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The molecular risk patterns in the pathogenesis of lung cancer

Abstract: Lung cancer is leading cause of mortality from cancer diseases in Kazakhstan. Like
most cancer, lung cancer has a multifactorial nature of origin. In its pathogenesis, an important role
is played by both genetic/epigenetic changes in the cell. The change in the epigenetic landscape can
be associated primarily with the change in the profile of the microRNA.

microRNAs are small non-coding RNAs that are involved in the regulation of target genes at the
post-transcriptional level. MicroRNA controls many biological processes, including proliferation,
growth and cells’ survival. To date, a large amount of evidence has been accumulated about the
involvement of microRNA in the carcinogenesis of various malignant neoplasias, including lung
cancer.

Thus, microRNAs on the one hand can be markers of the oncological process, on the other hand
markers of the impact of adverse environmental factors. In this connection, a comparative analysis
of circulating miRs was conducted in a group of patients diagnosed with lung cancer and a control
group without lung pathology.
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Among variety of cancer diseases attention the lung cancer (LC) because of high level of inci-
dence, difficulties in diagnosis, and the diversity of clinical and morphological manifestations, early
metastasis and poor effectiveness of treatment.

As in most countries of the world, lung cancer in the Republic of Kazakhstan occupies a dominant
position and makes up 11.4% of the total number of malignant tumors [1].

To date, early diagnosis of lung cancer is not effective because of the absence of symptoms of the
disease at an early stage of development. Early signs of lung cancer are nonspecific and similar to
general clinical symptoms of other pulmonary diseases. Therefore, the diagnosis of lung cancer at
the early stages is quite difficult. In this regard, new diagnostic methods are needed that be able to
detect lung cancer at the earliest stages of development.

MicroRNAs are tissue-specific molecules and play an important role in the development of tissues
and organs. Recent studies have shown that, in various diseases, including cancer, the level of
microRNAs expression changes. This suggests that free circulating microRNAs isolated from body
fluids can be used as biomarkers for the diagnosis of lung cancer. [2].

Analysis of the literature data showed that the change in the profile of miR-19b-3p, miR-205-3p,
miR-155-5p, miR~125b-3p and let-7a-2 was observed in many types of cancer [3]. Impaired expression
of miR-19b-3p, miR-155-5p promotes inhibition of apoptosis, uncontrolled cell proliferation and, as
a consequence, cancerogenesis. In turn miR-205-3p and let-Ta-2 are positioned as tumor suppressors.
In this connection, these microRNAs were chosen as candidates for detecting molecular changes that
occur in the pathogenesis of lung cancer |3, 4].

Materials and methods: The material for the study was microRNA isolated from the blood
of lung cancer patients ant healthy people. A total of 87 subjects was examined, including: i) 37
patients with lung cancer (LC); and ii) 50 healthy controls. The group of lung cancer patients
consisted of 31 males and 6 females with a mean age of 57.42 +2.34 years. Healthy control was
represented by 39 males and 11 females with a mean age of 60.7 & 1.96 years.

RNA extraction from the blood. A 10 ml sample of blood was collected from each subject in
tubes containing EDTA. The blood was centrifuged at 3000 x g for 10 min at room temperature and
supernatant was stored at -80 ° C. A total RNA of 200 u1 of plasma was isolated using a MiRCURY
M Biofluids isolating isolate kit (No. 300112, Exiqon A / S, Vedbaek, Denmark), in accordance
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with the manufacturer’s protocol. The amount and purity of extracted RNA was evaluated using
a spectrophotometer (Nanodrop 7™ ND 1000) according to the manufacturer’s protocols, and the
230/260 ( < 0.50) and 260/280 (> 1.85).

MicroRNA analysis by ¢qPCR. The expression levels of microRNA was determined by evaluating
the level of fluorescence emitted by SYBR§Green tracer (cat no. 203403; Exiqon A/S, Denmark).
All reactions were carried out in triplicate, and the 2- A A Cq method ( A Cq=CTmiR-CTU6). All
statistical analyses were performed using GraphPad Prism 6 software (GraphPad Software, Inc., La
Jolla, CA, USA) [5].

Results: In our study, a panel of miRNAs, including miR-19b-3p, miR-205-3p, miR-155-5p,
miR-125b-3p and let-7a-2 in the peripheral blood plasma of patients with lung cancer was identified.
Analysis of the expression of miR-19b-3p, miR-205-3p, miR-155-5p, miR-125b-3p and let-7a-2 was
performed using the A A Ct method, for the reliability of the obtained results A Ct was calculated
for each sample, deviation. For the statistical processing of the results obtained, Student’s test was
used.

The relative level of expression of miR-19b-3p in lung cancer patients was significantly higher
than healthy participants in the study.

The data are shown in Table 1.

Table 1-Relative expression level of miR-19b-3p in lung cancer patients compared to control

miR19b-3p | U6 ACt AACt Relative expres-
sion level
Control | 28,876+0,381] 31, 6+0,219 | 2,7284+0,467 | 0,00£0,467 | 1 (0,72-1,38)
LC 26,482+0,43 | 31,998+0,21 | 5,5164+0,516 | 3,4154+0,516 6,91 (4,83-9,9)

miR19b-3p expression level in the group of "lung cancer" was 6.9 times increased (P < 0.0001) as
compared to those detected in cancer-free "control” (Fig.1). The results are consistent with data
from other researchers who found that miR19b-3p expression was significantly higher in the lung
adenocarcinoma cell lines (A549) compared to the human lung epithelial cell line. This study also
demonstrated that a high level of miR19b-3p expression can promote the spread and migration of
lung cancer cells [6]. In addition, the levels of miR-19-3p, miR-21-5p and miR-221-3p were signifi-
cantly higher in exosomes extracted from the peripheral plasma of patients with lung adenocarcinoma
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Figure 1 - Relative expression level miR-19-3p in lung cancer patients compared to control

The significant difference between the level of expression in both groups of patients with lung
cancer and healthy people shows that miR-19b-3p is a oncolomir associated with the development
of lung cancer. Therefore, this microRNA plays a key role in carcinogenesis and can be considered
as one of the tumor markers for the diagnosis of lung cancer [5].

A similar pattern is observed for miR-205-3p, miR-155-5p and miR-125b-3p, their level of expres-
sion has shown a statistically significant association with the risk of developing lung cancer.
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Interesting results were also obtained during the comparative analysis of the expression level of
free-circulating miR-205-3p, according to which it can be assumed that miR-205-3p is oncomir and
participates in carcinogenesis in lung (Table 2). The obtained data in a number of other studies
with different types of cancer, including lung cancer, show contradictory results [5].

Table 2 - Relative expression level of miR-205-3p in lung cancer patients compared to control

miR-~205-3p | U6 ACt AACt Relative expres-
sion level
Control | 34,135+0,44 | 32,159+0,56 | 1,984+0,784 | 0,00+0,784 | 1(0,581-1,722)
LC 31,13+0,42 | 32,217+0,41 | 0,0534+0,652 | 1,934+0,652 | 3,81(2,43-5,99)

It was found that the level of miR-205-3p expression in patients of the group "Lung cancer" was
in 3.81 times higher compared to the control group of healthy individuals (p < 0.001) (Table 2).

There were no statistically significant differences in the comparative analysis of miR-205-3p ex-
pression depending on the status of smoking, the stage of the disease, the age of the patients and the
histological type of lung cancer. Also, there was no association of changes in the level of miR-205-3p
with age, gender and nationality.

The role of miR-~205-3p in mechanisms of carcinogenesis is ambiguous. Many articles have been
published where this microRNA performs the oncopperpressor function. For example, miR-205 acts
as a tumor suppressor in colorectal cancer. A decrease in the level of miR-205-3p was observed in
patients with prostate cancer and breast cancer. A number of studies have shown that overexpression
of miR-205-3p inhibits the migration of tumor cells and the formation of metastases in the lung cancer
model [8] and proliferation of adenocarcinoma cells (A549) [9]. However, our results are consistent
with the data of Zhang [10], Lebanony [11], Patnaik [12] in the study of which there was an increase
in the level of miR-205-3p in squamous cell carcinoma, NSCLC and lung adenocarcinoma.

The miR-155-5p profile change was evaluated using the A A Ct method (see Materials and Meth-
ods), to obtain statistically reliable results, the criterion A Ct and the standard deviation were cal-
culated for each sample. The results of the expression level for all three groups are given in Table
3.

Table 3 - Relative expression level of miR-155-5p in lung cancer patients compared to control

miR-155-5p | U6 ACt AACt Relative expres-
sion level
Control | 34,654+0,57 | 324+0,51 2,6540,8 0,00+0,8 1(0,57-1,74)
LC 33,561+£0,41 | 32,02+0,47 1,49840,7 (-1,152)+0,7 | 2,2 (1,37-3,61)

Based on the data given in Table 3, in the group of patients with lung cancer, the level of miR-
155-5p was 2 times higher than in the control group of healthy individuals (p < 0.010) (Fig.2).
In connection with the obtained results, it can be assumed that miR-155-5p is involved in the
pathogenesis of lung cancer as oncomir, which does not contradict the data of other studies. In
the literature, among well-known oncologists, this microRNA is described as the most significant,
because of its involvement in a variety of oncogenic processes.

As shown in Table 4, the relative expression level of miR-125b-5p in lung cancer patients was in
4 times higher than in healthy people (p < 0.001). Thus, it can be concluded that this microRNA
is a biomarker of a malignant process in the lung tissue.

Table 4 - Relative expression level miR-125b-5p in lung cancer patients compared to control

miR~125b-5p U6 ACt AACt Relative expres-
sion level
Control | 34,14+0,4 32,1598+0,6 | 1,98+0,8 0,004+0,8 1(0,581-1,72)
LC 32,05+0,4 32,1796+0,5 | (-0,134)+0,7 | (-2,11)40,7 4,32(2,7-4,8)

Based on the results obtained, we can assume that miR-125b-5p is oncomir and is involved in
carcinogenesis of lung cancer. Literature data from several other studies with different types of can-
cer, including lung, show conflicting results. miR-125b-5p functions as an oncogene in glioblastoma
cells and inhibits apoptosis of cells through P53 and p38MAPA-independent pathways [13]|. Nishida
N et al. confirmed the connection of miR-125b with the pathogenesis of colorectal cancer and poor
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Figure 2 - Relative expression level miR-155-5p in lung cancer patients compared to control

patient survival. An increase in the level of miR-125b is indicated in myeloid, B-cell lymphoblastic
and T-cell lymphoblastic leukemia [14, 15].
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Figure 3 - Relative expression level miR-125b-5p in lung cancer patients compared to control

Our results agree with the data of Wang X et al. Of Southeast University (China) and Li Q.
et al. From the University of Tongji who showed the oncogenic activity of miR-125b in the lung
adenocarcinoma cell line (95D) and in human NSCLC cells [16, 17]. In this connection, it can be
assumed that miR-125b-5p plays a significant role in malignant cell transformation in lung cancer
as an oncomir.

A study of the expression level of free-circulating microRNAs depending on the histological type of
the lung tumor showed that lung adenocarcinoma is characterized by a decrease in let-7a-2 expression
level by almost three times compared to the control. For all other types of microRNA, the association
was not identified.

According to the obtained results, the let-7a- 2 was down regulated in both groups of lung cancer
patients compared to control (Fig. 4, Table 5).
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Table 5- Relative expression level let-7a-2 in lung cancer patients compared to control

let-7a-2 U6 ACt AACt Relative expres-
sion level
Control | 34,684+0,2 31, 84+0,5 2,88+0,55 0,004+0,55 | 1 (0,68-1,5)
LC 35,5+0,5 32,5640,5 3+0,8 0,114+0,516 | 0,9 (0,7-1,4)

Analysis of the let-7a-2 expression level in various histological types of lung cancer showed that
in patients with adenocarcinoma the level of let-7a-2 was almost three times lower compared to the
control (Table 6).

Table 6 — Relative expression level of let-7a-2 in patients with adenocarcinoma

let-7a-2 U6 ACt AACt Relative expres-
sion level
Control 34,68+0,2 31, 84+0,5 2,884+0,55 0,004+0,55 | 1 (0,68-1,5)
Adenocarcinoma | 36,01+1 31,4+0,33 4,64+1,3 1,76+1,3 | 0,29

In connection with the above, the miRNA let-7a-2 appears to be very promising biomarker for
early diagnosis of lung cancer. Moreover, expression of let-7a-2 is characterized by a dependence on
the histological type of lung cancer.
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Figure 4 - Relative expression level let-7a-2 in lung cancer patients compared to control

Thus, the observed overexpression of miR-19b-3p, miR-205-3p, miR-155-5p, miR-125b-3p and let-
Ta-2 in the group of patients with lung cancer compared to the control group allows positioning
as a molecular oncomarker for development of a non-invasive method for early diagnosis of lung
cancer. One of the priority areas of molecular biology is the search for universal molecular markers
- microRNAs associated with the risk of lung cancer and the creation of highly specific and effective
method for the early diagnosis based on them.
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O.B. Byarakosa, A.2K. Kaybsic6ekoBa, P.I. BepcimGaes
JI.H. lymunes amvindazo, Eypasus yammork yrusepcumemi, Acmana, Kaszaxcman
Okne KarepJi iciri naroreHesingeri MoJsieKyJIaJbIK, IaATTEPHAED
AnHoTanusa: Okre karepJi iciri Kasakcrania OHKOJIOMUSIIBIK, aypysap eiMiHig 6acTel cebebi Gobin Tabbliagpl. backa

KarepJi icik aypysapbl CUSKTBI ©KIle KaTepJsii iciri e mbiry Teri »KarblHaH Kol (pakTopJibl cunarka ue. OHbIH maToreHe3iHe

KJIETKAJIaFbl PeHETUKAJIBIK-IIUIE€HETHKAJIBIK, ©3repicTep MaHbI3AbI POJIb aTKApaIbl. JIUIE€HETUKAJIBIK JAaHIIAMTThIH 03repyi,

uerizinen, mukpoPHK npodwuminig e3repyine 6aitanbicter 60mybl Mmymkin. MukpoPHK nmocrrpanckpuniusiiblk geHreiijie ren

HBICAH/IAP/IbIH, peTTelyine KarbicaThiH KoaTagmaiTein PHK typinge 6onaapi. MukpoPHK kierkaiapabiy mposudepaiusicsl,

ocyi »KoHe TIpIIIK eTyi CUSAKTBI OHOJIOTUSIIBIK, IPOIeccTep/1i OakplIaiabl. Byrinri TaHga KenrereH KarepJi iCIKTep/IiH, COHBIH,

iminge ekie karepsi iciriniy kanmeporenesine MukpoPHK-HBIH KaThICybl TypaJjibl KelTereH Jepekrep KuHakrajarad. COHbIMEH
karap, MukpoPHK, ornkosorusansIk npomecrep MapKepi, KopiaraH OpTaHbIH KOJIAMChI3 haKTOpJIapbl dcepiepiniy MapkepJsepi ge

Goutybl MyMKiH. Ocbiran 6aiianbicTsl epkin afiHamaTeid MUKpoPHK casbicThipMarbl Tanmaybl ©KIe Karepdi iciri HaykacTapbl

Ha 2KoHe 6aKblIay TOITAphl, IFHU OKIIE KATepJIi iciri maTaosoruscer »KOK TOITapra »Kyprisiami.

Tyitin cesgep: ekne Karepai iciri, MukpoPHK, miR-19b-3p, miR-205-3p, miR-155-5p, miR-125b-3p, let-7a-2.
O.B. Byarakosa, A.2K. Kayc6ekosa, P.I. BepcumGaen
FEepasutickutl Hayuorarvorvitl yrusepcumem um. JI.H. lymunesa, Acmana, Kaszaxcman
MoulekyisipHBbIE IATTEPHBI PUCKA B MATOT€HE3€ paka JIErKoro
AHHOTaI_lI/IﬂZ PaK JIETKUX SBJISIETCA OCHOBHOM HpH‘IHHOﬁ CMEPTHOCTH OT OHKOJIOTHYIECKUX 3a60neBaHI/II7I B Ka3aXCTaHe. KaK
¥ OOJIBIIMHCTBO BHUOB pPakKa, PakK JIETKUX MMeeT MHOrO(MaKTOPHBIN XapaKTep IIPOUCXOXK/IeHus. B ero narorexese BaXKHYIO POJIb

Ur'paroT KaK 'EeHETUYIECKHUE TaK U IMUT'CHETUICCKNEe U3MECHEHUA B KJIETKE. I/I31\/I€HBHI/I€ SAMUTI'€HETUIECKOI'O .J'IaH,IH_T_Ia(bTa MOZKeT 6LITB

CBsI3aHO Ipex e Bcero ¢ udMenenuneM npoduias MukpoPHK. MukpoPHK npecrasisior coboit Hebosbinne Hekonupytomme PHK,

KOTOpBIE YyYaCTBYIOT B DEryJsiliid [eHOB-MHUIIEHeHl Ha IOCTTPaHCKpUNIuoHHOM ypobHe. MukpoPHK konTposmpyror mHOrme

6UOJIOTMYeCKHE TIPOLIECCHI, BKJIIOUas IPOJIU(EpPaInio, POCT U BBIXKUBAEMOCTD KJIETOK. Ha cerogusimumii 1eHb HAKOIIJIEHO 6OJIbIIIoe

KOJIMYECTBO JaHHBIX 00 ydactun MUKpoPHK B KaHIeporeHnese pasjindHBIX 37I0KAYE€CTBEHHBIX HOBOOODA30BaHUIl, BKIIIOYas paK

serkux. Takum obpazom, mukpoPHK, ¢ omHOll CcTOpOHBI, MOryT OBITH MapKepaMu OHKOJIOTMYECKOI'O IIPOoIiecca, C JAPYyroi

CTOPOHBI, MApPKEPaMH BO3JEHCTBUS HEOIArONPHUATHBIX (PaKTOPOB OKpY2Karomeil cpefpl. B ¢BsA3M ¢ 9TUM cpaBHUTENBLHBIH aHAIN3

mupKysupyomux miRs mpoBomuics B rpyiie manueHTOB C JAUACHO30M pakKa JIENKUX U KOHTPOJILHON rpymme 6e3 ImaToJioruu

JIETKUX.

KuroueBsbie ciioBa: pak Jierkoro, MukpoPHK, miR-~19b-3p, miR-205-3p, miR-155-5p, miR-125b-3p, let-7a-2
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