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FENIK'EZ MAHPO®OP'IEZ

Meprypaopn

To KOTTapa TM3 gival o HovadiKr KUTTAPIKN O€Ipd TIou TIPoEPXETal aTtd KOTTapa Leydig apaevik®v TTOVTIKGOV nAKiog 11 €éwg 13 nuepwv, He
1I010TNTEG TIPOCKOANPEVNE aVATITLENG. Ta KOTTOPO auTd gival Pn oykoydva, KaBmg dev TIPOKAAOVUY OYKOUG O€ OVOGOKATACTOAUEVA TIOVTIKIA,
OV Kol UTtopolv va oXNHATIoouV aTIOIKIEG O€ NUICTEPED PEGO. EKPPAlouv To yovidlo yia Tnv TipocTtayAavdivn F2a kal xapoktnpilovtal armo
S1dPopouC SEIKTEG EKPPOTNG, OTIWG N WXPIVOTPOTIOG 0puovn (LH), 0 emIdepuikdg avgntikdg Ttapdyovtag (EGF) kat Betikoi deikTeg yia
UTTOBOXEIC OVOPOYOVWVY, 0IOTPOYOVWVY Kal TIPOYECTEPOVNG. 'Eva a&l0onuEiwTo XapoKTINPIOTIKO TwV KUTTAPwWY TM3 gival n avtamokplon Toug
otnv LH, n omoia 0dnysi o€ av&non g mapaywync CAMP- watdoo, devV avTaTtokpivovtal aTnv opuovn di€yepong wobulakiov (FSH). H

310t )pNaN TN avtamokpiong otnv LH e&aptdtal amoé v moptida opol. ETumAéov, apouaia LH, Ta KOTTapa autd UTtopoly va JETaBoAicouy
N XOANOTEPOAN. 'EX0OUV SOKIMOOTEL Kal £X0UV BPEBE apvnTIKA yia TOV 16 TNG EKTPWHOAING (TIOVTIKOTIAPWTITIdN), e€ac@aiilovtag LYNnAd
TIPOTUTIA OCQAAEING YO EPYOTTNPIOKT XPron

lotog ‘Opxelg

AcBévela dualoloyikd kOTTapa Leydig Twv 0pxewv (Un Kapkivoydva:- Ttovtiki BALB/c)

Oéon petdotaong Agv 10X0€L (PUTIOAOYIKH], PN KAPKIVOYOVOC GEIPA KUTTAPWY TV OPXEWV)
E@appoyig

BloAoyio twv KuTtdpwv tou Leydig- otepoeidoyévean Twv Opxewv: onUatoddtnan LH/ICAMP: PEAETEG TWV LTTODOXEWV AVOPOYOVWV/
0I0TPOYOVWV/TIPOYECTEPOVNG: OVTATIOKPION OTIC YOVASOTPOTIIVES: HETABOAICHOG TNG XOANOTEPOANG: EPELVA OXETIKA LE TNV AVATITUEN Kal TN
AsIToupyia Twv dpXeEwWV

Zuvavupa
¢ TM-3

TAZINOMHZH
OpyoavIoHOG Movrtiki
ek Avdpag
1316TNTEG AVATITUENG Motog
Kotdotaon 6cov agopd toug FTO Xwpi¢ 'TO

N\ETITOPEPEIEG TXETIKA UE TNV KOTdoTOCT TV [TO
No genetic modification; wildtype mouse Leydig cell line derived from neonatal BALB/c testis by primary culture

ETtiTtedo Bloao@aAeiog 1

XAPAKTHPIZTIKA

Mop@oloyia ETuénAioko

TOTI0G KUTTAPOL Kottapa Leydig

Xpovog JITAACIHG O TIEPITIOU 36 £WC 48 WPEC
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ANAINQPIZTIKA

Mopartopttn
TM3 (ap1Buog kataldyou Cytion 305167)

Ap1BpOG PopoAoyikol untpwouv NCBI 10090

KeAAooauvpog CVCL 4326

XEIPIZMOZ KAl KAAAIEPTEIA

OPETTTIKO PHECO
DMEM:Ham's F12 (1:1), w: 3,1 g/L yAukodn, w: 2,5 mM L-yAoutapivn, w: 15 mM HEPES, w: 0,5 mM Ttupouiko vatpio, w: 1,2 g/L NaHCO3
(apiBuog apbpou Cytion 820400a)

ATHOC QAP ETIWOCNG 37°C, 5%C02, vypoTtoinpévn atuoc@alpa.

SUUTIANPOHOTO
JUPTIANPWOTE TO PECO pe 2,5% FBS, 5% opd aAdyou

AvVTISPOCTAPIO OTTOCGUVIECNG Accutase

AvaTiopoywyn o€ UTIOKOAAIEPYEIN

AQUIPETTE TO TIONIO PECO OTIO TA TIPOCKOANHEVA KOTTOPO Kol TIAOVTE Tal e PBS 110U dev Ttepiéxel aoB€aTio Kal payvraolo. Ma @iéieg T25,
Xpnoigoroijote 3-5 ml PBS kat yia @idAeg T75, xpnolporojote 5-10 ml. 1 guvéxela, KaAOYTE TIARPWC To KUTTapa pe Accutase,
Xpnoigorolvtag 1-2 ml yia @idieg T25 kat 2,5 ml yio @IaAeq T75. Apriote ta KOTTOPO Vo EMWACTOOV ag Bepuokpacia dwpatiov yia 8-10
AETITA yIa VO ATTOKOAANBOUV. META TNV €Tt00N, avapeiéte amod ta kottapa pe 10 ml péoou yia va avacuotabolv Kal, 0T CUVEXELD,
@uyokevtpioTte ata 300xg yio 3 AeTtTd. ATIOPPIYTE TO UTIEPKEIUEVO LYPO, OVACULOTACTE TO KUTTOPO GE PPECKO HECO KOl HETAPEPETE TA OE VEEC
QIAAEC TIOUL TIEPIEXOLVY RON PPECKO PETO.

Avoloyia S1oaxwpIcpoD 1éwg3

MukvotnTa GTIOPAG 1 éwg 3 x 104 kOTTOPO/CM?

Avovéwan LYPWV 2 €w¢ 3 QOPEC TNV eRdOPAdT

AVAKOPYPN META TNV aTtOYLEn MeTtd TNV amoPun, HETAPEPETE Ta KOTTOPA O€ TPURAIO pe TTUKVOTNTA 5 % 104 KOTTOPA/cm?2 Kal

0@NOTE TA VO TIPOGKOAANB0UV Y10 TOLAAXIOTOV 24—48 WPEC TIPIV ATIO TNV TIPWTN OAAAYH TOU
OPETTTIKOU PETOL. AlTNPAOTE TNV AvTaTIOKPIoN oTnV LH, n omoia e€aptdtal amd v maptida
TOL 0poU, eTtOANBeLOVTAC Yia KABE TtapTida FBS TNV amtdkpion Tou cAMP gtnv LH.

ATIOYPUEN Kol KOAAIEPYEID

Confirm that the vial remains deeply frozen upon delivery, as cells are shipped on dry ice to maintain optimal temperatures during transit.
Upon receipt, either store the cryovial immediately at temperatures below -150°C to ensure the preservation of cellular integrity, or proceed to
step 3 if immediate culturing is required.

For immediate culturing, swiftly thaw the vial by immersing it in a 37°C water bath with clean water and an antimicrobial agent, agitating gently
for 40-60 seconds until a small ice clump remains.

Perform all subsequent steps under sterile conditions in a flow hood, disinfecting the cryovial with 70% ethanol before opening.

Carefully open the disinfected vial and transfer the cell suspension into a 15 ml centrifuge tube containing 8 ml of room-temperature culture
medium, mixing gently.

Centrifuge the mixture at 300 x g for 3 minutes to separate the cells and carefully discard the supernatant containing residual freezing
medium.

Gently resuspend the cell pellet in 10 ml of fresh culture medium. For adherent cells, divide the suspension between two T25 culture flasks;
for suspension cultures, transfer all the medium into one T25 flask to promote effective cell interaction and growth.

Adhere to established subculture protocols for continued growth and maintenance of the cell line, ensuring reliable experimental outcomes.
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https://www.cellosaurus.org/CVCL_4326

‘EAErX0Z NOIOTHTAZ KAI KPYOZYNTHPHZH

ZrelpotnTo

H péAuvvon attéd HUKOTIAGCHA OTIOKAEIETAI PE TN XPron TO00 TwV SOKIPACIWV TIou Baacilovial otnv PCR 600 Kal Twv HEBOdwWVY avixveuong
puKoTAdopOTog pE BAon TN @wTalyeEld.

Ma va dlac@aAIoTel 0TI dev LTIAPXEL HOAUVOT ATIO BaKTAPIA, HUKNTEG 1) {OPEC, O KUTTAPOKOAMEPYEIEG LUTIOBAANOVTAL OE KABNUEPIVEG OTITIKEG
ETIOEWPNTEIC.

Méco kKatdyuing Q¢ PECO KPUOOULVTAPNGONG, XPNOIUOTIOIOVHE TIANPEG PECO AVATITUENG (CUMTIEPIAAUBOVOUIEVOL
ToU FBS) + 10% DMSO yi0 €opKn BIWCIMOTNTO PETA TNV aTtouén, 1 CM-1 (apiBuég
katoAdyou Cytion 800100), To o100 TIEPINAUBAVEL BEATIOTOTIOINUEVO WOHOTIPOCTOTEVTIKA
Kol ETABOAIKOUG OTABEPOTIOINTEG VIO TNV EVIOXUON TNG AVAKAUYNG Kal TN PEIWOT TOU OTPEG
TIOU TIPOKOAEITAI ATTO TNV KPUOCUVTHPNON.

JuvONKeg aTtodNKELONG
Ma pokpoxpovia cuvtPNaT, TOTIOBETAOTE Ta PIOAISIO O€ LYPO AlWTO 0L PACT OTHWV ag BeppoKpaaia Tepimou -150 éwg -196 °C. H
aroBbrikevon atoug -80 °C gival aTtodeKTA HOVO WG GUVTOHO eVdIAUETO BAKA TIPIV OTtd TN HETAPOPA O€ LYPO &lwTo.

‘Opol ATTOGTOANG

O1 KPLOGULVTNPNHEVEC KUTTAPIKEG OEIPEG OTTOOTEANOVTOIL OE ENPO TIAYO O€ ETIIKUPWUEVI, HOVWEVI GUOKEVATIO g ETIAPKEC WUKTIKO PETO Yia
N dl0THPNON TIEPITIOU TwV -78 °C KaB' OAN TN JIAPKEIN TN HETAPOPAC. Katd Tnv TIopaAafr, ETIOEWPNOTE AUETWCE TOV TIEPIEKTN KAl
META@EPETE TA PIOAIDIO XWpPIg KABLATEPNON OTNY KATAAANAN OTTOOAKN.

AQPHTHZ
®UAn | uTtogidog BALB/c
HAkia dwopntni 11 €w¢ 13 nuépeQ

NOMIKA ©'EMATA KAI AZ®AAEIA

Métpa ac@aAEiag

‘Otav oxedIAleTe va amoBNKeDOETE £va KPUOPIOAIDIO OE LYPO ALWTO YO HEANOVTIKY OTIOWULEN, gival UTIOXPEWTIKO va TNPEITe auoTnpd PETPa

0o @aAEiag. Ta KOTAAANAC TIPOCTATEVTIKA YOAVTIO KAl 0 KATAAANAOC TIPOCTATEVTIKOG POLXICHAC ival amtopaitnTa, EVQ aTtalTeTal N Xprion
MAOKAG TIPOCMTIOU 1} YUOAIV 0CQOAEING KATE TN HETAPOPE KOTEWLYUEVWY SEIYUATWVY TIPOC 1 aTto TN de€apevr Lypol adwTtou. AuTo yivetal
YIO VOl JETPIOCTEL 0 KivOLVOC TPOLUOTICUOD OTIO TIBAVEG EKPNEEIC KPUOTWANVWY KOTA TNV OTIOUAKPULVON, Ol OTIOIEC UTIOPEL VO 08Ny couv oTnV
TIPOPBOAN QXUNPWVY BPAVCUATWVY.

Eyyonon
Stnv Cytion, utooPIfoLKE TNV TTOIOTNTA KAl TN BIWCIMOTNTA TWV TIPOIOVIWVY HOG.

Eyyudpaote 6t ta KOTTapd pog Ba gival Biodaoipa katé v évapén TG KAAAEPYEIOG Yo 60 NUEPEC PETA TNV ATIOCTOAR ATIO TIG EYKOTACGTACEIG
HOG.

AlaBeBaIVOUPE OTI OAA T LAIKG GUPHOP@WOVOVTAL PE TIC TIPOSIAYPAPEG TIOL TIEPIYPAPOVTAl 0TO MIOTOTIoINTIKO AvaAuang r)/kal ato POANO
Mpoidvtog

Mo TIANPEIC AETITOPEPEIEC, AVOTPEETE OTNV <a href=

x-default"™>AnAwaon eyyonong

ATIONTEITON CUPPWVIO HETOPOPAG Yes

UVAIKOD
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