| SOLATI ON OF | NNER CELL MASS FOR THE ESTABLI SHVENT OF HUMAN EMBRYONI C STEM

CELL

conprising the steps of

(hESC) LINES Abstract A nethod for i
i mobi |1 zing a bl astocyst stage enbryo having

sol ating an inner cell mass

a

zona pel | ue) INTERNATENAE APRIHEATION RN BLISHERUNRER THEPATENT COGPEARATIPNARESPPCTDr € | n

t he bl astocyst stage enbryo by |aser abl ation,
mass fromthe bl astocyst stage enbryo
t hr ough (19) &vozia MielREthAl BEdpeidy @uianizatibe
achi eved usi ng madnationt Betaudi ode | asé
t he bl astocyst

i nes.

/018783 Al

. R
stage enbryo i s used
(43) International Publication Date

E7

Zrequgh the aperture.

)

Pt T
AT TN
é"""u*"‘

and renoving the inner cel

The aperture is

O RGO N,

abl i sh human Enbryonic Stem Cel

(10) International Publication Number

6 March 2003 (06.03.2003) PCT WO 03/018783 Al
(51) International Patent Classification”: C12N 5/00, SI, SK, SL, TJ, TM, TN, TR, TT, TZ, UA, UG, US, UZ,
13/00, AG61B 17/435, 18/20, B23K 26/00 VN, YU, ZA, ZM, ZW.
(21) International Application Number: PCT/IN02/00168 (84) Designated States (regional): ARIPO patent (GH, GM,

(22) International Filing Date: 20 August 2002 (20.08.2002)

(25) Filing Language: English

(26) Publication Language: English
(30) Priority Data:

60/314,323 23 August 2001 (23.08.2001) US

(71) Applicant (for all designated States except US): RE-
LIANCE LIFE SCIENCES PVT., LTD [IN/IN];
Chitrakoot, 2nd Floor, Ganpatrao Kadam Marg, Shree,
Ram Mills Compound, Lower Parel, Mumbai 400 013,
Mabharashtra (IN).

(72)
(75

Inventors; and

Inventors/Applicants (for US only): PARIKH, Firuza,
Rajesh [IN/IN]; 122 Jolly Maker III, 119, Cuff Parade,
Mumbai 400 005, Maharashtra (IN). TOTEY, Satish, Ma-
hadeorao [IN/IN]; Flat N° 72, 7th Floor, A-Wing, Nap-
erol Tower, R.A. Kidwai Road, Wadala, Mumbai 400 031,
Maharashtra (IN). SAXENA, Shailaja, Anupam [IN/IN];
811, Punit Tower-II, Sector 11, CBD Belajour, Navi, Mum-
bai 400 614, Maharashtra (IN).

(81) Designated States (national): AE, AG, AL, AM, AT, AU,
AZ,BA,BB, BG,BR,BY,BZ, CA, CH, CN, CO, CR, CU,
CZ, DE, DK, DM, DZ, EC, EE, ES, FI, GB, GD, GE, GH,
GM, HR, HU, ID, IL,, IN, IS, JP, KE, KG, KP, KR, KZ, L.C,
LK, LR, LS, LT, LU, LV, MA, MD, MG, MK, MN, MW,
MX, MZ, NO, NZ, OM, PH, PL, PT, RO, RU, SD, SE, SG,

KE, LS, MW, MZ, SD, SL, SZ, TZ, UG, ZM, ZW),
Eurasian patent (AM, AZ, BY, KG, KZ, MD, RU, TJ, TM),
European patent (AT, BE, BG, CH, CY, CZ, DE, DK, EE,
ES, FI, FR, GB, GR, IE, IT, LU, MC, NL, PT, SE, SK,
TR), OAPI patent (BF, BJ, CF, CG, CI, CM, GA, GN, GQ,
GW, ML, MR, NE, SN, TD, TG).

Declarations under Rule 4.17:

as to the applicant’s entitlement to claim the priority of the
earlier application (Rule 4.17(iii)) for the following desig-
nations AE, AG, AL, AM, AT, AU, AZ, BA, BB, BG, BR, BY,
BZ, CA, CH, CN, CO, CR, CU, CZ, DE, DK, DM, DZ, EC,
EE, ES, FI, GB, GD, GE, GH, GM, HR, HU, ID, I, IN,
1S, JP. KE, KG, KP, KR, K7, LC, LK, LR, LS, LT, LU, LV,
MA, MD, MG, MK, MN, MW, MX, MZ, NO, NZ, OM, PH,
PL, PT, RO, RU, SD, SE, SG, SI, SK, SL, TJ, TM, TN, TR,
TT, TZ, UA, UG, UZ, VN, YU, ZA, ZM, ZW, ARIPO patent
(GH, GM, KE, LS, MW, MZ, SD, SL, SZ, TZ, UG, ZM, ZW),
Eurasian patent (AM, AZ, BY, KG, KZ, MD, RU, TJ, TM),
European patent (AT, BE, BG, CH, CY, CZ, DE, DK, EE,
ES, FI, FR, GB, GR, IE, IT, LU, MC, NL, PT, SE, SK, TR),
OAPI patent (BE, BJ, CE, CG, CI, CM, GA, GN, GQ, GW,
ML, MR, NE, SN, TD, TG)

of inventorship (Rule 4.17(iv)) for US only

Published:

with international search report

before the expiration of the time limit for amending the
claims and to be republished in the event of receipt of
amendments

For two-letter codes and other abbreviations, refer to the "Guid-
ance Notes on Codes and Abbreviations” appearing at the begin-
ning of each regular issue of the PCT Gazette.

(54) Title: ISOLATION OF INNER CELL MASS FOR THE ESTABLISHMENT OF HUMAN EMBRYONIC STEM CELL
(
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] (57) Abstract: A method for isolating an inner cell mass comprising the steps of immobilizing a blastocyst stage embryo having
a zona pellucida, trophectoderm, and inner cell mass, creating an aperture in the blastocyst stage embryo by laser ablation, and
removing the inner cell mass from the blastocyst stage embryo through the aperture. The aperture is through the zona pellucida and
the trophectoderm. The laser ablation is achieved using non-contact diode laser. The inner cell mass removed from the blastocyst
stage embryo is used to establish human Embryonic Stem Cell lines.
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