wo 2007/042225 A3 |00 0 0O O O OO O

A nethod for obtaining a stable xeno-free hBS cell
line, xeno-free hBS cell |ines obtained according to
said nmethod and use thereof. The method conprises the
(123 INIBBNAFIONAL) APREAOAIIGIPUHESHEDNEANDPR [THE AT TIOOORERATION TREATY (PCT)
bl ast ocyst to obtain troph oderrrencl osed i nner cell

o e R AR UL bbb

pne

ra

cell nass ce S by a xena ‘,‘,L!,,\.,z procedure, iii) placing
e

“Hanierhafdnat@iblicali®spate el | s O] 1@ I ayer(looint&uﬁfﬁﬂalfpaﬁdemon Number
Vv

cefol pril2067 8092007 Nedi u ) co-cWI(B7/042225 A3

(51) ItirmgongidfaiegClagdficitioom about 5 day4 AgentaBDBRHNS @/SdHY'S Andrsegs Boulevard 49,
C%é’rf@‘? 2P0 8D medi um V) releasing the-PahepengeinlV Riss

or eI I grl ved t her eof (si)rmgﬂafea)pnhwmyeﬁmmse indicated, for every

(21) Internatlonal Vﬁp cat 10n um yPCT}%yzoéﬁl&s% _fr dend m roiedup e tiomgiy lable) AE, AG, AL, AM,

sel ect i vel y, transf erring t i nn’é"rA‘éé?lBAnPd?ng @Bﬁ“éB‘éPZ CA, CH, CN,

(22) 1@hakisSnat@iink BRE & BL@K6& o6 00102005 eshbé%g (40 H%:ﬁg S e

cells in a xeno-free medi umto obiAkg e e LC, LK, LR, LS, LT,

(25) Fijed llagguaged i ) propagat i ng ttheisikeno-ifu; g\emhﬁs N8 MGSMBWIN, MW, MX, MY, MZ.

co-culturing with human feeder ce¥4, SGjNT, ND, X&I0E PG, €€ PL, PT, RO, RS, RU,

(26) Pyplicitienhr2%bt ai n a xeno- fP8E" hBS %ebd. SEisHeSK, FhéM, SV, SY, TJ, T™, TN, TR,

a0 PSR4 e hBS cell line is suitabl'e™ Bt Hsks P Ve VN 24, 2M 2W.
ﬂﬁé‘y (ﬁhl@e an Q. ya; ok (()/7|1§ f()@S)t s | (89). Designated States (unless otherwise indicated, for every
US 60/724,815 11 October 2005 (11.10.2005)  US kind of regional protection available): ARIPO (BW, GH,

GM, KE, LS, MW, MZ, NA, SD, SL, SZ, TZ, UG, ZM,

(71) Applicant (for all designated States except US): CEL- ZW), Eurasian (AM, AZ, BY, KG, KZ, MD, RU, TJ, TM),

LARTIS AB [SE/SE]; Arvid Wallgrens Backe 20, S-413 European (AT, BE, BG, CH, CY, CZ, DE, DK, EE, ES, I,
46 Gothenburg (SE). FR, GB, GR, HU, IE, IS, IT, LT, LU, LV, MC, NL, PL, PT,

RO, SE, SI, SK, TR), OAPI (BF, BJ, CF, CG, CIL, CM, GA,
(72) Tnventors; and GN, GQ, GW, ML, MR, NE, SN, TD, TG).

(75) Inventors/Applicants (for US only): SEMB, Henrik Published:

[SE/SE]; Soderstroms védg 6, S-237 35 Bjarred (SE). —  with international search report

STREHL, Raimund [SE/SE]; Fyradalersgatan 35, S-413 —  before the expiration of the time limit for amending the
19 Gothenburg (SE). HYLLNER, Sven Johan [SE/SE]; claims and to be republished in the event of receipt of
Bigatan 6, S-431 39 Médlndal (SE). ELLERSTROM, amendments

sgzlt;zrllgrzllgidEa{SzES]I’E)égliEl\ioﬁzrtiiail?; [18(;*5 /SSEiziV:E (88) Date of publication of the international search report:
leriusgatan 2, S-412 58 Gothenburg (SE). MOYA, Karina 31 May 2007
[SE/SE]; Ronngédrden 28, S-431 32 Molnlycke (SE). Fortwo-letter codes and other abbreviations, refer to the "Guid-
KILMARE, Eva Karin [SE/SE]; Dr. Hjorts Gata 8A, ance Notes on Codes and Abbreviations” appearing at the begin-
S-413 23 Gothenburg (SE). ning of each regular issue of the PCT Gagzette.

(54) Title: A METHOD FOR OBTAINING A XENO-FREE HBS CELL LINE

(57) Abstract: A method for obtaining a stable xeno-free hBS cell line, xeno-free hBS cell lines obtained according to said method
and use thereof. The method comprises the steps of: i) removing the zona pellucida from a blastocyst to obtain trophectodermen-
closed inner cell mass by a xeno-free procedure, ii) at least partly removing the trophectoderm to obtain isolated inner cell mass cells
by a xeno-free procedure, iii) placing the inner cell mass cells on a layer of human feeder cells in a xeno-free medium, iv) co-culturing
of the inner cell mass cells with human feeder cells for a time period of from about 5 days to about 50 days in a xeno-free medium, v)
releasing the inner cell mass cells or cells derived thereof from trophectoderm overgrowth, if any, by a xeno-free procedure, vi) se-
lectively, transferring the inner cell mass cells or cells derived thereof to a fresh layer of human feeder cells in a xeno-free medium to
obtain xeno-free hBS cells, vii) propagating the xeno-free hBS cells by co-culturing with human feeder cells in a xeno-free medium
to obtain a xeno-free hBS cell line. The xeno-free hBS cell line is suitable for use in medicine and in in vitro testing.



