QUY TRINH THAO TAC CHUAN (SOP)

PHAN LAP VA NUOI CAY TE BAO GOC TRUNG MO TU TUY RANG SUA (SHED)

(Phwong phip Nudi ciy Khéi md - Tissue Explant Culture)

Ma tai liéu: SOP-SCI-SHED-001
Pon vi thuc hién: Vién Té bao géc
Phién ban: 2.0 (Cap nhat phuong phép Tissue Explant)

1. MUC PiCH & PHAM VI AP DUNG

Muc dich: Quy dinh chi tiét cac budc thao tac chudn tir khau tiép nhan, bdo quan, van
chuyén mau ring sita vé phong thi nghiém, ky thuat tich ring thu tay, dén quy trinh phan
lap bang phuong phap nudi ciy khéi mé (Tissue Explant) va nudi cy ting sinh té bao
gbc trung mo tay rang sita (SHED — Stem cells from Human Exfoliated Deciduous teeth).
Pham vi 4p dung: Ap dung cho toan bo K§ thuét vién, Nghién ctru vién thuéc Khdi San
xut / Phong thi nghiém Phan 1ap & Nudi cay Té bao — Vién Té bao gbc.

2. TRACH NHIEM

K¥ thuat vién / Nghién ctru vién: Tuan thi nghiém ngét tirng budc trong SOP nay; ghi
chép ddy da ho so nhat ky 16/mau.

Céan bd An toan sinh hoc & QLCL (QA/QC): Giam sat viéc tudn thu quy trinh, kiém tra
diéu kién phong sach va phé duyét két qua kiém dinh chit lugng san pham té bao.

3. THIET BI, DUNG CU VA HOA CHAT

3.1. Héa chit & Mbi trwomg chuyén dung (Vién Té bao goc / Regenmedlab)

Dung dich van chuyén mé: Transferring Medium (50 mL) bd sung
Penicillin/Streptomycin 2% va Amphotericin B 1%.

Mbi trudng nudi cdy ban dau: DentalCult Primary (chuyén dung cho giai doan PO, chira
cac yéu t6 ting trudng tdi uu hoa cho sy bam dinh manh mé va kich thich té bao bo ra).
Maoi trudng nudi cdy ting sinh: DentalCult (hodc DentalCult Supplement 20X pha véi
mdi trudng nén).

Dung dich rura: Washing Buffer / Cell Buffer hodc DPBS 1X (khong chira Ca2+/Mg2+)
b6 sung 1-2% Antibiotic-Antimycotic.

Dung dich céy truyén: Deattachment.

Dung dich nhuém dém: Trypan Blue 0.4%.



3.2. Dung cu & Thiét bi

Tu an toan sinh hoc c¢ip IT (BSC Class IT) dit tai phong sach.

Tu cay CO2 (37°C, 5% CO2, d6 4m >95%).

Kinh hién vi dao nguoc, may dém té bao, may ly tdm lanh vi sinh.

Dung cu phau thuat v6 trung: Kim tach rang chuyén dung (Tooth cracker), can & ludi
dao mé vi phiu (#11/#15), kep phiu thuét vi phau khong ring, kim nao tiy.

e Chai nudi ciy T25/T75, dia Petri v6 tring (35 mm, 90 mm), dng ly tdm 15 mL/50 mL.

4.NOI DUNG QUY TRINH

Buwéc 1: Thu nhin rang sira tai nha khoa
1. 1. Tiéu chun chon mau:
1. Rang sita lung lay ty nhién (dén tudi thay) hodc rang chi dinh nhé do chinh hinh.
2. Ring khong bi siu tiy ning, khong cé dau hiéu nhiém tring nha chu nghiém
trong, ving tily con nguyén ven va hong tuoi.
2. 2. Thao tac thu nhéan:
1. Sau khi nhd/thu nhén, rira so than riang bang dung dich NaCl 0.9% v6 trung dé
loai bé6 mau bam ngoai.
2. Chuyén ngay mau ring vao 6ng chta Transferring Medium (50 mL) d3 chuén bi

san.

Budic 2: Bio quan va van chuyén vé Phong Lab
e Dibéu kién nhiét do: Bao quan ¢ 2°C — 8°C trong thung lanh cach nhiét chuyén dung.
e Thoi gian van chuyén: Van chuyén vé phong lab trong vong 4 — 12 gid (t6i da khong qua
24 gio ké tir khi thu nhan).
e Ghi nhan 6ng mau: Ghi rd Ma ID mau, Ngay/Gio thu nhan, Ho tén/Ngay sinh nguoi cho

mau.

Bude 3: Tiép nhén va tién xir 1y tai Phong Lab
1. Kiém tra d6i chiéu mi ID mAu va tinh trang niém phong dng van chuyén.
2. Chuyén 6ng mau vao Tu an toan sinh hoc Cp II.
3. Chuyén ring ra dia Petri vo tring, tién hanh rira ring 3 — 5 14n bang dung dich Washing
Buffer (hoic DPBS 1X) chira 2% Penicillin/Streptomycin nham loai bo hoan toan vét mau va

vi sinh vat khoang miéng con so6t lai.

Buéc 4: Tach rang va thu nhan tiy rang

1. bat rang da rira sach 1én dia Petri v6 trung moi.



2. Dung kim tach ring chuyén dung kep nhe tai ranh c¢6 ring (ranh giéi giita than ring va
chan ring) dé 1am v vo men/nga rang ma khong lam dap khéi mé tay bén trong.

3. Dung kep phau thuat vi phiu hodc kim nao tiy gip nhe nhang toan b khdi mé tiry (mau
hdng nhat) ra khoi hoc tuy.

4. Chuyén khdi tiy vira gip vao dia Petri 35 mm chira 1 mL DPBS 1X dé rira sach mau thira.

Budc 5: Phén lap té bao tily ring bang phwong phap Nubi ciy khéi mé (Tissue Explant)

1. Cit nho mé tiry: Dung ludi dao md vi phau vo tring bam nhe khdi mé tiy thanh cac manh

nho kich thudc khoang 0.5 — 1.0 mm?>.

2. Ky thuat bam dinh kho (Dry attachment):
Dung dau kep vi phau sap xép cac manh mé tiyy 1én day chai cay T25 (khoang 4 — 6
manh mé/chai T25) hodc dia 6 giéng. Phan bo déu cac manh mé dé tao khoang trng
cho té bao ting sinh.
Dit chai cdy (dd md hé nép loc) vao ti cay CO2 ¢ 37°C trong vong 15 — 30 phit
(chua thém méi truong) dé dich mé kho nhe, gitp manh mé bam dinh ty nhién vao bé
mat nhyua cua chai céy.

3. Chién lugc chém méi trudng thé tich nho (Chéng tréi mo):
Sau thoi gian G bam dinh kho, nghiéng nhe chai cdy va can than chém tir tir mot
lwong rat nhé méi truong DentalCult Primary (khoang 0.5 — 1.0 mL cho chai T25)
vao goc chai céy.
Tir tir ha phang chai ciy dé moi truong trang nhe troi qua day chai, vira di 1am 4m
ngap chan cac manh mo, tuyét doi khong dé méi truong tryc tiép 1én trén manh mo
1am trdi/ndi mo.

4. C6 dinh mdi trudng nudi ciy:
Dit chai cdy vao ta cay CO2 (37°C, 5% CO2).
Giit nguyén chai cdy, tuyét d6i khong di chuyén hay rung lic trong 3 — 5 ngay dau dé

tranh lam bung/tréi cdc manh mo.

Buéc 6: Nudi ciy ban diu va bd sung mdi trwong (Primary Culture — P0)
1. Nang thé tich méi truong: Sau 48 — 72 gid, kiém tra dudi kinh hién vi dao nguge. Khi cac
méanh mé da bam chit vao ddy chai, can than bo sung thém méi truong DentalCult Primary
1én mic chuan 3 — 4 mL/chai T25.
2. Theo ddi sy bo ra cua té bao (Outgrowth): Té bao dang hinh thoi (fibroblast-like) s& bét
dau bo ra tir vién manh moé sau khoang 5 — 8 ngay.
3. Duy tri nudi cdy: Thay méi truong DentalCult Primary dinh ky 2 — 3 ngay/lan (hat can
than moi truong cii ra va cho moi trudng madi vao nhe nhang theo thanh chai).



4. Khi cac quén thé té bao bo ra tir manh mé dat do che pht 70-80% dién tich day chai, tién
hanh ciy truyén.

Budéc 7: Nudi cdy ting sinh va cy truyén (Subculture — P1, P2...)
1. Hat bo moi trudng nuodi céy, rira nhe bé mit té bao 1 1an béng DPBS 1X.
2. Dung kep vi phiu gip bo cac manh mo tay cii (néu mudn loai bé khdi mé gdc) hodc giir
nguyén dé tiép tuc thu té bao dot sau.
3. B6 sung 1 mL Deattachment, i & 37°C trong 3 — 5 phit cho té bao thu tron va bong ra.
4. Thu huyén dich té bao, ly tim 300 x g trong 5 phut.
5. Hat bo dich nbi, tai huyén phuc cin té bao trong méi truong DentalCult. Nhuém Trypan
Blue va dém sd luong, do séng té bao.
6. Ciy truyén sang chai T75 mdi v6i mat d6 5.000 — 8.000 cells/cm? sir dung méi truong
DentalCult.
7. Tiép tuc nudi cdy, duy tri thay méi truong DentalCult mdi 23 ngay cho dén khi dat s6
luong té bao can thiét.

5. KIEM TRA CHAT LUQNG (QUALITY CONTROL)
1. Panh gia hinh thai: Té bao bo ra tir khdi mé c6 dang hinh thoi dong nhat dic trung cua té
bao gbc trung mod (MSCs).
2. Kiém tra vo tring: MAu moi trudng nudi cay & PO va P1 phai 4m tinh véi Vi khuan, Nam,
Mycoplasma va Endotoxin.
3. Phan tich ddu 4n bé mit (Flow Cytometry):
Duong tinh (> 95%): CD73, CD90, CD105.
Am tinh (< 2%): CD34, CD45, CD14/CD11b, CD19/CD79a, HLA-DR.
4. Panh gia kha niang biét hoa: Kha ning biét hoa da hudng thanh té bao xuong
(Osteoblasts), md (Adipocytes) va sun (Chondrocytes).

6. TAI LIEU THAM CHIEU & DANH MUC SAN PHAM LIEN QUAN
Danh muyc vat tur & méi trudng nudi cdy cua Vién Té bao gbc / Regenmedlab:
DentalCult Primary (Mbi truong phan 1ap/nudi cdy ban dau tity ring)
DentalCult (Mbi truong nudi cdy ting sinh tiy ring)
Transferring Medium (Dung dich van chuyén mo)
Washing Buffer (Dung dich rira té bao/md)



