
Introduction
��ll�pore�s���ll�cell�H��T-600�and�T-1000�mult�layer��asks�offer�many�features�and�bene�ts�for�the�growth�of�large�quant�t�es�of�cells.�
These�ster�le,�d�sposable��asks��ncorporate�a�mult�layer�des�gn�that��ncreases�the�surface�area�for�cell�growth��n�a�footpr�nt�s�m�lar�to�
trad�t�onal�T-�asks.�Cell�seed�ng�dens�ty�and�med�a�volume�are�l�nearly�scalable�based�on�surface�area.���ll�cell�H��Flasks�have�easy�
p�pette�access�for�asp�rat�ng�and�d�spens�ng,�and�allow�for�pour�ng��f�des�red.

Millicell® HY Flasks 
T-600 and T-1000
User Guide

�f�exchange�of�the�med�a��s�requ�red,�e�ther�asp�rate�or�pour�the�med�a�from�the���ll�cell�H��T-600�or�T-1000�Flask.�.�
Note: Due�to�the�larger�surface�area�of�the���ll�cell�Flasks,��t�may�be�necessary�to�let�the��ask�stand�on��ts�s�de�for�several�m�nutes�
follow�ng�each�asp�rat�on�so�that�all�res�dual�l�qu�d�pools�to�a�common�po�nt,�allow�ng�for�a�second�asp�rat�on�to�completely�remove�
the�rema�n�ng�l�qu�d.
Add�appropr�ate�volume�of�fresh�med�a,�and�repeat�steps�4�8.10.�

Media Exchange

OR

ASPIRATE POUR

Depend�ng�on�the�volume��t�may�be�necessary�to�rock�the�7.�
�ask�on�all�four�corners�to�ensure�that�the�ent�re�surface�wets.
Note:��f�the�l�qu�d�volume�on�any�of�the�layers�changes� 
dur�ng�the�wett�ng�procedure�(e.g.,�sp�ll�ng�of�l�qu�d�from�top�
layer�to�lower�layers�,�repeat�steps�4�6�to�ensure�even� 
d�str�but�on�of�l�qu�d�among�all�layers.

Lay�the��ask�down�to�6.�
spread�the�cell�suspens�on�
evenly�across�the�ent�re�
surface�of�each�layer.

Return�the��ask�to�a�vert�cal� 8.�
pos�t�on�when�transport�ng�to�
the��ncubator.�Lay�the��ask��at�
�n�the��ncubator�(as��n�step�6��
and culture cells under appro-
pr�ate�cond�t�ons.

WETTING (OPTIONAL) DISTRIBUTE TRANSPORT

Protocol
Cell Seeding

F�ll�the���ll�cell�H��T-600�or�1.�
T-1000�Flask�w�th�the� 
des�red�growth�med�a.
Add�des�red�number�of�cells�2.�
to�ach�eve�typ�cal�seed�ng�
dens�ty.

Br�e�y�lay�the��ask�on��ts�4.�
s�de�to�equ�l�brate�the�l�qu�d�
volume�equally�among�the�
layers�of�the��ask.

��x�the�cells�and�med�a�by�ra�s�ng�3.�
the�end�of�the��ask�and�p�pett�ng�
the�solut�on�up�and�down�several�
t�mes�unt�l�a�homogeneous� 
suspens�on��s�ach�eved.
Note:�Fa�lure�to�adequately�m�x�
cells��nto�a�homogeneous� 
suspension may result in an  
uneven�d�str�but�on�of�cells�across�
the�layers�of�the���ll�cell�H��Flask.

T�lt�the��ask�on��ts�end�to� 5.�
part�t�on�the�l�qu�d�volume� 
for�each�layer�of�the��ask.
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Copyr�ght�200�,���ll�pore�Corporat�on.�All�r�ghts�reserved. 
��ll�pore,���ll�cell,���llex,�and�Ster�cup�are�reg�stered�trademarks�of� 
��ll�pore�Corporat�on. 
EcoStand�and�the���mark�are�trademarks�of���ll�pore�Corporat�on.

Properties
��ll�cell�H��Flasks�are�t�ssue�culture�treated�and�ster�l��ed�by�gamma��rrad�at�on�(all�components�,�ready�for�use�as�rece�ved.�The��asks�
are�non-cytotox�c�and�non-pyrogen�c��endotox�n�levels�are�≤�20.0�endotox�n�un�ts�per�dev�ce�when�tested�for�bacter�al�endotox�ns�accord-
�ng�to�the�US�.���ll�cell�H��Flasks�are�for�research�use�only.

Technical Assistance
For�more��nformat�on,�contact�the���ll�pore�of�ce�nearest�you.��n�the�
U.S.,�call�1-800-��LL��ORE�(1-800-645-5476�.�Outs�de�the�U.S.,�see�
your���ll�pore�catalogue�for�the�phone�number�of�the�of�ce�nearest�you,�
or�go�to�our�web�s�te�at�www.m�ll�pore.com/of�ces�for�up-to-date�world-
w�de�contact��nformat�on.��ou�can�also�v�s�t�the�tech�serv�ce�page�on�our�
web�s�te�at�www.m�ll�pore.com/techserv�ce.

Standard Warranty
��ll�pore�Corporat�on�(“��ll�pore���warrants��ts�products�w�ll�meet�the�r�
appl�cable�publ�shed�spec��cat�ons�when�used��n�accordance�w�th�the�r�
appl�cable��nstruct�ons�for�a�per�od�of�one�year�from�sh�pment�of�the�
products.�MILLIPORE MAKES NO OTHER WARRANTY, EXPRESSED 
OR IMPLIED. THERE IS NO WARRANTY OF MERCHANTABILITY 
OR FITNESS FOR A PARTICULAR PURPOSE.�The�warranty�prov�ded�
here�n�and�the�data,�spec��cat�ons,�and�descr�pt�ons�of���ll�pore�products�
appear�ng��n���ll�pore�s�publ�shed�catalogues�and�product�l�terature�may�
not�be�altered�except�by�express�wr�tten�agreement�s�gned�by�an�of�cer�
of���ll�pore.�Representat�ons,�oral�or�wr�tten,�wh�ch�are��ncons�stent�w�th�
th�s�warranty�or�such�publ�cat�ons�are�not�author��ed�and��f�g�ven,�should�
not�be�rel�ed�upon.
�n�the�event�of�a�breach�of�the�forego�ng�warranty,���ll�pore�s�sole� 
obl�gat�on�shall�be�to�repa�r�or�replace,�at��ts�opt�on,�the�appl�cable� 
product�or�part�thereof,�prov�ded�the�customer�not��es���ll�pore�promptly�
of�any�such�breach.��f�after�exerc�s�ng�reasonable�efforts,���ll�pore��s� 
unable�to�repa�r�or�replace�the�product�or�part,�then���ll�pore�shall�refund�
to�the�customer�all�mon�es�pa�d�for�such�appl�cable�product�or�part.� 
MILLIPORE SHALL NOT BE LIABLE FOR CONSEQUENTIAL,  
INCIDENTAL, SPECIAL, OR ANY OTHER INDIRECT DAMAGES  
RESULTING FROM ECONOMIC LOSS OR PROPERTY DAMAGE 
SUSTAINED BY ANY CUSTOMER FROM THE USE OF ITS  
PRODUCTS.

Recognizing the diversity of opinions regarding embryonic stem cell research, Millipore is 
ded�cated�to�conduct�ng��ts�bus�ness��n�an�eth�cal�and�sc�ent��call��respons�ble�manner���e�are�
committed to our customers, shareholders, employees, and the global research community in our 
de�elopment�of�the�h�ghest-qual�t�,�state-of-the-art�products�and�ser��ces�for�th�s�emerg�ng��eld�

��ll�cell�H��Flasks�have�been�tested�for�use��n�
stem�cell�research�appl�cat�ons.�The�tests��nvolved�
grow�ng�12�/S6�mES�cells��n���ll�cell�H��Flasks�for�
5�passages,�then�con�rm�ng�plur�potency�by�cell�
morphology�and�sta�n�ng�for�SSEA-1�and�Oct-4.

Remove�med�a�as��n�step��.11.�
Add�des�red�amount�of�appropr�ate�wash�solut�on�(e.g.,��BS�or�0.02��EDTA��to�the��ask�and�repeat�steps�4�7.12.�
Remove�wash�solut�on�as��n�step��.13.�
Add�des�red�amount�of�d�ssoc�at�on�en�yme�(e.g.,�0.25��tryps�n/EDTA�or�equ�valent��accord�ng�to�preferred�protocol,�repeat�steps�14.�
4�8,�and��ncubate.�Volume�of�d�ssoc�at�on�en�yme�requ�red�per�cm2�does�not�need�to�be�altered�from�T-�ask�protocol.
Note: Ensure�that�all�cells�have�completely�d�ssoc�ated�from�the�surface�of�the��ask�v�a�observat�on�under�m�croscope.�Fa�lure�to� 
allow�complete�d�ssoc�at�on�of�cells�from�culture�surface�(such�that�all�cells�are�freely��oat�ng��may�result��n�reduced�cell�y�elds.
�f�us�ng�tryps�n,�add�des�red�volume�of��nact�vat�ng�solut�on,�such�as�serum-conta�n�ng�med�a.15.�
Collect�cells�e�ther�by�asp�rat�ng�or�pour�ng,�as��n�step��.16.�

Protocol, continued
Cell Harvest

Description Cat. No. Qty/Pk
Millicell HY Flasks
��ll�cell�H��Flask�T-600,�ster�le �FH�S0616 16 
��ll�cell�H��Flask�T-1000,�ster�le �FH�S1008 8

Related Products
Ster�cup®�Ster�le�F�lter�System,� 
500�mL,�0.22��m�w�th��ES�membrane

SCG�U05RE 12

D�E��1X,�L�qu�d,�w/�1,000�mg/L� 
Glucose,�L-Glutam�ne,�and�Sod�um�
�yruvate

SL�-01�-B 500 mL

6-well�Cell�Culture��late,� 
t�ssue�culture�treated,�ster�le

���WS0650 50

12-well�Cell�Culture��late,� 
t�ssue�culture�treated,�ster�le

���WS1250 50

24-well�Cell�Culture��late,� 
t�ssue�culture�treated,�ster�le

���WS2450 50

��llex®�33�mm�Ster�le�F�lter�Un�t,� 
0.22��m��ES�membrane

SLG�033RS 50

Ecostand��Tube�Holder,�15�mL SC15TB001 1
Ecostand�Tube�Holder,�50�mL SC50TB001 1

Product Ordering Information
Th�s�sect�on�l�sts�the�catalogue�numbers�for�the���ll�cell�H��
Flasks�and�related�products.�See�the�Techn�cal�Ass�stance� 
sect�on�for��nformat�on�about�contact�ng���ll�pore.��ou�can�also�
purchase���ll�pore�products�on-l�ne�at�www.m�ll�pore.com/ 
products.

����������ons
Materials of Construction

Flask Polystyrene
Cap H�gh�dens�ty�polyethylene
Cap�vent 0.2��m�polypropylene

Dimensions T-600 T-1000
Length 22.2�cm 22.2�cm
W�dth 12 cm 12 cm
He�ght�(exclud�ng�cap� 3.2�cm 5.1�cm
He�ght�(�nclud�ng�cap� 5.5�cm 7.4�cm
Surface�area 5�6.4�cm2 �84.4�cm2

Recommended Media Volume 120�180�mL 200�300�mL

2

6

Troubleshooting
Issue Solution
The�med�a�dra�ns�down�to�the�
lower�levels�of�the��ask�dur�ng�
�ncubat�on.

�ake�sure�that�the��ncubator�
�s�level.�
Do�not�exceed�recommended�
med�a�volume.

The�med�a��s�touch�ng�the�top/
l�d�of�the��ask.�

Th�s�occurs�when�us�ng� 
��0.3�mL/cm2 of�med�a,�or� 
med�a�w�th�h�gh�v�scos�ty�(e.g.,�
20��serum�.���ll�pore�s� 
sc�ent�sts�have�demonstrated�
that�th�s�w�ll�not��mpact�overall�
cell�growth/v�ab�l�ty.�To� 
m�n�m��e�th�s�problem,�reduce�
the�med�a�volume�or�serum�
content.
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