BANCO NACIONAL DE LINEAS CELULARES (TRONCALES)

National Bank of Stem Cell Lines
IMPRESO DE SOLICITUD DE DEPOSITO DE UNA LINEA EMBRIONARIA-FETAL
Application Form to Deposit a Human Cell Line

Documentos que se acomparian:
Attached documents:

X Copia de la autorizacion de derivacién de la linea celular, junto con informe del Comité Etico del
centro de procedencia.
A copy of the authorization for the derivation of the cell line, with the corresponding ethics
committee approval
[] Copia de cualquier publicacién cientifica relacionada con la derivacion y/o caracterizacion de la
linea.
A copy of any relevant published scientific papers related to the derivation and/or
characterization of the cell line

X C. V. del investigador principal (una pagina; formato libre).
A one page CV for the Principal Investigator

X Ofros (especificar).

Others (specify)
SECCION 1 Informacidn General
Section 1 General Information
Nombre de la linea: AND-1 WASKO C1.2
Name of the line: AND-1 WASKO C1.2

Investigador principal: Francisco Martin Molina
Principal Investigator:

Origen de la linea celular: AND1
Origin of the cell line

Embrionario X Fetal []
Embryonic Fetal

¢La linea celular ha sido derivada de un embrién con anomalia genética?
Has the cell line been derived from an embryo with genetic anomaly?

NO X Si [ (especificar)

No Yes  (specify)
Identificacion genética de la linea celular. Método y resultado
Genetic identity of the cell line. Method and result
No se ha realizado

Cariotipo / Karyotype 46, XY, -7, +i(7)p(20)
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SECCION 2 Datos del Depositante

Section 2 Applicant Details
Investigador Principal: Direccién Postal:
Principal Investigator: Postal address:
Francisco Martin Molina Avda de la llustracién
Centro de Trabajo: Teléfono (phone): 958637103
Institution:
Fundacién Publica Progreso y Salud- GENYO Fax: 958637071
E-mail: francisco.martin@genyo.es

SECCION 3 Datos de la Linea Celular
Section 3 Details of Cell Line

Tipo de muestra biolégica (especificar estadio embrionario, semanas de gestacion,...)
Kind of biological sample (specify embryonic stage, weeks of pregnancy,...)

Modificacion genética de la linea AND1, desarrollada previamente por el BACM en Granada

Muestra biolégica

Biological sample
Fresco [] Crioconservado X
Fresh Cryopreserved

Fecha de la obtencion del Fecha del uso o descongelacion (si congelado)

muestra biolégica Date used or thawed (if frozen)

?;;;) ;)ef obtaining the biological Marzo 2011

P March 2011
Marzo 2011
March 2011

Fecha de la donacién del
muestra biolégica

Date of donation of the
biological sample

Descripcion general del procesamiento previo de la muestra biolégica utilizada (cultivo embrionario,
procesamiento muestra fetal, ...)

General description of the processing of the biological sample used (embryonic culture, processing of fetal
sample, ...)

La linea AND1 fue obtenida del BNLC tras la aprobacion del comité pertinente para la ejecucion del proyecto
“Terapia génica del Sindrome de Wiskott-Aldrich: Desarrollo de un modelo celular humano para estudios
preclinicos”. Las células fueron cultivas tal y como se describe en la bibliografia

The AND1 line was obtained in the BNLC after the approval of the ethic committee for the execution of the
project: “Gene Therapy for Wiskott-Aldrich: Development of a human cellular model for preclinical studies”. The
cells were cultured as described in the bibliography.

Los apartados que requieran elntrada de texto, deben rellenarse tanto en Castelléno como en Inglés
Text items should be filled in both Spanish and English
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En caso de muestra embrionaria, indicar si se utilizaron blastémeros o células de la masa celular interna

y el método de aislamiento utilizado
If of embryonic origin, indicate whether blastomeres or internal cell mass were used, as well as the isolation

method

Se utilizé la linea AND1 generada previamente por el BACM como se describe en (Cortes JL, Sanchez L,
Catalina P, Cobo F, Bueno C, Martinez-Ramirez A, Barroso A, Cabrera C, Ligero G, Montes R, Rubio R, Nieto
A, Menendez P. Stem Cells Dev. 2008 Apr;17(2):255-67. doi: 10.1089/scd.2007.0157)

The AND1 line was generated by the BACM as described (Cortes JL, Sanchez L, Catalina P, Cobo F, Bueno C,
Martinez-Ramirez A, Barroso A, Cabrera C, Ligero G, Montes R, Rubio R, Nieto A, Menendez P. Stem Cells
Dev. 2008 Apr;17(2):255-67. doi: 10.1089/scd.2007.0157)

Origen del soporte celular o acelular utilizado para la derivacion, asi como de los componentes de los
medios de cultivo (si se describen en publicacion, indicar ademas referencia)

Origin of the cellular or cellular free support used in derivation in addition to the components of the culture
mediums (if they are described in a publication, please indicate the reference).

Se utiliz6 la Linea AND1 generada previamente por el BACM
It was used the AND1 line generated previously by the BACM

Mantenimiento de la linea: Line maintenance
Medio de cultivo:

1-Cuando estan creciendo sobre hMSCs como estroma: Knock-out DMEM, 20% Knockout remplazante del
suero, 1% aminoacidos no esenciales, 1% L-glutamina, 0,1mM 2-mercaptoetanol, 4 ng/ml bFGF humano.
-When growing onto hMSCs: Knock-out DMEM, 20% serum replacement, 1% non-essential aminoacids, 1% L-
glutamine, 0,1mM 2-mercaptoethanol, 4 ng/ml human bFGF.

2-Cuando se estan cultivando sobre matrigel: mismo medio pero condicionado por hMSCs + 4ng/ml bFGF
-When growing onto matrigel: same media but conditionated by hMSCs +4ng/ml bFGF

Ratio de pase: 1:2-1:3 cada 7-9 dias; 1:2-1:3 every 7-9 days

Método de pase: Passage method: enzimatico y mecanico; enzymatic and mechanical

Xenobioticos no
Xenobiotics no

Descripcion de las caracteristicas morfologicas de la linea en cuiltivo
(forma y tamaiio colonias; forma y tamaiio células; ratio nticleo/citoplasma; otros)

Description of the morphological characteristics of the line in culture (form and size of the colonies; form and size
of the cells; nucleus/cytoplasm ratio; others)

Colonias redondeadas y alargadas en la vertical. Células con elevada relacién nicleo/citoplasma.

Rounded colonies and vertically elongated. High nucleus/cytoplasm ratio.

Controles microbiolégicos realizados (indicar detalladamente)
Microbiological controls carried out (indicate in detail)

Micoplasma negativo

Mycoplasma negative
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Marcadores:
Markers
Método n° pase resultado comentarios
(ARN/proteinas)
Method Passage n. results comments
(RNA/proteins)
Oct 4 CITOMETRIA 35 +
Nanog
Rex 1 (opcional/optional)
Sox 2
SSEA3 CITOMETRIA 35 +
SSEA4 CITOMETRIA 35 +
TRA-1-60 CITOMETRIA 35 +
TRA-1-81 CITOMETRIA 35 +
Telomerasal Telomerase (opcionall/optional)
Cariotipo / Karyotype 35 46, XY, -7, +i(7)p(20)
Fosfatasa Alk. /Alkaline phosphatase
Otros / Others

Capacidad de diferenciacién
Differentiation capacity

Los apartados que requieran entrada de texto, deben rellenarse tanto en Castellano como en Inglés

Text items should be filled in both Spanish and English

Ectodermo/ Ectoderm Endodermo/Endoderm Mesodermo/ Mesoderm
marcador pase resultado marcador pase resultado marcador pase resultado
marker passage result marker passage result marker  passage result

In Vitro XXXXXX XXXXXXX CD34 35 +
CD45 35 +
CD31 35 +
CD41 35 +
CD33 35 +

In vitro

In vivo/in vivo Meétodo: Resultado:

Method: Result:
Documento de Solicitud de Depésito de Linea Celular Embrionaria-fetal. Version julio 2010 Pagina5de7




Descripcion de las caracteristicas de diferenciacion in vitro
Description of the differentiation characteristics in vitro

Diferenciacién hematopoyética mediante formacion de cuerpos embrionarios (EBs)

Haematopoietic differentiation through Embryoid bodies (EBs).

Para lograr la diferenciacién hematopoyética, los cultivos de hESCs cercanos a confluencia (dia 0) son tratados
con colagenasa IV durante 1 minuto, levantados del matrigel, transferidos a placas de cultivo de baja adhesion e
incubados O/N en EB media (KO-Dulbecco’s modified Eagle’s medium supplementado con 20% FBS, 1 mM
glutamina, 0.1 mM amino acids no esenciales y 0.1 mM B-mercaptoetanol) Al dia siguiente los EBs son
centrifugados y el se afiade nuevo medio EB suplementado con BMP-4 (25ng/ml), Flt-3L (300ng/ml), SCF
(300ng/ml), IL-3 (10ng/ml), IL-6 (10ng/ml) and G-CSF (50ng/ml) (Chadwick, Wang et al. 2003), Esta operacion
se realiza cada 4 dias hasta el final del analisis (dia 22). La diferenciaciéon mesodérmica’/hematopoyética se
analiza a diferentes dias mediante la disociacién de los EBs con colagenasa B (2 horas a 37°C) y con medio de
disociacion de Gibco (10 minutos a 37°C). Tras la disociacion las células son analizadas para la expresion mde
marcadores de superficie mesodermico y/o hematopoyéticos CD45, CD34, CD31, CD33. Los progenitores
mesodérmicos (CD34+CD45-CD31+) comienzan a aparecer a dia 12-13, los progenitores hematopoyéticos
(CD34+CD45+CD31+) a dia 14-15 y las células hematopoyéticas maduras (CD34-CD45+) alrededor del dia 15-
16.

To achieve hematopoietic differentiation, near confluent, hESCs (day 0) were treated with collagenase IV for 1
min, and scraped off from the matrigel. The hESCs were transferred to low-attachment plates (Corning Life
Sciences, Amsterdam, The Netherland) and incubated overnight in media composed by KO-Dulbecco’s modified
Eagle’s medium (Invitrogen) supplemented with 20% non-heat-inactivated FBS for hESCs (Gibco), 1 mM
glutamine, 0.1 mM non-essential amino acids and 0.1 mM B-mercaptoethanol. The next day the EBs were
centrifuged and the media was changed for the same media supplemented with BMP-4 (25ng/ml), Fit-3L
(300ng/ml), SCF (300ng/ml), IL-3 (10ng/ml), IL-6 (10ng/ml) and G-CSF (50ng/ml) (Chadwick, Wang et al. 2003),
with media changes every 4 days. EBs were dissociated using collagenase B (Roche Diagnostic, Basel,
Switzerland) for 2 hours at 37° C followed by 10 minutes incubation at 37° C with Cell Dissociation Buffer (Gibco-
Invitrogen) for FACS analysis and Colony Forming Units (CFUs) assays. Surface markers analyzed: CD45,
CD34, CD31, CD33. Mesoderm (CD34+CD45-CD31+) progenitors can be detected form day 12-13,
hematopoietic progenitors (CD34+CD45+CD31+) appear from day 14-15 and mature hematopoietic cells (CD34-
CD45+) can be observed from day 14-15.

Datos de la determinacién de pluripotencialidad in vivo o formacién de teratomas
Data of the pluripotentiality determination in vivo or teratoma formation

Se inyectan colonias en la capsula testicular o subcutaneamente en el flanco de un ratdn NOD/SCID. Una vez
crecido el teratoma se extrae, se fija y se obtienen cortes histoldgicos que se tifieron con hematoxilina/eosina y
mediante inmunohistoquimica para identificar las diferentes capas embrionarias

Colonies are injected into testicular capsule or subcutaneously into flank of a NOD/SCID mouse. When the
teratoma appears is extracted, fixed and the histologic cuts are staining with hematoxilin/feosin and by
inmunohystochemistry to identify the different germ line
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Datos de la tipificacion HLA
HLA typification data

No tenemos datos

Consistencia celular tras 6 pases de congelacién y descongelacion. Resultados.
Cell consistency alter 6 passages of freezing and thawing. Results.

Pase en el momento del registro
Passage at the time of the recording

And-1 WASKO C1.2

20F+25M (20 pases sobre feeders + 25 pases sobre matrigel)

¢Ha sido la linea modificada genéticamente?
Has the line been genetically modified?

Si Yes X No No []

Comentarios/ Comments:

The Wiskott-Aldrich Syndrome gene (WAS) was
mutated using zinc finger nucleases (ZFNs) targeting
the WAS intron 1. This ZFNs has been published in:

“Use of zinc-finger nucleases to knock out the WAS gene in
K562 cells: a human cellular model for Wiskott-Aldrich
syndrome”. Toscano MG, Anderson P, Mufioz P, Lucena G, Cobo
M, Benabdellah K, Gregory PD, Holmes MC,Martin F.

Dis Model Mech. 2013 Mar;6(2):544-54. doi: 10.1242/dmm.010652.
Epub 2013 Jan 11.

¢Se llevo a cabo un analisis clonal?
Has a clonal analysis been carried out?

Sil YesX No []

Resultado / Result. The gene modification involves
the introduction of neomicin expression cassette in the
WAS locus. We analyzed 8 clones resistant to 50
microgrames/ml of G418. Two of the eight clones had
the proper insertion of the neo cassette disrupting the
expression of the WAS gene.

And-1 WASKO C1.2 is one of those two clones
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Otras observaciones o informacién relevantes (a juicio del Investigador Principal):
Other observations or relevant information (to the discretion of the Principal Investigator):

- The WASKO C1.2 cells maintain several of the phenotypic and functional alteration found in
hematopoietic cells from WAS patients:

o Altered response to SCF of CD34+CD45+ progenitors derived form hESCsWASKO
= Cat+ responses
= Actin polimerization

o Altered response to ADP/thrombin of megakaryocytes and platelets derived from

hESCsWASKO

= Cat+ responses
= Actin polimerization
= Receptor activation (PAC-1 binding)

- The WASKO C1.2 cells have a normal hematopoietic differentiation profile (phenotipically)
compared to hESCs WT

- The WASKO C1.2 cells have a normal megakaryocytic differentiation profile (phenotipically)
compared to hESCs WT

Otras observaciones o informacion relevantes (a rellenar por el BNLC):
Other comments or relevant information (to be completed by BNLC)

Seguimiento de la linea (a rellenar por el BNLC):
Follow up of the line (to be completed by BNLC)
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SECCION 4

Declaracion

Confirmo que la informacién contenida en estos impresos es cierta y asumo total responsabilidad sobre la

misma.

| confirm that the information contained in this form is frue and | assume total responsibility for it.
Firma en I?;pr e“ﬁ? ff‘a% del Centro / Signature in | Firma del Investigador Principal
Represe a@ﬁn&qﬁ v““@;gnt_gg Signature of the Principal Investigator
(Represent r@l@a g smenia

Ei

3

Fecha /Date /y/r /‘,‘,{j

Vde }a
Name and Position of the Person Representing the Centre:

Nombre y Ca

sona Representante del Centro: Junv (E85C BAnneza Govbder

N RECTOR. EERERSTE

| Direccidén Postal:
Postal Address:

AVDA. AMER o VESPUUG & Blos e

A0 2 - Sewila

i AA
(2'12\ I'm L,,’I‘Y“'.

Teléfono /Telephone: G55 OO YSo
Fax: <5< o%o 4s*t

. T A N S Ny X
E-mail: ges honprogectot. {ps(djontecleandidcia €3
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