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Thong tin chung

Description ]
A375-GFP [a mdt bién thé dudc bién ddi gen ti dong té€ bao u hac té 4c tinh & ngudi A375, biéu hién &n dinh
protein huynh quang xanh tang cudng (eGFP). Dong té bao A375 gdc dudc phan 1p tif khdi u u hdc t6 da cia mét
bénh nhan ngudi I&n va dudc st dung rong rai lam md hinh cho u hac t6 da, dac biét [a trong cac nghién clu lién
quan dén tin hiéu BRAF gay ung thu, do né mang ddt bién BRAF V600E. Dot bién nay dan dén su kich hoat lién
tuc ca con dudng tin hiéu MAPK/ERK, thic day su tang sinh va su sdng con cua té bao, khién cac té bao A375 trg
nén rat phu hgp dé nghién cliu céc liéu phdp nham muc tiéu nhu chat e ché BRAF va MEK. Bién thé biéu hién
GFP nay van gill nguyén cac ddc tinh phan tif va hinh thai hoc dé déng thgi cho phép thuc hién cac iing dung dua
trén huynh quang.

Viéc tich hdp 6n dinh bao cdo eGFP cho phép quan sat theo thdi gian thuc cac té bao A375-GFP trong ca hé théng
in vitro va in vivo. Hinh anh huynh quang ho trd theo ddi su tang sinh, di chuyén, xam [4n va thay dai hinh thai
cua té bao, cling nhu theo ddi su phat trién khéi u va su lan rong di can trong cac mé hinh cdy ghép di ching.
Bién thé GFP dugc cai tién mang lai d6 sang va dé 6n dinh cao hon so véi cac ciu tric GFP trudc day, cho phép
phat hién nhay cam ngay ca khi sé lugng t€ bao thap. Diéu nay khién A375-GFP dac biét hiiu ich trong cac thi
nghiém déng nudi cay, nén tang hinh anh ndi dung cao va cac nghién clfu yéu cau d6 phan giai khdng gian chinh
xac vé hanh vi cta té bao khai u.

A375-GFP duy tri ki€u hinh xam |an va tang sinh clia dong t€ bao u hac t6 géc, bao gdm kha nang dép Ung véi cac
chat Uc ché con dudng MAPK ciing nhu kha nang xam lan va di can trong cac mo hinh thi nghiém. Viéc b6 sung
GFP md rong tinh (ng dung ctia dong té bao nay cho sang loc thudc, hinh anh té bao song va cac nghién clu vé
tuong tac gitfa kh&i u va vi méi trudng. Giéng nhu cdc dong té€ bao dudc gén bao hiéu khac, viéc xdc nhan d6 én
dinh va tinh nhat quan ctia huynh quang qua cac lan nhan giong dugc khuyén nghi cho cac Ung dung thi nghiém
cu thé.

Sifa ddi di truyén: Bugc slta ddi 6n dinh bang phudng phap truyén lentivirus khéng cé kha ndng nhan |én dé
bi€u hién protein bdo hiéu huynh quang xanh ZsGreen1; dugc duy tri dudi dang quén thé da dong duéi su chon
loc bang puromycin (1-5 ug/mL). Mic d6 an toan S1/BSL-1.

Organism Con ngugi
Tissue Chéan, da
Disease Ung thu h3c té khong c6 sic t6

Pic diém

Age 54 nam

Gender N

Ethnicity Ngudi da tring
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Growth Ngudi tuan thi
properties
Dif lieu quy dinh
Citation A375-GFP (ma sdn pham Cytion 305665)
Biosafety level 1
NCBI_TaxID 9606

CellosaurusAccession CVCL_Qz67

GMO Status GMO-S1: Dong té bao nay chiia gen bao cao protein huynh quang xanh ZsGreenl dugc tich hgp én dinh
théng qua qua trinh truyén gen bang lentivirus khdng cé kha ndng nhan [&n. Dan s6 t& bao da dong thu
dugc dugc duy tri dudi diéu kién chon loc bang puromycin (1-5 pg/mL). Yéu cau mic d6 an toan S1.
Phan loai nay chi ap dung tai Blc va cé thé khac nhau & cac quéc gia khac.

Dif liéu sinh hoc phan tu

Antigen ZsGreenl (protein huynh quang mau xanh la cay)

expression

Mutational DGt bién: BRAF, Bon gian, p.Val600Glu (c.1799T>A), Pong hgp tif (tUf dong té bao gdc).Dot bién, CDKN2A, Bdn
profile gian, p.Glu61Ter (c.181G>T) (p.Gly75Val, c.224G>T), Ddng hdp ti (tif dong t&€ bao gdc).Dot bign, CDKN2A, Ban

gian, p.Glu69Ter (c.205G>T) (p.Gly83Val, c.248G>T), Dong hgp tl (ti dong t&€ bao me).Dot bién, TERT, Dan gian,
€.1-146C>T (c.250C>T) (C250T), Khdng xac dinh, Ghi chi=Trong vung khdi dong (tif dong té€ bao goc).

> »
Xu'ly
Culture DMEM, chfa: 4,5 g/L glucose, ch{ia: 4 mM L-glutamine, ch(fa: 3,7 g/L NaHCO3, chifa: 1,0 mM natri pyruvate (s6
Medium hiéu san pham Cytion 820300a)
Supplements BG sung 10% huyét thanh bo phdi (FBS) vao mdi trudng nudi cay
Dissociation Accutase
Reagent
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Subculturing Loai bd mdi trudng nudi cdy cli khdi cc t& bao bam dinh va rita chling bang PBS khdng chia canxi va magié. D&i
v8i binh T25, st dung 3-5 ml PBS, va déi véi binh T75, sif dung 5-10 ml. Sau d4, phli hoan toan céc té bao bang
Accutase, stf dung 1-2 ml cho binh T25 va 2,5 ml cho binh T75. D€ t€ bao u & nhiét d6 phong trong 8-10 phit dé
tach ching ra. Sau khi 0, nhe nhang tron té bao vdi 10 ml méi trugng dé tai phan tan ching, sau dé ly tdm &
300xg trong 3 phdt. Loai bd dich trén, tai phan tan té bao trong mdi trudng tugi va chuyén ching vao cac binh
mdi d& chfa moi trugng tudi.

Seeding 1dén3x10 ©€ba0scy’

density

Fluid renewal 2 dén 3 [an mdi tuan

Freeze V@i tu cach [a moi trudng bao quan déng lanh, ching t6i st dung moi trudng tang trudng hoan chinh + 10%
medium DMSO dé dam bao d6 séng sét sau khi rd déng.

Thawing and

Culturing Cells 1. Xac nhan rang 6ng nghiém van dugc déng lanh siu khi giao hang, vi t& bao dudc van chuyén trén da khd
dé duy tri nhiét do tai uu trong qua trinh van chuyén.
2. Khinhan hang, hdy bao quan dng nghiém doéng lanh ngay lap tlic & nhiét d6 dudi -150°C dé dam bao tinh
toan ven cua té€ bao, hodc ti€n hanh budc 3 néu can nudi cay ngay 1ap tic.
3. D& nudi cdy ngay lap tdc, hdy rd ddong 8ng nghiém nhanh chéng bang cach ngdm né trong bdn nudc 37°C
v3i nudc sach va chat khang khuan, khuay nhe trong 40-60 gidy cho dén khi con lai mét khéi bang nho.
4, Thyc hién tat ca cdc budc tiép theo trong diéu kién vé tring trong ti hit khi, khif tring 8ng cryovial bang
€6n 70% trudc khi mé.
5. M@ dng da khir tring mét cach can than va chuyén hon hgp té bao vao éng ly tdm 15 ml chia 8 ml moi
trudng nudi cay & nhiét do phong, khudy nhe.
6. Ly tdm hon hgp 6200 x g trong 5 phiit, can than loai bé dich trén chifa mdi trudng déng lanh.
7. Thuc hién theo quy trinh mé ta trong phan Phuc hoi sau khi rd dong
Incubation
Atmosphere 37°C, SO/OCO 9 moi truang am.
2
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z::‘pd':;lt?ogns Céac dong té bao dudc bao quan bang phudng phép déng lanh dudc van chuyén trén da khé trong bao bi cach
nhiét da dugc kiém dinh, kém theo lugng chat [am lanh da dé duy tri nhiét d6 khoang -78 °C trong sudt qua trinh
van chuyén. Khi nhan hang, hay kiém tra ngay [ap tlc bao bi va chuyén cac 6ng nghiém sang ndi luu trii phu hgp
ma khéng cham tré.

Storage

Conditions Dé bao quan lau dai, hdy dat 6ng nghiém vao nitd long & pha hai & nhiét d6 khoang -150 dén -196 °C. Viéc bao

quan & -80 °C chi dugc chap nhin nhu mét budc trung gian ngén han trudc khi chuyén sang nitd [dng.

Kiém soat chat lugng va phan tich phan t
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