa-miR-502-5p 1.31 0.020251 1.60 0.027905
hsa-miR-337-5p 1.72 0.020498 4.00 0.028003
hsa-miR-194-3p —1.56 0.022224 1.35 0.028032
hsa-miR-520g-3p —2.37 0.022369 1.42 0.028825
hsa-miR-125b-2-3p 2.21 0.023165 1.41 0.028882
hsa-miR-30d-3p —1.32 0.023860 3.96 0.028982
hsa-miR-1256 2.02 0.024412 4.00 0.029120
hsa-miR-129-5p —1.72 0.024751 2.27 0.030003
hsa-miR-200b-5p —1.48 0.024971 1.46 0.030253
hsa-miR-296-5p 1.19 0.024974 —1.53 0.031037
hsa-miR-200c-5p —1.82 0.025117 1.75 0.031068
hsa-miR-361-3p 1.13 0.026036 1.40 0.031114
hsa-miR-200c-3p —1.37 0.026711 1.99 0.031115
hsa-miR-200b-3p —1.26 0.028358 1.22 0.032104
hsa-miR-20a-5p —1.30 0.029154 2.29 0.032193
hsa-miR-376b-3p 1.86 0.029312 1.61 0.033827
hsa-miR-24-2-5p —1.12 0.030495 —2.22 0.034119
hsa-miR-23a-3p —1.11 0.031680 1.43 0.034403
hsa-miR-132-5p 1.71 0.032215 1.38 0.034695
hsa-miR-340-3p —1.53 0.032416 1.38 0.034695
hsa-miR-136-5p 1.65 0.032612 1.38 0.034695
hsa-miR-429 —1.21 0.033284 1.38 0.034695
hsa-miR-409-5p 1.94 0.033740 1.38 0.034695
hsa-miR-411-5p 1.55 0.033842 1.38 0.034695
hsa-miR-383-5p —2.76 0.033981 1.38 0.034695
hsa-miR-1247-5p 2.20 0.034503 1.38 0.034695
hsa-miR-20a-3p —1.28 0.035418 1.38 0.034695
hsa-miR-379-5p 1.40 0.035757 1.38 0.034695
hsa-miR-125b-1-3p 1.65 0.035813 1.38 0.034695
hsa-miR-199b-5p 1.76 0.035999 1.38 0.034695
hsa-miR-191-5p —1.12 0.036644 1.38 0.034695
hsa-miR-107 —1.12 0.036805 1.38 0.034695
hsa-miR-152-3p 1.15 0.036867 1.38 0.034695
hsa-miR-1248 1.69 0.037260 1.38 0.034695
hsa-miR-940 1.86 0.037710 1.38 0.034695
hsa-miR-199a-5p 1.56 0.038832 1.38 0.034695
hsa-miR-372-3p —1.41 0.039636 1.38 0.034695
hsa-miR-214-3p 1.38 0.039638 1.38 0.034695
hsa-miR-423-5p 1.29 0.040093 1.38 0.034695
hsa-miR-566 1.68 0.040930 1.38 0.034695
hsa-miR-151a-5p —1.13 0.041023 1.38 0.034695
hsa-miR-34b-3p 1.51 0.041297 1.38 0.034695
hsa-miR-136-3p 1.69 0.041733 1.38 0.034695
hsa-miR-494-3p 1.81 0.041890 1.38 0.034695
hsa-miR-377-3p 1.79 0.042696 1.38 0.034695
hsa-miR-139-3p —-1.25 0.043272 1.38 0.034695
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Annex 12 continued

Table 12.1 continued

. GR group BR group

MiRNS Fold change p value Fold change p value
hsa-miR-221-3p 1.42 0.044022 1.38 0.034695
hsa-miR-378a-3p —1.40 0.045188 1.38 0.034695
hsa-miR-1271-5p —1.14 0.045382 1.38 0.034695
hsa-miR-299-5p 1.61 0.046381 1.38 0.034695
hsa-miR-638 1.69 0.046902 1.38 0.034695
hsa-miR-431-5p 2.56 0.049219 1.38 0.034695
hsa-miR-1913 —1.40 0.049275 1.38 0.034695
hsa-miR-200a-3p —1.09 0.049451 1.38 0.034695
hsa-miR-431-3p 2.64 0.052336 1.38 0.034695
hsa-miR-654-3p 1.44 0.052838 1.38 0.034695
hsa-miR-539-5p 2.01 0.053585 1.38 0.034695
hsa-miR-92b-5p 1.46 0.055369 1.38 0.034695
hsa-miR-92b-3p 1.42 0.055726 1.38 0.034695
hsa-let-7d-5p —1.14 0.057293 1.38 0.034695
hsa-miR-300 1.88 0.057539 1.38 0.034695
hsa-miR-374a-5p —-1.25 0.057904 1.38 0.034695
hsa-miR-556-5p —1.33 0.059204 1.38 0.034695
hsa-miR-590-5p —1.30 0.061189 1.38 0.034695
hsa-miR-134-5p 1.72 0.061714 1.38 0.034695
hsa-miR-148a-3p 1.33 0.062083 1.38 0.034695
hsa-miR-873-5p 3.33 0.062303 1.38 0.034695
hsa-miR-432-3p 2.32 0.062326 1.38 0.034695
hsa-miR-196a-5p —2.31 0.064682 1.38 0.034695
hsa-miR-374b-5p —-1.25 0.065574 1.38 0.034695
hsa-miR-181a-2-3p -1.17 0.066800 1.38 0.034695
hsa-miR-211-5p 2.90 0.068332 1.38 0.034695
hsa-miR-378a-5p —1.30 0.071049 1.38 0.034695
hsa-miR-34b-5p 1.71 0.071897 1.38 0.034695
hsa-miR-506-3p 2.28 0.072015 1.38 0.034695
hsa-miR-137-3p -1.75 0.073062 1.38 0.034695
hsa-miR-139-5p —1.39 0.075009 1.38 0.034695
hsa-miR-744-3p —1.35 0.075172 1.38 0.034695
hsa-miR-519d-3p —1.64 0.077841 1.38 0.034695
hsa-miR-26a-2-3p —1.28 0.078746 1.38 0.034695
hsa-miR-100-3p 1.99 0.078889 1.38 0.034695
hsa-miR-876-5p 2.79 0.079140 1.38 0.034695
hsa-miR-589-5p 1.52 0.080125 1.38 0.034695
hsa-miR-493-5p 2.72 0.080370 1.38 0.034695
hsa-miR-515-3p 1.50 0.082778 1.38 0.034695
hsa-miR-432-5p 1.58 0.082922 1.38 0.034695
hsa-miR-514a-3p —2.51 0.085900 1.38 0.034695
hsa-miR-196b-3p —1.19 0.086964 1.38 0.034695
hsa-miR-570-3p —1.41 0.087735 1.38 0.034695
hsa-miR-663a 2.40 0.088005 1.38 0.034695
hsa-miR-877-3p —1.18 0.088224 1.38 0.034695
hsa-miR-222-3p 1.31 0.090338 1.38 0.034695
hsa-miR-30c-5p —1.24 0.091135 1.38 0.034695
hsa-miR-382-5p 1.72 0.094180 1.38 0.034695
hsa-miR-548i 1.84 0.095112 1.38 0.034695
hsa-miR-188-5p 1.39 0.098644 1.38 0.034695
hsa-miR-551a —1.41 0.099052 1.38 0.034695
hsa-miR-30e-3p —-1.25 0.099471 1.38 0.035150
hsa-let-7a-5p —1.16 0.099487 1.63 0.035744
hsa-miR-135a-5p 1.28 0.099568 —1.63 0.036602
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Table 12.1 continued

. GR group BR group
MiRNS Fold change p value Fold change p value
hsa-miR-2113 1.97 0.101188 1.51 0.036984
hsa-miR-339-3p —1.07 0.102555 —1.66 0.037443
hsa-miR-552-3p —1.42 0.103690 1.62 0.037484
hsa-miR-501-3p 1.21 0.105368 1.37 0.037866
hsa-miR-17-5p —1.22 0.106216 1.22 0.037952
hsa-miR-484 —1.14 0.107821 3.12 0.038175
hsa-miR-518d-5p —1.26 0.109251 1.36 0.038630
hsa-miR-19b-3p —1.21 0.109332 1.78 0.039083
hsa-miR-30d-5p —1.18 0.110030 —1.76 0.039394
hsa-miR-424-5p 1.71 0.111845 1.98 0.039583
hsa-miR-548j-5p 1.25 0.112057 2.01 0.039682
hsa-miR-339-5p 1.12 0.113164 1.34 0.040126
hsa-miR-369-5p 1.38 0.115987 —2.09 0.040908
hsa-miR-326 1.16 0.118636 1.36 0.041206
hsa-miR-22-3p 1.16 0.119021 2.80 0.041530
hsa-miR-409-3p 1.56 0.121077 1.46 0.041622
hsa-miR-106a-5p —1.19 0.122674 2.16 0.041853
hsa-miR-196b-5p —1.11 0.122715 —1.62 0.042565
hsa-miR-19a-3p —1.21 0.123436 —1.46 0.042834
hsa-miR-556-3p —1.88 0.123537 1.76 0.044661
hsa-miR-424-3p 1.68 0.124076 1.33 0.045056
hsa-miR-199a-3p 1.37 0.124084 1.47 0.045457
hsa-let-7g-5p —1.20 0.126045 2.23 0.045817
hsa-miR-34c-5p 1.14 0.131162 2.17 0.046501
hsa-miR-154-3p 1.68 0.134508 —1.48 0.047243
hsa-miR-106b-5p —1.18 0.134922 —1.51 0.047675
hsa-miR-30b-5p —1.18 0.134953 1.64 0.048050
hsa-miR-515-5p —1.52 0.135940 2.49 0.048194
hsa-miR-124-3p —1.23 0.136562 1.41 0.049058
hsa-let-7f-5p —-1.25 0.137697 1.69 0.049065
hsa-miR-1203 1.31 0.138064 1.96 0.049254
hsa-miR-522-3p -1.27 0.138343 1.43 0.049352
hsa-miR-193b-5p 1.32 0.139381 1.49 0.050276
hsa-miR-661 1.65 0.139503 —1.42 0.050299
hsa-miR-664a-3p 1.21 0.141054 1.57 0.051192
hsa-miR-595 —1.16 0.143440 —1.56 0.051446
hsa-miR-106a-3p —1.80 0.144418 1.47 0.051755
hsa-miR-34c-3p 1.24 0.145411 1.88 0.052105
hsa-miR-200a-5p —1.53 0.145577 1.43 0.052758
hsa-miR-15a-3p 1.15 0.146359 3.17 0.053330
hsa-miR-371a-5p -1.17 0.147943 2.14 0.053451
hsa-miR-92a-1-5p —1.78 0.148936 1.56 0.053620
hsa-miR-489-3p 1.34 0.151187 —1.36 0.054184
hsa-miR-361-5p —1.09 0.152678 1.29 0.054321
hsa-miR-425-5p —1.16 0.155277 —1.48 0.055068
hsa-miR-487a-3p 1.89 0.155364 —5.37 0.055131
hsa-miR-518e-5p —1.18 0.155390 —1.57 0.056185
hsa-miR-93-5p —1.19 0.157995 1.72 0.057353
hsa-miR-18b-5p —1.23 0.158688 1.86 0.059244
hsa-miR-518f-5p —1.32 0.160173 3.21 0.060612
hsa-let-7b-5p 1.11 0.162161 2.04 0.061626
hsa-miR-503-5p 1.87 0.162304 —1.43 0.061925
hsa-miR-518b -1.17 0.164295 2.45 0.063617
hsa-miR-186-5p —1.11 0.168001 3.38 0.063818
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hsa-miR-9-3p —1.35 0.168180 2.51 0.064282
hsa-miR-761 —-1.25 0.169064 1.48 0.064563
hsa-miR-658 -1.17 0.171075 1.66 0.065324
hsa-miR-496 1.76 0.175353 1.66 0.067689
hsa-miR-30c—1-3p -1.27 0.175462 -1.90 0.067983
hsa-miR-512-3p —1.53 0.176246 —1.61 0.068202
hsa-miR-1-3p —1.37 0.178263 1.83 0.068828
hsa-miR-624-3p —1.39 0.180668 —1.86 0.069303
hsa-miR-1181 2.18 0.182966 —2.28 0.070723
hsa-miR-576-5p —1.22 0.184044 —1.38 0.071343
hsa-miR-92a-2-5p —1.26 0.184931 2.16 0.071434
hsa-miR-298 —1.26 0.185264 —1.36 0.071882
hsa-miR-146a-5p 1.35 0.185703 —1.71 0.071883
hsa-miR-643 1.58 0.186840 1.66 0.072922
hsa-miR-584-5p 1.33 0.187939 2.04 0.074817
hsa-miR-592 —1.41 0.189114 1.82 0.075468
hsa-miR-380-3p 1.62 0.190991 2.01 0.076153
hsa-miR-423-3p 1.08 0.191345 1.82 0.076216
hsa-miR-542-5p 1.56 0.191509 1.47 0.078741
hsa-miR-605-5p —1.59 0.193349 —1.48 0.079813
hsa-miR-517-5p —1.39 0.193525 —1.58 0.079886
hsa-miR-376a-5p 1.34 0.194171 —1.67 0.080278
hsa-miR-9-5p —1.49 0.195614 1.37 0.080358
hsa-miR-371a-3p -1.15 0.195889 1.46 0.080897
hsa-miR-138-5p —1.33 0.196167 —1.66 0.081374
hsa-miR-144-5p —1.84 0.197148 1.28 0.081821
hsa-miR-579-3p -1.15 0.197503 1.46 0.082115
hsa-miR-30c-2-3p —1.33 0.197561 1.30 0.082274
hsa-miR-766-3p —1.33 0.199671 1.42 0.082446
hsa-miR-340-5p -1.27 0.200031 2.24 0.082451
hsa-miR-1911-3p —1.67 0.200144 —1.20 0.082766
hsa-miR-483-3p 1.54 0.200273 1.47 0.084210
hsa-miR-219a-2-3p —1.35 0.202538 1.86 0.084298
hsa-miR-612 1.71 0.202713 2.25 0.084613
hsa-miR-379-3p 1.58 0.202736 23.63 0.084724
hsa-miR-541-3p 1.30 0.202876 1.55 0.084830
hsa-miR-491-5p —1.14 0.203061 —1.68 0.085313
hsa-miR-1972 1.30 0.203976 —1.34 0.086844
hsa-miR-758-3p 1.38 0.204434 —1.85 0.087189
hsa-miR-345-5p 1.22 0.206224 1.33 0.088266
hsa-miR-618 1.17 0.206739 1.23 0.089755
hsa-miR-580-3p —1.51 0.206976 3.49 0.090579
hsa-miR-302c-5p -1.15 0.207496 1.73 0.090665
hsa-miR-363-5p 1.31 0.208174 3.05 0.091230
hsa-miR-92a-3p —1.13 0.212928 1.76 0.092069
hsa-miR-554 1.30 0.215840 1.66 0.092365
hsa-miR-647 —1.14 0.215843 3.25 0.092724
hsa-miR-891b —1.41 0.215926 —-1.25 0.093450
hsa-miR-26b-5p —1.19 0.216834 2.10 0.094350
hsa-let-7f-1-3p —1.09 0.219843 —1.30 0.094425
hsa-miR-590-3p —1.46 0.220755 1.23 0.094934
hsa-miR-564 -1.27 0.220796 2.08 0.094995
hsa-miR-802 -1.27 0.220826 —1.34 0.096617
hsa-miR-548h-5p —1.14 0.220917 1.68 0.097347

63



Annex 12 continued

Table 12.1 continued

. GR group BR group
MiRNS Fold change p value Fold change p value
hsa-miR-640 —1.34 0.221344 —1.34 0.097958
hsa-miR-212-5p 1.75 0.221613 1.83 0.098277
hsa-miR-499a-5p 2.09 0.225649 1.62 0.098584
hsa-miR-450a-5p 1.33 0.225934 1.88 0.098961
hsa-miR-10b-3p —1.39 0.228046 2.49 0.100505
hsa-miR-130a-3p 1.11 0.229003 1.57 0.101065
hsa-miR-381-5p 1.60 0.229331 2.96 0.101445
hsa-miR-145-5p —1.19 0.232376 1.50 0.101547
hsa-miR-1296-5p —1.18 0.234470 —1.44 0.103092
hsa-miR-541-5p —1.13 0.234748 1.32 0.103661
hsa-miR-224-5p 1.65 0.236448 —1.61 0.104051
hsa-miR-943 1.35 0.236667 1.65 0.104417
hsa-miR-216a-5p 1.92 0.237060 —1.34 0.104878
hsa-miR-138-1-3p 1.44 0.238120 —1.38 0.105279
hsa-miR-23a-5p 1.67 0.238149 1.96 0.105572
hsa-miR-600 -1.92 0.239523 1.27 0.106194
hsa-miR-129-2-3p —1.08 0.239629 3.56 0.106639
hsa-let-7e-5p —1.14 0.239857 1.75 0.107763
hsa-miR-449a 3.50 0.241882 1.73 0.108690
hsa-miR-15b-5p -1.15 0.242071 1.40 0.109779
SNORDA49A (hsa) 1.20 0.242839 2.13 0.110259
hsa-miR-330-5p 1.29 0.243838 2.84 0.112541
hsa-miR-519b-3p 1.40 0.243953 1.62 0.114587
hsa-miR-518f-3p —1.47 0.244042 1.35 0.115014
hsa-miR-499a-3p 1.65 0.244818 —1.39 0.115570
hsa-miR-144-3p —1.61 0.244825 1.44 0.115663
hsa-miR-933 —1.13 0.247076 —1.48 0.116516
hsa-miR-616-3p —1.18 0.247718 1.37 0.116999
hsa-miR-1224-3p 2.12 0.251049 —1.49 0.117179
hsa-miR-129-1-3p —1.24 0.252307 1.75 0.117282
hsa-miR-942-5p —1.32 0.253398 1.39 0.118172
hsa-miR-29b-2-5p —1.13 0.255120 1.83 0.118554
hsa-miR-16-5p -1.17 0.258190 3.43 0.119061
hsa-miR-105-5p 2.04 0.260558 —1.34 0.119804
hsa-miR-15b-3p —1.22 0.261916 —1.67 0.121424
hsa-miR-151a-3p —1.06 0.262845 2.42 0.121476
hsa-miR-550a-3p -1.17 0.263213 39.20 0.121479
hsa-miR-593-3p —1.37 0.263820 1.37 0.122651
hsa-miR-505-5p —1.28 0.264761 1.51 0.123085
hsa-miR-320d 1.14 0.265595 1.31 0.124443
hsa-miR-562 —1.35 0.265834 1.60 0.124921
hsa-miR-567 —1.12 0.266379 —1.42 0.125193
hsa-miR-224-3p 1.49 0.267236 1.56 0.125295
hsa-miR-296-3p -1.15 0.267405 —2.44 0.127496
hsa-miR-509-3p 2.52 0.267601 1.52 0.128605
hsa-miR-451a —1.40 0.267876 —1.22 0.128814
hsa-miR-149-5p —1.05 0.268081 1.90 0.128855
hsa-miR-548k —1.61 0.269437 3.20 0.130018
hsa-miR-421 1.09 0.270404 1.40 0.130197
hsa-miR-98-5p 1.07 0.274393 2.13 0.131989
hsa-miR-105-3p 1.36 0.277805 —1.86 0.134506
hsa-miR-32-5p —1.28 0.278829 2.73 0.135138
hsa-miR-30a-5p —1.12 0.281089 —2.50 0.136081
hsa-miR-18b-3p —-1.25 0.281470 1.24 0.137281
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hsa-miR-558 —1.12 0.287641 1.33 0.137668
hsa-miR-377-5p 1.29 0.287643 1.65 0.137905
hsa-miR-653-5p —1.29 0.290840 1.68 0.137940
hsa-miR-7-2-3p 1.66 0.292057 38.22 0.138214
hsa-miR-589-3p —1.22 0.292117 2.04 0.139839
hsa-miR-21-3p 1.63 0.293710 1.28 0.140100
hsa-miR-1912-3p —1.08 0.295052 2.22 0.140731
hsa-miR-145-3p —1.19 0.295309 2.58 0.141807
hsa-let-7e-3p —1.19 0.296352 1.31 0.142269
hsa-miR-135b-5p 1.79 0.297367 1.51 0.143187
U6 snRNA 1.36 0.299057 1.23 0.143547
hsa-miR-650 3.87 0.299563 2.40 0.143809
hsa-miR-126-5p —1.35 0.300824 —2.83 0.144258
hsa-miR-505-3p 1.06 0.302366 1.33 0.145302
hsa-miR-454-5p 1.33 0.303289 1.28 0.147319
hsa-miR-1908-5p 1.47 0.303503 —1.30 0.148362
hsa-miR-133a-3p —1.07 0.304948 1.32 0.149388
hsa-miR-133b —1.07 0.306339 1.61 0.149481
hsa-miR-1265 —1.14 0.306463 —1.79 0.149524
hsa-miR-520d-3p —1.11 0.308003 72.21 0.150234
hsa-miR-1255b-5p —1.14 0.308103 3.92 0.152125
hsa-miR-187-3p —1.43 0.308816 —1.57 0.154345
hsa-miR-222-5p 1.43 0.310012 —1.11 0.156024
hsa-miR-33a-3p —1.29 0.312696 —1.68 0.160552
hsa-miR-130b-5p —1.19 0.312841 1.29 0.162001
hsa-miR-671-5p 1.39 0.315313 1.61 0.162798
hsa-miR-1207-5p 2.77 0.316437 1.32 0.165084
hsa-miR-143-5p —1.16 0.316489 4.47 0.165329
hsa-miR-663b 1.62 0.322145 9.57 0.168811
hsa-miR-548c-5p -1.15 0.326038 2.62 0.170463
hsa-miR-597-5p 1.79 0.328575 2.00 0.171206
hsa-miR-519a-3p —1.55 0.330486 1.93 0.171957
hsa-miR-122-5p —2.12 0.330532 1.38 0.173326
hsa-miR-523-3p -1.15 0.330549 1.41 0.173336
hsa-miR-639 —1.11 0.332381 1.88 0.174679
hsa-miR-130b-3p —1.12 0.333867 2.11 0.175587
hsa-miR-544a —1.10 0.335714 —1.46 0.176646
hsa-miR-181c-5p 1.27 0.335813 1.61 0.179380
hsa-miR-193a-3p 1.07 0.337013 1.65 0.179704
hsa-miR-1249-3p 1.13 0.337062 —1.23 0.179965
hsa-miR-208b-3p —1.12 0.339714 1.75 0.179977
hsa-miR-769-5p 1.04 0.339935 2.29 0.180394
hsa-miR-219a-1-3p 1.37 0.340780 8.59 0.181079
hsa-miR-206 —1.89 0.340960 —1.29 0.183442
hsa-miR-449b-5p 1.68 0.341890 1.84 0.183450
hsa-miR-204-5p 1.26 0.343763 1.24 0.187136
hsa-miR-299-3p 1.32 0.343940 1.69 0.187617
hsa-miR-452-5p 1.50 0.345712 —1.20 0.188232
hsa-miR-18a-5p -1.17 0.355260 1.17 0.189424
hsa-miR-149-3p —1.38 0.356469 1.48 0.189519
hsa-miR-532-5p 1.05 0.359464 —1.13 0.190620
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hsa-miR-205-3p —2.52 0.362814 1.64 0.191443
hsa-miR-126-3p —1.22 0.363066 2.34 0.192858
hsa-miR-623 —1.10 0.363491 1.33 0.193954
hsa-miR-557 —1.10 0.363491 1.49 0.195299
hsa-miR-325 —1.10 0.363491 1.23 0.195542
hsa-miR-181a-3p —1.10 0.363491 1.55 0.197651
hsa-miR-367-3p —1.10 0.363491 —1.16 0.197880
hsa-miR-302c-3p —1.10 0.363491 —1.88 0.198002
hsa-miR-302d-3p —1.10 0.363491 —1.58 0.198165
hsa-miR-302b-3p —1.10 0.363491 1.95 0.198489
hsa-miR-662 —1.10 0.363491 1.21 0.201001
hsa-miR-637 —1.10 0.363491 1.36 0.201669
hsa-miR-521 —1.10 0.363491 2.42 0.202769
hsa-miR-422a —1.10 0.363491 1.28 0.205610
hsa-miR-608 —1.10 0.363491 2.12 0.205982
hsa-miR-548c-3p —1.10 0.363491 1.61 0.210124
hsa-miR-302a-3p —1.10 0.363491 1.25 0.212290
hsa-miR-512-5p —1.10 0.363491 —1.74 0.213165
hsa-miR-498-5p —1.10 0.363491 —1.56 0.215581
hsa-miR-96-3p —1.10 0.363491 2.32 0.216206
hsa-miR-520d-5p —1.10 0.363491 1.55 0.216729
hsa-miR-617 —1.10 0.363491 2.57 0.218908
hsa-miR-412-3p —1.10 0.363491 2.65 0.219471
hsa-miR-921 —1.10 0.363491 1.60 0.219828
hsa-miR-513a-5p —1.10 0.363491 1.90 0.220658
hsa-miR-583 —1.10 0.363491 1.32 0.221132
hsa-miR-620 —1.10 0.363491 1.53 0.223143
hsa-miR-922 —1.10 0.363491 —1.22 0.223246
hsa-miR-384 —1.10 0.363491 1.38 0.223461
hsa-miR-553 —1.10 0.363491 1.66 0.226208
hsa-miR-759 —1.10 0.363491 —1.46 0.228174
hsa-miR-520b-3p —1.10 0.363491 1.60 0.229243
hsa-miR-302f —1.10 0.363491 1.60 0.230562
hsa-miR-1183 —1.10 0.363491 1.75 0.232364
hsa-miR-516a-3p —1.10 0.363491 1.61 0.234085
hsa-miR-122-3p —1.10 0.363491 1.69 0.235007
hsa-miR-323b-5p —1.10 0.363491 —1.36 0.235886
hsa-miR-1267 —1.10 0.363491 1.41 0.236037
hsa-miR-601 —1.10 0.363491 2.34 0.236181
hsa-miR-924 —1.10 0.363491 1.49 0.237039
hsa-miR-548m —1.10 0.363491 2.94 0.237353
hsa-miR-448 —1.10 0.363491 2.29 0.237726
hsa-miR-920 —1.10 0.363491 1.58 0.238064
hsa-miR-1258 —1.10 0.363491 —1.30 0.238083
hsa-miR-619-3p —1.10 0.363491 1.45 0.239820
hsa-miR-208a-3p —1.10 0.363491 2.07 0.241207
hsa-miR-559 —1.10 0.363491 1.51 0.242077
hsa-miR-591 —1.10 0.363491 1.60 0.242636
hsa-miR-586 —1.10 0.363491 1.25 0.243845
hsa-miR-103b —1.10 0.363491 1.30 0.244036
hsa-miR-573 —1.10 0.363491 —1.49 0.247110
hsa-miR-302d-5p —1.10 0.363491 -1.27 0.247404
hsa-miR-302b-5p —1.10 0.363491 1.35 0.249116
hsa-miR-635 —1.10 0.363491 —1.22 0.252869
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hsa-miR-518d-3p —1.10 0.363491 1.36 0.253283
hsa-miR-519¢c-3p —1.10 0.363491 5.53 0.253584
hsa-miR-938 —1.10 0.363491 2.86 0.253708
hsa-miR-587 —1.10 0.363491 —1.22 0.253916
hsa-miR-603 —1.10 0.363491 2.20 0.256117
hsa-miR-1184 —1.10 0.363491 1.22 0.259567
hsa-miR-588 —1.10 0.363491 1.09 0.259638
hsa-miR-452-3p —1.10 0.363491 1.41 0.260161
hsa-miR-610 —1.10 0.363491 —2.11 0.260992
hsa-miR-578 —1.10 0.363491 1.48 0.261852
hsa-miR-875-3p —1.10 0.363491 —1.08 0.263860
hsa-miR-581 —1.10 0.363491 —-1.25 0.265600
hsa-miR-1204 —1.10 0.363491 1.46 0.266665
hsa-miR-555 —1.10 0.363491 1.44 0.267304
hsa-miR-513a-3p —1.10 0.363491 —1.11 0.270545
hsa-miR-614 —1.10 0.363491 -1.15 0.274076
hsa-miR-606 —1.10 0.363491 —1.10 0.279234
hsa-miR-367-5p —1.10 0.363491 1.17 0.279714
hsa-miR-607 —1.10 0.363491 1.20 0.280439
hsa-miR-1208 —1.10 0.363491 —1.38 0.281022
hsa-miR-302¢ —1.10 0.363491 1.16 0.281445
hsa-miR-1206 —1.10 0.363491 2.20 0.283923
hsa-miR-888-3p —1.10 0.363491 1.26 0.284266
hsa-miR-593-5p —1.10 0.363491 1.34 0.285259
hsa-miR-561-3p —1.10 0.363491 1.21 0.287167
hsa-miR-630 —1.10 0.363491 1.42 0.290989
hsa-miR-2053 —1.10 0.363491 1.10 0.291293
hsa-miR-1252-5p —1.10 0.363491 1.14 0.292885
hsa-miR-1182 —1.10 0.363491 1.24 0.296583
hsa-miR-611 —1.10 0.363491 1.63 0.300633
hsa-miR-599 —1.10 0.363491 —1.46 0.301019
hsa-miR-155-3p —1.10 0.363491 1.18 0.302739
hsa-miR-130a-5p —1.10 0.363491 1.59 0.303360
hsa-miR-563 —1.10 0.363491 1.51 0.304310
hsa-miR-944 —1.10 0.363491 1.91 0.305213
hsa-miR-548n —1.10 0.363491 -1.15 0.307760
hsa-miR-205-5p —3.34 0.364004 —-1.25 0.310772
hsa-miR-486-3p —1.35 0.365224 —1.28 0.310985
hsa-miR-642a-5p —1.04 0.367061 1.62 0.313016
hsa-miR-29b-3p —1.06 0.367742 —1.26 0.314025
hsa-miR-548d-3p —1.09 0.368285 1.50 0.316430
hsa-miR-486-5p —1.23 0.369272 1.13 0.319075
hsa-miR-138-2-3p —1.38 0.369497 1.69 0.320173
hsa-miR-29¢-5p —1.12 0.369875 —1.13 0.322624
hsa-miR-548d-5p —1.33 0.370240 —1.13 0.323677
hsa-miR-1254 1.37 0.372753 1.72 0.324849
hsa-miR-329-3p 1.27 0.373390 —1.23 0.325519
hsa-miR-22-5p 1.13 0.376789 1.59 0.326210
hsa-miR-876-3p 1.36 0.381419 1.30 0.326276
hsa-miR-654-5p 1.44 0.381592 1.36 0.326541
hsa-miR-518e-3p —1.32 0.382051 1.12 0.327024
hsa-miR-1468-5p 1.30 0.385057 1.23 0.328523
hsa-miR-604 1.13 0.386756 -1.17 0.330457
hsa-miR-93-3p —1.16 0.388090 1.81 0.330521
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hsa-miR-33b-3p —1.60 0.393527 —1.72 0.330842
hsa-miR-525-3p —1.14 0.393573 1.37 0.330867
hsa-miR-488-3p -1.27 0.394365 —1.22 0.332117
hsa-miR-183-3p 1.16 0.395467 1.19 0.332377
hsa-miR-760 1.38 0.396144 1.36 0.332719
hsa-miR-143-3p —1.13 0.396936 —1.09 0.333784
hsa-miR-301b-3p 1.24 0.399022 —1.18 0.334248
hsa-miR-346 —1.12 0.400411 —1.50 0.334480
hsa-miR-569 —1.09 0.400475 -1.15 0.335737
hsa-miR-320a-3p 1.11 0.400753 2.41 0.338122
hsa-let-7a-3p —1.19 0.400880 2.51 0.340940
hsa-miR-518a-3p 1.20 0.401302 1.32 0.342266
hsa-miR-622 1.15 0.401666 —1.18 0.343148
hsa-miR-655-3p 1.44 0.402139 1.29 0.343195
hsa-miR-1471 —1.07 0.405179 2.43 0.348091
hsa-miR-1264 —1.09 0.406326 1.30 0.348579
hsa-miR-33a-5p —1.24 0.408302 1.45 0.349886
hsa-miR-19a-5p —1.38 0.410265 1.91 0.351086
hsa-miR-548e-3p —1.21 0.411373 2.72 0.351527
hsa-miR-675-3p —1.26 0.413487 —1.16 0.352115
hsa-miR-509-3-5p 1.33 0.414987 1.47 0.352299
hsa-miR-218-2-3p —1.09 0.415657 —1.09 0.356119
hsa-miR-331-3p 1.10 0.419076 4.89 0.360629
hsa-miR-183-5p 1.15 0.419181 1.35 0.363034
hsa-miR-520a-3p —1.07 0.420949 3.03 0.364710
hsa-miR-188-3p 1.25 0.423571 1.33 0.365219
hsa-miR-146a-3p —1.31 0.423670 1.17 0.366429
hsa-miR-520e-3p 1.13 0.424289 1.27 0.367629
hsa-miR-602 —1.21 0.424538 1.22 0.367728
hsa-miR-517c-3p —1.19 0.424710 2.60 0.368802
hsa-miR-10a-5p 1.07 0.428124 1.84 0.369759
hsa-miR-1237-3p 1.26 0.431147 1.75 0.370139
hsa-let-7b-3p —1.08 0.437720 2.26 0.373098
hsa-miR-1205 1.22 0.439843 —1.62 0.373113
hsa-miR-182-3p 1.58 0.442210 3.87 0.374533
hsa-miR-301a-3p —1.09 0.447334 1.18 0.376573
hsa-miR-365b-5p 1.37 0.451495 1.12 0.376593
hsa-miR-500a-5p —1.08 0.452134 1.24 0.380641
hsa-miR-320c —1.07 0.457863 1.12 0.381329
hsa-miR-551b-3p 1.22 0.458054 1.31 0.383080
hsa-miR-1227-3p 1.10 0.458578 1.12 0.386204
hsa-miR-596 —1.05 0.459222 —1.32 0.386830
hsa-miR-492 1.15 0.459515 1.39 0.389984
hsa-miR-328-3p 1.12 0.459593 1.23 0.395199
hsa-miR-889-3p 1.29 0.460533 —1.08 0.396292
hsa-miR-185-5p —1.09 0.460919 —1.10 0.402701
hsa-miR-615-5p 1.50 0.463707 1.19 0.403136
hsa-miR-874-3p 1.40 0.464103 1.42 0.404968
hsa-miR-26a-1-3p 1.06 0.466145 1.82 0.405043
hsa-miR-25-3p —1.10 0.467614 1.36 0.406443
hsa-miR-1911-5p 1.21 0.468341 1.28 0.406511
hsa-miR-511-5p 1.38 0.468726 1.38 0.406832
hsa-miR-26a-5p —1.07 0.469783 1.36 0.408929
hsa-miR-29a-5p -1.15 0.472712 1.39 0.409151
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. GR group BR group
MiRNS Fold change p value Fold change p value
hsa-miR-125a-5p —1.08 0.475652 1.39 0.409196
hsa-miR-202-5p 2.12 0.476287 1.51 0.412138
hsa-miR-520f-3p —1.19 0.477724 —-1.25 0.414746
hsa-miR-1243 —1.06 0.483169 —1.19 0.416237
hsa-miR-769-3p —1.18 0.489339 1.14 0.416602
hsa-miR-335-3p —1.30 0.489573 1.13 0.418479
hsa-miR-373-3p —1.11 0.491171 1.18 0.418859
hsa-miR-510-5p 1.08 0.491409 1.35 0.419955
hsa-miR-221-5p 1.38 0.492649 —1.21 0.426971
hsa-miR-517a-3p 1.47 0.502251 1.27 0.427860
hsa-miR-15a-5p —1.09 0.502726 1.28 0.428463
hsa-miR-491-3p —1.18 0.506451 1.15 0.429946
hsa-miR-330-3p —1.13 0.507324 1.89 0.432257
hsa-miR-338-5p —1.13 0.508679 1.18 0.432285
hsa-miR-148b-5p —1.16 0.509337 1.12 0.433534
hsa-miR-490-5p 1.26 0.510190 1.55 0.436824
hsa-miR-210-3p —1.16 0.510355 1.34 0.437407
hsa-miR-526b-3p —1.07 0.511102 —1.16 0.438390
hsa-miR-1178-3p 1.16 0.513617 —1.30 0.441649
hsa-miR-17-3p —1.10 0.519569 —1.21 0.442528
hsa-miR-96-5p —1.13 0.524567 1.39 0.445487
hsa-miR-483-5p 1.03 0.524902 —1.26 0.445728
hsa-miR-490-3p 1.29 0.529763 1.37 0.449021
hsa-miR-671-3p 1.18 0.531441 1.24 0.449125
hsa-miR-23b-3p —1.07 0.532715 1.06 0.451183
hsa-miR-1200 1.08 0.533073 —1.01 0.452272
hsa-miR-29a-3p 1.04 0.533662 1.25 0.454282
hsa-miR-628-5p —1.24 0.534515 1.05 0.455992
hsa-miR-153-3p —1.34 0.540914 2.13 0.458228
hsa-miR-223-5p —1.11 0.544626 1.35 0.460244
hsa-miR-628-3p 1.04 0.546057 1.21 0.463101
hsa-miR-935 1.06 0.546404 1.63 0.463828
hsa-miR-30e-5p —1.11 0.547736 1.50 0.464724
hsa-miR-373-5p -1.17 0.548375 1.40 0.466106
hsa-miR-520h —1.14 0.549474 1.28 0.467544
hsa-miR-214-5p 1.18 0.556605 —1.21 0.469188
hsa-miR-508-3p 1.17 0.559842 1.20 0.469202
hsa-miR-323a-5p 1.05 0.563026 1.48 0.469682
hsa-miR-615-3p 2.09 0.568928 —1.10 0.472442
hsa-miR-572 1.11 0.571080 1.15 0.473848
hsa-miR-1914-5p —1.14 0.571288 1.60 0.475640
hsa-miR-124-5p —1.06 0.571429 -1.17 0.475784
hsa-miR-1272 —1.06 0.572846 —1.31 0.477120
hsa-miR-323a-3p 1.08 0.575759 —1.09 0.480333
hsa-miR-548b-3p 1.34 0.575976 1.14 0.480566
hsa-miR-571 1.11 0.583272 1.33 0.480655
hsa-miR-21-5p 1.29 0.583962 1.24 0.483546
hsa-miR-106b-3p —1.04 0.585574 —1.11 0.483857
hsa-miR-10a-3p 1.01 0.585989 —1.58 0.485083
hsa-miR-18a-3p 1.09 0.591963 —1.12 0.486649
hsa-miR-576-3p —1.34 0.593311 —1.55 0.489058
hsa-miR-155-5p 1.39 0.599144 1.68 0.491837
hsa-miR-770-5p —1.13 0.603979 —1.42 0.493379
hsa-miR-937-3p 1.12 0.604235 —1.31 0.493830
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hsa-miR-20b-5p —1.11 0.604922 1.52 0.494879
hsa-miR-675-5p —1.13 0.605664 1.10 0.496304
hsa-miR-649 1.05 0.606704 1.10 0.496995
hsa-miR-190b —1.24 0.606998 —1.16 0.500278
hsa-miR-33b-5p 1.04 0.609121 1.04 0.502453
hsa-miR-585-3p 1.18 0.620036 1.11 0.502502
hsa-miR-627-5p —1.13 0.621719 1.20 0.514952
hsa-miR-659-3p 1.09 0.622119 1.54 0.515182
hsa-miR-1245a —1.28 0.622291 1.03 0.519671
hsa-miR-182-5p 1.01 0.622720 —1.14 0.520268
hsa-miR-652-3p 1.04 0.627185 1.11 0.522552
hsa-miR-181d-5p —1.05 0.628748 1.06 0.525653
hsa-let-7i-5p 1.22 0.628782 1.25 0.530443
hsa-let-7i-3p 1.47 0.629116 1.17 0.531787
hsa-miR-629-5p 1.05 0.629767 —1.07 0.540363
hsa-miR-128-3p —1.05 0.631775 1.05 0.542101
hsa-miR-135a-3p —1.07 0.636541 1.07 0.555151
hsa-miR-27a-5p 1.69 0.639959 1.30 0.556239
hsa-miR-150-5p 1.43 0.640216 —1.06 0.557205
hsa-miR-342-5p 1.33 0.640796 1.58 0.558464
hsa-miR-616-5p 1.23 0.641849 1.43 0.558615
hsa-miR-187-5p —1.03 0.642323 1.07 0.561725
hsa-miR-142-3p —1.02 0.645105 1.12 0.564157
hsa-miR-27a-3p —1.06 0.645938 1.12 0.564304
hsa-miR-28-3p —1.08 0.646881 —1.01 0.570636
hsa-miR-450b-5p 1.11 0.648633 -1.17 0.571054
hsa-miR-501-5p 1.12 0.650045 1.60 0.578939
hsa-miR-450b-3p —1.05 0.652389 —1.05 0.581669
hsa-miR-1269a 1.04 0.652779 1.05 0.582296
hsa-miR-532-3p —1.07 0.654104 —1.16 0.587145
hsa-miR-885-5p 1.19 0.655932 1.10 0.587818
hsa-miR-19b-2-5p —1.03 0.659140 1.20 0.592136
hsa-miR-449b-3p 1.07 0.660467 1.34 0.594463
hsa-miR-362-3p —1.08 0.660769 —1.10 0.596100
hsa-miR-2110 1.09 0.661336 1.77 0.602058
hsa-miR-198 —1.02 0.662059 —1.26 0.610900
hsa-miR-28-5p —1.05 0.664155 1.11 0.615278
hsa-miR-892a —1.02 0.665888 —1.05 0.616722
hsa-miR-375-3p 2.06 0.665902 1.13 0.616732
hsa-let-7f-2-3p —1.09 0.666631 —1.11 0.617403
hsa-miR-195-5p —1.09 0.667728 —1.04 0.629336
hsa-miR-516b-5p 1.06 0.671254 -1.17 0.631204
hsa-miR-331-5p —1.06 0.671641 —1.26 0.632766
hsa-miR-219a-5p —1.07 0.679844 1.05 0.634127
hsa-miR-146b-5p 1.37 0.688374 1.09 0.634659
hsa-miR-524-3p —1.04 0.688555 —1.08 0.639817
hsa-miR-744-5p 1.05 0.688761 —1.40 0.639900
hsa-miR-101-3p —1.14 0.689738 1.01 0.640711
hsa-miR-335-5p -1.27 0.693481 —1.55 0.640806
hsa-miR-193a-5p 1.06 0.694743 1.08 0.642998
hsa-miR-875-5p —1.06 0.695704 1.03 0.643749
hsa-miR-1909-3p —1.04 0.699004 —1.00 0.648302
hsa-miR-362-5p —1.03 0.705264 —1.43 0.648332
hsa-miR-29¢-3p —1.04 0.705691 1.08 0.653862
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hsa-miR-519¢-3p —1.11 0.708644 1.31 0.654789
hsa-miR-181b-5p —1.02 0.713704 1.07 0.658153
hsa-miR-641 1.32 0.714565 1.11 0.658199
hsa-miR-5481 1.12 0.720878 —1.09 0.659153
hsa-miR-1539 1.04 0.722273 1.15 0.661756
hsa-miR-455-3p —1.03 0.723650 1.37 0.664085
hsa-miR-708-5p 1.75 0.726292 —1.79 0.666318
hsa-miR-518c-3p —1.03 0.728404 -1.27 0.670338
hsa-miR-99b-5p —1.05 0.728854 1.04 0.670757
hsa-miR-887-3p 1.05 0.729189 1.03 0.672680
hsa-miR-936 1.10 0.729632 1.10 0.674962
hsa-miR-934 —1.05 0.729644 —2.43 0.685215
hsa-miR-668-3p —1.09 0.729845 1.03 0.686119
hsa-miR-582-3p —1.18 0.730152 1.07 0.692275
hsa-miR-516a-5p 1.04 0.733758 1.07 0.695091
hsa-miR-621 1.21 0.733864 —1.06 0.698665
hsa-miR-609 —1.04 0.736258 1.18 0.699824
hsa-miR-101-5p —1.09 0.737502 1.01 0.702613
hsa-miR-135b-3p 1.80 0.738174 —1.05 0.704046
hsa-miR-363-3p —1.06 0.738485 1.22 0.704841
hsa-miR-651-5p —1.20 0.739155 1.01 0.706762
hsa-miR-202-3p —1.04 0.740749 —1.19 0.707259
hsa-miR-30b-3p 1.04 0.741120 1.18 0.716257
hsa-miR-185-3p 1.32 0.742384 1.15 0.720424
hsa-miR-140-5p —1.06 0.744370 1.05 0.723692
hsa-miR-520c-3p 1.04 0.746786 1.10 0.727629
hsa-miR-625-3p —1.05 0.752367 —1.02 0.727945
hsa-miR-548a-5p —1.04 0.753862 —1.35 0.729579
hsa-miR-32-3p 1.01 0.755118 —1.01 0.733003
hsa-miR-324-3p 1.04 0.758354 1.05 0.738387
hsa-miR-24-1-5p —1.06 0.764561 1.31 0.738390
hsa-let-7g-3p 1.06 0.770378 1.20 0.739330
hsa-miR-524-5p 1.04 0.771436 1.13 0.741270
hsa-miR-765 1.05 0.775273 1.30 0.741438
SNORD38B (hsa) 1.05 0.776131 1.47 0.742740
hsa-miR-24-3p —1.03 0.776668 1.04 0.749043
hsa-miR-518c-5p —1.01 0.778935 1.07 0.752677
hsa-miR-195-3p —1.07 0.779069 1.05 0.754293
hsa-miR-320b 1.04 0.780123 1.04 0.758281
hsa-miR-191-3p -1.15 0.783185 1.04 0.760946
hsa-miR-1238-3p —1.07 0.784610 1.08 0.780781
hsa-miR-526b-5p —1.05 0.785323 —1.09 0.784094
hsa-miR-513b-5p —1.04 0.792766 1.11 0.788176
hsa-miR-631 —1.12 0.795489 —1.09 0.792817
hsa-miR-488-5p 1.03 0.796065 -1.15 0.793104
hsa-miR-218-1-3p —1.26 0.796882 1.17 0.793574
hsa-miR-425-3p 1.01 0.802167 1.84 0.799169
hsa-miR-20b-3p 1.27 0.803293 —1.01 0.799599
hsa-miR-27b-3p —1.05 0.804940 1.17 0.803260
hsa-miR-513c-5p 1.03 0.807762 —1.33 0.810523
hsa-miR-507 —1.02 0.810295 —1.00 0.816547
hsa-let-7¢c-5p 1.00 0.815440 1.06 0.816837
hsa-miR-629-3p —1.04 0.819495 1.51 0.817886
hsa-miR-324-5p —1.01 0.821039 1.35 0.818176
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hsa-miR-374b-3p —1.05 0.829988 1.03 0.821722
hsa-miR-27b-5p —1.02 0.833154 —1.05 0.827043
hsa-miR-31-5p 9.47 0.833208 —1.06 0.829340
hsa-miR-369-3p 1.09 0.834463 1.02 0.831828
hsa-miR-888-5p —1.01 0.835456 —1.03 0.832777
hsa-miR-550a-5p 1.20 0.835526 1.24 0.834581
hsa-miR-520a-5p —1.02 0.837131 —1.12 0.836899
hsa-miR-548a-3p 1.03 0.838626 —1.11 0.837906
hsa-miR-891a-5p —1.03 0.839367 —1.08 0.838250
hsa-miR-125a-3p 1.09 0.839994 —1.01 0.840412
hsa-miR-941 1.05 0.841229 1.10 0.842156
hsa-miR-632 —1.04 0.844515 -1.15 0.844235
hsa-miR-646 1.03 0.845643 —1.04 0.845681
hsa-miR-598-3p —1.10 0.848480 1.02 0.851658
hsa-miR-545-3p 1.01 0.850030 1.06 0.860319
hsa-miR-338-3p —1.08 0.850945 —1.00 0.860673
hsa-miR-380-5p 1.02 0.856338 1.02 0.860870
hsa-miR-365a-3p 1.04 0.862582 —1.07 0.863144
hsa-miR-636 1.01 0.869760 1.01 0.867585
hsa-miR-16-1-3p —1.02 0.872787 —1.09 0.875163
hsa-miR-890 —1.04 0.875474 —1.53 0.877216
hsa-miR-767-5p —1.05 0.875894 —1.09 0.878077
hsa-miR-197-3p —1.01 0.882727 1.10 0.882934
hsa-miR-502-3p 1.02 0.884450 1.10 0.884764
hsa-miR-574-3p 1.01 0.888463 —1.02 0.910288
hsa-miR-142-5p 1.30 0.889447 1.02 0.910619
hsa-miR-551b-5p 1.06 0.891922 1.10 0.915339
hsa-miR-148b-3p —1.03 0.892464 1.08 0.919231
hsa-miR-519e-5p —1.03 0.900086 —1.16 0.919267
hsa-miR-1537-3p 1.25 0.901938 1.01 0.927891
hsa-miR-626 —1.00 0.905564 1.03 0.927921
hsa-miR-582-5p 1.07 0.908696 1.11 0.928251
hsa-miR-1179 —1.21 0.913781 —1.06 0.928705
hsa-miR-140-3p 1.01 0.915235 1.01 0.931341
hsa-miR-634 —1.04 0.917552 —1.02 0.932121
hsa-miR-455-5p —1.04 0.919402 1.18 0.933190
hsa-miR-31-3p 8.82 0.929271 —1.11 0.939987
hsa-miR-16-2-3p 1.00 0.932880 1.14 0.942177
hsa-miR-25-5p 1.02 0.938977 1.25 0.942517
hsa-miR-767-3p 1.03 0.939731 —1.23 0.942839
hsa-miR-645 —1.00 0.941333 —1.54 0.945735
hsa-miR-216b-5p 1.24 0.946140 1.18 0.946932
hsa-miR-1270 —1.13 0.946965 —1.10 0.948963
hsa-miR-525-5p —1.04 0.952528 1.02 0.952877
hsa-miR-508-5p —1.01 0.954212 1.00 0.954966
hsa-miR-146b-3p 1.41 0.959618 —1.05 0.958546
hsa-miR-218-5p —1.06 0.959786 —1.07 0.961454
hsa-miR-1253 1.01 0.963512 1.17 0.963838
hsa-miR-708-3p 1.21 0.966526 1.00 0.965959
hsa-miR-1538 1.04 0.971545 —1.02 0.966907
hsa-miR-549a-3p —1.02 0.971576 —1.01 0.967273
hsa-miR-99b-3p —1.00 0.974653 1.00 0.969101
hsa-miR-660-5p —1.01 0.985794 —1.06 0.978276
hsa-miR-497-5p —1.03 0.986859 —1.01 0.982992
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hsa-miR-181c-3p —1.04 0.989256 1.14 0.988229
hsa-let-7d-3p —1.01 0.991244 1.15 0.991796
hsa-miR-181a-5p 1.03 0.995215 —1.05 0.993681
hsa-miR-223-3p 1.19 0.995775 1.13 0.997961
hsa-miR-23b-5p 1.07 0.996984 1.29 0.999012
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Annex 13
PSCUH algorithm P-NMS-40/Alg

P-NMS-40/Alg
NovéroSanas taktika pacientiem ar taisnas zarnas

adenokarcinomas pilnu klinisku remisiju péc neoadjuvantas

A STR,
-.-u\'\- ||-'J,_i_

s, terapijas
Izstradaja: Saskanoja: VB[‘Sijﬂ 01
Kirurgi L. Kokaine, galvena arsta p.i. ].Vilmanis,
A.G'ardo'.e'skiﬁ_, M Pavars, Kirurgijas lflTn ikas vaclth.ﬁjs APSTIPRINATS ar
Onkologi E.Stvina, J.Gardovskis, Onkologijas
J.Nikolajeva, Radiologs klinikas vaditaja A.Gerina, 07 -0_1 2025
M.Radzina, Pacientu Diagnostiskis radiologijas rikojumu Nr.
drogibas sistémas vaditaja institiita vadrtajs K. Kupés 1-6/1
A.Jaunzeme

Meérkis

Noteikt VSIA “Paula Stradina kliniskd universitates slimnica” vienotu taktiku, kas ievérojama
gadijuma, ja pacientam péc neoadjuvantas terapijas tick konstatéta gandiiz pilna vai pilna audzgja
kliniska remisija

Procesa turétajs
Onkologijas klinikas vaditajs, Kirurgijas klinikas vaditajs

Iesaistitas struktiirvienibas
Kirurgijas klinika, Onkologijas klinika, Diagnostiskas radiologijas institlits

SaistoSie dokumenti
V-Onko-20 “Pacienta informéta pickrisana W&W™
V-Onko-21 “Pacienta piekrisana savu datu anonimai ievadei IWWD”

Pielikumi:
1. pielikums - “Watch and Wait” jeb novéro$anas taktika pacientiem ar taisnds zarnas véza pilnu
klinisku remisiju p&c neoadjuvantas terapijas.

Definicijas un saisinfijumi

CA 19-9 — cancer antigen 19-9 (latv. — audzgja antigéns 19-9)

¢CR - complete clinical response (latv. — pilna kliniska remisija)

CD — cukura diabé&ts

CEA - carcinoembryonic antigen (latv. — karcinoembrionalais antigéns)

CT — computed tomography (latv. — datortomogrifija)

DRI — digitali rektala izmekl&3ana

ERUS — endorectal ultrasound (latv. — endorektala ultrasonografija)

ESMO — European Society for Medical Oncology (latv. — Eiropas Onkologu asociacija)
FKS - fibrokolonoskopija

IWWD - International Watch and Wait Database (latv. — starptautiska taisnas zarnas v&Za pacientu
novéroianas taktikas datubaze)

MRI — magnetic resonance imaging (latv. — magn@tiska rezonanse)

mr-TRG — magnetic resonance tumour regression grade (latv. — audz&ja regresijas pakape
magnétiskds rezonanses izmeklguma)

NAT - neoadjuvanta terapija (staru un kimijterapija vai tikai staru terapija)

TRG — tumour regression grade (latv. — audzgja regresijas pakape)

W&W — “Watch and Wait™ (latv. — novErosanas taktika)

P-NMS5-40/Alg Noverosanas taktika pacientiem ar taisnds zarnas adenokarcinomas pilnu Lop. 1 no 8
versija 01 klinisku remisiju péc neoadjuvantas terapijas PP-
WVSIA "Paula Stradina kliniska universitites slimnica” Tpasums. Taldka izplatifana atlauta tikai saskanojot ar Slimnicas vadibu.
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Annex 13 continued

I. Pacienta primiris un pécterapijas izvérté$anas vadifana taisniis zarnas adenokarcinomas
gadijuma

Aizdomas par taisnas zarnas
adenokarcinomu

kA

Biopsija + MRI mazajam iegurnim + CT védera dobumam un k/k +
CEA, CA19-9

v

Onkokonsilijs

v

11, Il stadija

v

NAT
I

Péedgja vizité (pabeidzot NAT) pie onkologa kimijterapeital radiologa
terapeita
* veic pierakstu uz MRl mazajam iegumim (ne atrak ka 10 nedélas péc staru
terapijas pabeigSanas) + nositijums,
o veic pierakstu CT védera dobumam un kra$kurvim, ja nepieciedams (neveic
gadijumos, ja sakotngji T1-2, NO)
e veic pierakstu pie kirurga ( vizite planojama péc radiologisko izmeklgjumu

veikSanas)
| | Kirurdjjas kinikas |
Kliniska izvértésana ( kirurgs) : onkologisko slimibu N :
« DRI I koordinators |
« Proktoskopija |
o CEA,CA19-9 e -
* MRl mazajam iegurnim apraksts*
e +/- CT védera dobumam un krdkurvim

* Radiologiskajos slédzienos audzgja athildes reakcijas aprakstiSanai tiek pielietota mrTRG
klasifikicija (mrTRG1-mrTRGS5)

TRG1 | Pilna radiologiska atbildes reakcija | nav noradfjumu par arst&to tumoru

TRGZ | Laba atbildes reakcija bliva fibroze (>75%); nav redzams
reziduals tumors

TRG3 | Vidgja atbildes reakcija =50% fibrozes vai mucina un redzama
vidgja T2 signila intensitate

TRG4 | Vaja atbildes reakcija nelieli fibrozes vai mucina apvidi, bet
prevalg tumorozi audi

TRG5 | Nav atbildes reakcijas vid&ja T2 signila intensitate; atrade atbilst
sakotngjam tumorozam procesam

P-NMS-40/Alg Novérosanas taktika pacientiem ar taisnds zarnas adenokarcinomas pilnu Lop. 2 no 8
versija 01 klisku remisiju péc neoadjuvantas terapijas Pp-
VEIA "Paula Stradina kliniski universitates slimnica”™ TpaSums. Taldka izplatiSana atlauta tikai saskanojot ar Slimnicas vadibu.
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Pilna kliniska remisija

Annex 13 continued

Definicija

Par pilnu klinisku remisiju p&c NAT ir uzskatdma atrade, ja audzgjs
nav nosakdms endoskopiski un kliniskds izmeklg8anas laika,
vismaz 4 nedglas péc NAT pabeiganas

ESMO (2017.g.) kriteriji
pilnai kliniskai remisijai

Minimalie kritériji:

v DRI laikd nav konstaté§jams veidojums vai zarnas sieninas
neregularitite

v endoskopiskas izmekl&8anas laikd nav vizualizéjams veidojums,
bet var bt plakana réta, teleangicktazijas vai glotadas balaks
apvidus

Papildus kritériji:

v" nav noradijumu par rezidudlu audz&ju ta primaraja lokalizacija
un regionalajos limfmezglos MRI vai ERUS

v" biopsijd no rétas — nav malignitites

v CEA ir normas robezis (5 ng/mL), ja pirms NAT tas bijis
paaugstinats

Slimnicas noteiktie
kritériji pilnas kliniskas
remisijas apstiprindSanai

1. DRI laikd nav konstatgjams veidojums vai zarnas sieninas
neregularitate

2. endoskopiskas izmeklg3anas laika nav vizualizgjams veidojums,
bet var biit plakana réta, teleangiektazijas vai glotidas balaks
apvidus

3. nav noradijumu par rezidudlu audz&ju ta primaraja lokalizacija
un regionalajos limfmezglos MRI

4. CEA un CA 19-9 ir normas robezas, ja pirms NAT markieri
bijusi paaugstinati (CEA norma 0-5 ng/mL; CA 19-9 norma (0-
37 U/ml)

Gandriz pilna kliniska remisija

Par gandriz pilnu klinisku remisiju ir uzskatama atrade, ja DRI un
endoskopiskas izmekl&3anas laika konstaté indurdciju vai éilu, kas ir

versija 01

Definicija mazaka par 1 ¢cm, un MRI nav noradijumu par izplatibu regionalajos
limfmezglos, un atrade atbilst mr-TRG1 vai mr-TRG2
P-NMS-40/Alg Noverofanas taktika pacientiem ar taisnis zarnas adenokarcinomas pilnu

Lpp.3no8

kltnisku remisiju péc neoadjuvantas terapijas

WEIA "Paula Stradina kliniski universitites slimniea” TpaSums. Tildka izplati3ana atlauta tikai saskanojot ar Slimnicas vadibu.
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Annex 13 continued

II. Taktika gadijuma, ja tiek konstateta taisnfis zarnas adenokarcinomas pilna kliniska
remisija vai gandriz pilna kliniska remisija péc NAT

Kliniska izvértésana (kirurgs)

h 4 v ¥

Pilna kliniska remisija (cCR) Nepilna atbildes Nav atbildes
Balstoties uz DRI, proktoskopiju,

Gandriz pilna kliniska
remisija

Onkokonsilijs

¥
Rekomende atkartotu klinisku
izvértéSanu péc 6 nedélam,

tad lemt par talako arstésanu

| Onkokonsilijs* \

Kirurgiska

Waw

Y

*Pacienta gadijums izskatams onkokonsilija ne vElik ka 12 nedglas p&c NAT pabeigsanas.
**Par kirurgiskas arsté$anas terminu visos gadijumos (neatkarigi no audzgja atbildes reakcijas uz
NAT) tick lemts onkokonsilija ietvaros.

P-NMS-40/Alg NovéroZanas taktika pacientiem ar taisnas zarnas adenokarcinomas pilnu
versija 01 kltnisku remisiju pgc neoadjuvantas terapijas
VEIA "Paula Stradina kliniski universitates slimnica” TpaSums. Talika izplatiSana at]auta tikal saskanojot ar Shimnicas vadibu.
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Annex 13 continued

IIT. Taktika riska grupas pacientiem (ar pacientu vai audzgju saistiti riski) gadijuma, ja
tiek konstatta taisnfs zarnas adenokarcinomas pilna kliniska remisija pec NAT

Waw

¥

Apsverama pacientiem, kam ir:

» ar operaciju saisflti riska
faktori

« iespéjams vislielakais
potencialais ieguvums no
WEW

Pilna kli i R
Kirurgiska
arstédana
Apsverama pacientiem, kam ir;
« ar audzéja recidivéianu
+ ar audzéja metastazéanos saistii riska
l_ faktori —l
Ar pacientu saisfiti galvenie Ar audzéju saisifti galvenie

riska faktori:

« iekaisigas zarnu
saslimianas

« gados jauni pacienti (<65)

e parmantofiba

Ar pacientu saistiti papildus
riska faktori:

« CD

« nikofinisms

riska faktori:
« T3, T4 stadija pirms NAT
« iniciali N+

Ar audzeju saistili papildus

riska faktori:

« inicials audzgja attalums
no analas atveres (augstak
lokalizetiem audzéjiem
mazaka cCR iespéjamiba
un gritaka kiiniska
kontrole)

« audzéja izmérs >3 cm

« audzéja tilpums

« audzajs aptver zamas
lomenu > 60%

Y

eicama pacientiem, kam nav
iespéjams korekti ievérot WaW
socidlu vai citu apsverumu dél

IV. Novérosanas taktikas principi gadijuma, ja tiek konstatéta taisnis zarnas
adenokarcinomas pilna kliniska remisija péc NAT

#» Kopgjais noverosanas laiks: 5 gadi

» Intensivas novErosanas laiks: 2 gadi

# Intensivas novero$anas perioda kontroles vizidu biezums: ik 3 ménedus

Laika Izmekl&jums Laiks Laika Izmekléjums Laiks
periods periods
1,2.gads | DRI Ik 3 ménesi 3.-5.gads | DRI Ik & ménesi
Proktoskopija Ik 3 ménesi Proktoskopija Ik & ménesi
CEA, CA 19-9 Ik 3 ménedi CEA, CA19-9 Ik 6 ménedi
MRI mazajam Ik 3 menesi MRI mazajam Ik 12 ménesi (1x/gada)
jegurnim (4x/gada) iegurnim
CT védera Ik 6 ménesi CT védera Ik 12 ménesi (1x/gada)
dobumam un (2x/gada) dobumam un
krlskurvim krliskurvim
FKS Ik 12 ménesi FKS Ik 12 ménesi (1x/gada)
Vizite pie onkologa — 2x/gada Vizite pie onkologa — 1x/gada
Vizite pie kirurga — 4x/gada Vizite pie kirurga - 2x/gada

P-NMS-40/Alg
versija 01

NovéroZanas taktika pacientiem ar taisnas zarnas adenokarcinomas pilnu

klinisku remisiju péc neoadjuvantas terapijas

Lpp.5no8

VELA "Paula Stradina kliniskd universitates slimnTea™ Ipasums. Taldka izplatiSana atlauta tikai saskanojot ar Shimnicas vadibu.
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Annex 13 continued

V. Vizites un to laika veicamie noziméjumi novéro$anas taktikas protokola ietvaros

0. vizite Vizite pie kirurga péc neoadjuvantds terapijas, kuras laikd, ja tiek
konstatéta audzgja pilna klniska remisija, pacientam tiek sniegta
informacija par noverofanas taktiku, turpmakajiem izmeklgumiem un
vizitém, tick iedoti nepiecieS8amie dokumenti. Tiek iedots nositTjums MRI
veikSanai mazajam iegurnim, nozim&jums onkomarkieru veikSanai. P&c
vizites pacienta gadijums tiek izskafits onkokonsilija, un novEroSanas
taktikas izvEle tieck dokument&ta onkokonsilija slédziend.

1. un 2.gads

L.vizite —
péc 3
ménesiem

izverté lokilo stavokli — veic taisnds zarnas digitilu
izmekl&sanu, proktoskopiju;

izverté MRI mazajam iegurnim atbildi;

izverté onkomarkieru raditajus;

iedod nosiitfjumu, lai veiktu CT v&dera dobumam un
kruskurvim;

iedod nosatfjumu, lai veiktu MRI mazajam iegurnim;
iedod nositfjumu onkomarkieru noteikSanai;
pacientam izskaidro nikamas vizites planu.

Kirurgs

AR RSN UEN

2.vizite — izverté lokilo stivokli — veic taisnds zarnas digitilu
péc 6 ménesiem izmekl&Sanu, proktoskopiju;
izverte MRI mazajam iegurnim atbildi;
izverté CT veédera dobumam un kriaSkurvim atbildi;
izverté onkomarkieru raditajus;
iedod nosiitfjumu, lai veiktu MRI mazajam iegurnim;
iedod nosiitfjumu onkomarkieru noteikSanai;
pacientam izskaidro nakamas vizites planu.
izvérté MRI mazajam iegurnim atbildi;
izverté CT veédera dobumam un kriaSkurvim atbildi;
izverté onkomarkieru raditajus;
sniedz informaciju par nikamo viziti

Kirurgs

Onkologs

NN N R T N N N

3.vizite — izverté lokilo stavokli — veic taisnds zarnas digitdlu
péc 9 ménesiem izmeklg3anu, proktoskopiju;
izverte MRI atbildi mazajam iegurnim;
izveérté onkomarkieru raditajus;
iedod nosatijumu, lai veiktu CT v&dera dobumam un
Kirurgs kriigkurvim;
iedod nosiitfjumu, lai veiktu MRI mazajam iegurnim;
iedod nosiitljumu onkomarkieru noteikSanai;
iedod nosttTjumu FKS veiksanai;
pacientam izskaidro nakamas vizites planu.

AN

A N

4.vizite — izverté lokilo stavokli — veic taisnds zarnas digitilu
péc 12 ménesiem izmeklgSanu, proktoskopiju;
izverte MRI mazajam iegurnim atbildi;
izverté CT védera dobumam un kriikurvim atbildi;
izverté FKS atbildi;
izverté onkomarkieru raditajus;
iedod nosatijumu, lai veiktu CT v&dera dobumam un
kriiskurvim (tikai 1.gada);

Kirurgs

AN N NI

P-NMS5-10/Alg NovEroianas taktika pacientiem ar taisnis zarnas adenokarcinomas pilnu

versija 01 klinisku remisiju p&c neoadjuvantas terapijas Lpp.6no 8
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Annex 13 continued

Kirurgs v iedod nosiitijumu, lai veiktu MRI mazajam iegurnim
(tikai 1.gada);

v iedod nosiitljumu onkomarkieru noteik3anai;

v pacientam izskaidro nakamas vizites planu.

v izverte MRI mazajam iegurnim atbildi;
v izverte CT veédera dobumam un kriiskurvim atbildi;
Onkologs | v izverte FKS atbildi;
v izverté onkomarkieru raditajus;
v sniedz informaciju par nakamo viziti.
5.,6.,7.un 8.
vizite otraja
novérosanas
gada notick pgc
1.-4.vizites plana
3.-5.gads
9.vizite — Kirurgs v izverte lokilo stavokli — veic taisnds zarnas digitalu
péc 6 ménesiem izmekl&sanu, proktoskopiju;
v 1zverté onkomarkieru raditajus;
v iedod nosiitljumu, lai veiktu CT védera dobumam un
kruskurvim;
v iedod nosiitljumu, lai veiktu MRI mazajam iegurnim;
v iedod nosiitljumu onkomarkieru noteik8anai;
v iedod nostitljumu, lai veiktu FKS;
v pacientam izskaidro nakamas vizites planu.
10.vizite — Kirurgs v izverte lokalo stavokli — veic taisnas zarnas digitalu

péc 12 ménesiem izmekl&sanu, proktoskopiju;

v izverte MRI mazajam iegurnim atbildi;
v izverte CT veédera dobumam un kriigkurvim atbildi;
v izverte FKS atbildi;
v izverté onkomarkieru raditajus;
v iedod nosiitljumu onkomarkieru noteikSanai;
v pacientam izskaidro nakamas vizites planu.
Onkologs | v izvérte MRI mazajam iegurnim atbildi;
v izverte CT veédera dobumam un krigkurvim atbildi;
¥ 1zverte FKS atbildi;
¥ izverté onkomarkieru raditajus;
¥" pacientam izskaidro nakamas vizites planu.
11.,12.,13. un
14. vizite
ceturtaja un
piektaja
novéro$anas
gada notiek péc
9.un 10. vizites
plana
P-NMS-40/Alg NovEro3anas taktika pacientiem ar taisnis zarnas adenokarcinomas pilnu L
versija 01 klinisku remisiju péc neoadjuvantas terapijas pp- 7no8
WSIA "Paula Stradina kliniska universitites slimnica” IpaSums. Taldka izplatiiana atlauta tikai saskanojot ar SlimnTeas vadibu.
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VL. Atbildibas sadalijums starp speciilistiem attieciba uz nosiitijjumu sagatavoSanu
pacientam novéro$anas taktikas ietvaros

Nosuifjjumus  visiem nepieciefamajiem izmeklgjumiem (onkomarkieri, MRI mazajam

iegurnim, CT védera dobumam un plauiam, FKS) sagatavo un pacientam izsniedz kirurgs.

NosiitTjumos obligati noradama informacija:

2.1. primara diagnoze un cTNM stadija;

2.2. sanemta arst€Sana un arstéSanas periods;

2.3. norade par pilnu klnisku remisiju un tas noteik3anas datums;

2.4, atzime par to, ka tiek veikta «noveroSanas taktika», nosiffjuma iletverot apzimé&umu
«WE&Ws».

Ikviend no vizit€m, ja pastav kliniski noradijumi par lokalu vai sistémisku recidivu:

3.1. nove@ro8anas taktika tiek partraukta, pacients par to tick informéts;

3.2. tiek panemta biopsija no taisnas zarnas iepriek$gjas tumora loZas vai aizdomigajiem
audiem;

3.3. pacients tiek nosiitits uz radiologiskajiem izmekl&umiem (iznemot tos, kuri ir jau veikti
pedéja meénesa laikd) — MRI mazajam iegurnim, CT v&dera dobumam un krigkurvim —
vai uz citiem izmeklgjumiem péc indikacijam;

3.4. pacienta gadijums tick apspriests onkokonsilija, lai lemtu par talako arst&8anas taktiku.

Informicijas dokument&3ana:

4.1. pacientam tiek iedota informétas piekrisanas forma (V-Onko-20), kurd izskaidrots par
noveérofanas taktikas bitibu. Piekrisanas forma tick parakstita divos eksemplaros — viens
eksemplars pacientam, otrs arstam;

4.2. pacientam tick sniegta rakstiska informacija, kur@ atspogulots veicamo izmeklgjumu un
kontroles vizisu plans (1. pielikums);

4.3. informacija par pacienta slimibas gaitu un turpmako novéro3anas planu anonima veida
tiek ievadita starptautiska datubazg — IWWD (International Watch and Wait Database),
https://cast-cancer.ew/. Ja pacients piekrit savu datu anonimai ievadei IWWD, tad
paraksta atsevisku pickrisanas formu (V-Onko-21). PickriSanas forma tick parakstita
divos eksemplaros — viens eksemplars pacientam, otrs arstam;

4.4, katras vizites izvértéSanas rezultats tiek fikséts pacienta elektroniskaja ambulatoraja
kartina “Arsta Biroja”, noradot, kura izvérteéSanas vizte ta ir, atbilsto3i protokolam;

4.5. pacienta gimenes arstam jabuit informetam, kadg| pacients netiek operé&ts (tas jaatspogulo
onkokonsilija slédziend).

P-NMS5-40/Alg Noveroianas taktika pacientiem ar taisnis zarnas adenokarcinomas pilnu Lop. 8 no 8
versija 01 klinisku remisiju péc neoadjuvantas terapijas pp-
VSIA "Paula Stradina kliniskd universitates slimnica™ Tpasums. Taldka izplatiana atlauta tikai saskanojot ar Shimnicas vadibu.
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Annex 13 continued

versija 01

P-NMS-40/Alg
Novérosanas taktika pacientiem ar taisniis zarnas adenokarcinomas pilnu klinisku remisiju p&c neoadjuvantis terapijas

1. pielikums

“Watch and Wait” jeb novéroSanas taktika pacientiem ar taisnas zarnas véZa pilnu klinisku remisiju péc

neoadjuvantas terapijas.
Informacija pacientam

L.GADS
2.vizite 3.vizite d.vizite
 MRI mazajam iegurnim * MRI mazajam iegurnim * MRI mazajam iegurnim *MRI mazajam iegurnim
o onkomarkieri ¢ CT védera dobumam « onkomarkieri * CT vedera dobumam un
Vizite, s vizite pie kirurga - un kraskurvim o | ®vizite pie kirurga — kriiskurvim
5 X ; . ; ok 37 o
kuri tiek | 5z - taisnas zarnas ,ﬁ * onkomarkieri ’é - taisnas zarnas & | *onkomarkieri
konstatéta | g izmeklesana ar pirkstu 'g s vizite pie kirurga ‘E izmekl&3ana ar pirks| ‘E s kolonoskopija
audzeja E - proktoskopija ) - taisnas zarnas * - proktoskopija & | evizite pie kirurga
pilna izmeklg3ana ar pirkstu - taisnds zarnas
kliniska - proktoskopija izmekl&3ana ar pi
remisija e vizite pie onkologa - proktoskopija
= vizite pie onkologa
2.GADS
S.vizite 6.vizite T.vizite 8.vizite
o MRI mazajam iegurnim « MRI mazajam iegurnim * MRI mazajam * MRI mazajam iegurnim
= | sonkomarkieri . | *CT védera dobumam iegurnim o CT veédera dobumam un
b 37 . . - L . .
’é s vizite pie kirurga 2 un kriidkurvim % | eonkomarkier kriiskurvim
‘E - taisnds zarnas 'g | »onkomarkieri i§ | vizite pie kirurga * Onkomarkieri
) izmeklg3ana ar pirkstu | | evizite pie kirurga E - taisnds zarnas "g # kolonoskopija
g - proktoskopija § - taisnas zarnas g izmekl&sana ar :]n o vizite pie kirurga
2 2 izmekl&3ana ar pirkstu 2 pirkstu - taisnds zarnas
Y & | - proktoskopija | - proktoskopija izmeklg3ana ar pirkstu
- ~ | evizite pie onkologa - - proktoskopija
» vizite pie onkologa
Lpp. 1 no 2
P-NMS-40/Alg
Novéerodanas taktika pacientiem ar taisnfis zarnas adenokarcinomas pilnu klinisku remisiju péc neoadjuvantis terapijas | 1. pielikums
versija 01
3.GADS 9Y.vizite 10.vizite
*MRI mazajam iegurnim
Z . onkomarkieri o CT védera dobumam un kraskurvim
g te pie kirurga . | *onkomarkieri
E - taisnas zarnas izmekl&Sana ar pirkstu ‘E e kolonoskopija
| - proktoskopija o | evizite pie kirurga
= - taisnas zarnas izmekl|&8ana ar pirkstu
g - proktoskopija
~ s vizite pie onkologa
1.GADS 11L.vizite 12.vizite
*MRI mazajam iegurnim
37 | & onkomarkieri *CT védera dobumam un kruskurvim
b te pie kirurga .. | *onkomarkieri
E - taisnas zarnas izmekl&Sana ar pirkstu i e kolonoskopija
o] T & < Py
2| - proktoskopija - ite pie kirurga
= - taisnds zarnas izmeklg8ana ar pirkstu
g - proktoskopija
“ » vizite pie onkologa
5.GADS 13.vizite 14.vizite
MRI mazajam iegurnim
37 | & onkomarkieri *CT védera dobumam un kraskurvim
2 izite pie kirurga | *onkomarkieri
E - taisnds zarnas 1zmekl&Sana ar pirkstu 'g s kolonoskopija
= - proktoskopija ,:D e vizite pie kirurga
= - taisnas zarnas izmekl&Sana ar pirkstu
g - proktoskopija
hd * vizite pie onkologa
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