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B knuHMYecKkoi MeAuIMHE BO3pacTaeT MHTEPEC K HC-
MOJIb30BAaHUIO TKAHEBBIX OMOTCHHBIX CTUMYJISATOPOB, B
YaCTHOCTH, K aMHUOHY. Pe3ynbTarsl uccieoBaHui in vitro
W in vivo I0Ka3ajy, 4To MeMOpaHa MOKET OBITh yCIICIITHO
HCIIOIb30BaHa B KaUueCTBE CyOCTpaTa 1yisl KyJIbTHBHPOBAHHS
SMUTENATBHBIX CTBOJIOBBIX KJIETOK POTOBHIIBI YEJIOBEKA U
UX MOCIIEAYIONIETO TPUMEHEHHS B JICUCHUH TSDKEJIOH IaTo-
JIOTHH TIOBEPXHOCTH r7asa. Llenp paboTel — co3nanue
TPEXMEPHOTO TPAHCIUIAHTATA CIIOEB KIJIETOK POTOBHUIIBI HA
aMHHOTHYeCKoi 000710uKe (AO) ITyTeM IMO3TAIMHOTO KYJIBTH-
BUPOBAHUS JIMMOAITBHBIX CTBOJIOBBIX KIIeTOK (JICK) 1 kimeTok
miockoro snutenus (KII3) porosums! yeaoBeka Ha CTPoO-
MaJIbHOM CTOpOHE U Oa3aibHOM MeMOpaHe.

Jnis mceae0BaHus HCIIOIB30BAIH KPHO3aMOPOKEHHBIN
AMHHOH U IEpPBUYHBIC KyJIBTYPBI, BBIICICHHbIEC U3 SHYKIICH-
poBaHHOM poroBulibl uenoseka [[Tonanponyno AT, 2014].
PazmopoxeHHy10 MeMOpaHy akKypaTHO paclpaBisuld Ha
CTEpPHIIbHOM (hobre U pa3pe3alii Ha HeOOIbIINE KyCOUKH
pasmepom lxlcm? B 8-yHOYHOE TIATO MOMEMIATH O
YyeThIpe 00pasiia 0a3aibHOH MeMOpaHOil BBEPX M YETHIpE —
CTpOMajbHOM cTOpOoHOH. HaHOoCHIIM HAa MOBEPXHOCTHU
amuuoHa mo 10 teic. JICK B 200 MK TUTATENHHON CPEIbI
[I'puns B.K., 2011]. [Tocne goctuxeHuss KOHGIIOIHTHOTO
JTUMOATFHOTO MOHOCTOS Ha MmoBepxHOCTH AO, HaHOCHIH
cycrner3uto KII3D poroBuiisl 1 KylTbTUBHPOBAJIH B TCUCHHUE
3-x pueit. s unentuduxanyn [Turksen K., 2012.] kynbsTh-
BHUPOBAHHBIX KJIETOK POTOBHUIIBI HCIIOIB30BAIN HMMYHOTHC-
toxumuio (P63, nmurokepatun 19, nuroxepatun 3/12,
BUMEHTHH, 0-SMA, kepatuH cynbdart, Ki 67, CD 34, CD 45,
CD 117, ALDH3Al).

Pe3ynbrarsl MccnenoBaHus in vitro CBUIETEIbCTBYIOT O
MTOBBIIICHHOM THOTeHIMase mposmdepannun u aupdepen-
nuarwn cyonomynsuu JICK porosursr yenoseka. Crieru-
(buueckre MapKepbl, XapaKTepHBIE JIJIs 3TOTO BUJIA KIETOK,
HE 3KCIIPECCUPYIOTCS B KIETKAaX IUIOCKOTO SIHUTEIHA.
[TosTamHoe KyITHBHPOBAaHHE KJIETOK POTOBHUIIBI YEJIOBEKA
Ha AO B TeueHue 3—7 QHEH MO3BOIUIO CPOPMHUPOBATH HA
€ro MOBEPXHOCTH MOIHOLICHHBIE KOH(TIO3HTHBIE MOHOCIION
C IPOYHBIMHU COCTOATENBHBIMHU MEKKJIETOUHBIMU B3aUMO-
cs3smu. [lomynpo3paunas MemOpaHa o0naaeT mpovHoc-
TBIO U NPAaKTUYHOCTHIO. MOKHO HPEATONIOKHUTh, YTO €€
MOP(}OTIOTHUECKUE XapPAKTEPUCTUKH OJIArOTIPUSATHO BIUSIIOT
Ha CIIOCOOHOCTH yCHIMBATh pocT 1 tuddepentmanuro JICK.
KysnpruBupoBaHye moBepXHOCTHBIX CII0EB KIIETOK POTOBHIIBI
Ha CTPOMAIILHOM CTOpOHE 1 Oa3aIbHONH MeMOpaHe aMHHOHA
CYIIIECTBEHHO HE OTIINYAJIOCh.
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Clinical medicine represents an increasing interest to
the application of tissue biogenic stimulators, in particular,
to the amnion. In vitro and in vivo investigations have
shown that the membrane can be successfully used as a
substrate for culturing epithelial stem cells of human cornea
and their subsequent application when treating severe
ocular surface pathologies. The research aim was to create
three-dimensional graft of cornea cell layers on amniotic
membrane (AM) by stepwise culturing of limbal stem cells
(LSC) and squamous epithelial cells (SEC) of human cornea
on a stromal side and basal membrane.

The research was performed in cryopreserved amnion
and primary cultures derived from an enucleated human
cornea [Papadopoulo A.G., 2014]. Frozen-thawed membrane
was gently spread on a sterile foil and cut into small pieces
of 1x1cm? size. In each 8-well plate we placed four samples
by a basal side upwards and the four pieces by stromal
side. The amnion surface was covered with 10 thousand of
LSCs in 200 pl of nutritive medium [Grin V.K., 2011]. After
achieving the confluent limbal monolayer on AM surface
the suspension of corneal SEC was introduced and then
cultured for 3 days. Cultured corneal cells were identified
immune histochemically [Turksen K., 2012.] (P63, cytokeratin
19, cytokeratin 3/12, vimentin, 0-SMA, keratin sulfate, Ki 67,
CD34,CD45,CD 117, ALDH3A1).

The results of in vitro studies showed an increased po-
tential for proliferation and differentiation of human corneal
LSC subpopulation. Specific markers which are characteris-
tic for this type of cells were not expressed in the cells of
the squamous epithelium. The stepwise culturing of human
corneal cells on AM within 3—7 days allowed the formation
on its surface of full confluent monolayers with strong cell-
to-cell bonds. Semitransparent membrane was durable and
efficient. Its morphological characteristics can be assumed
as favorably affecting the ability to enhance the growth
and differentiation of the LCS. Culturing of the corneal
surface layers on stromal cells and the amnion basal
membrane did not significantly differ.
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