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Vitronectin, truncated recombinant

Description
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human (VTN-N) (CUO)

The truncated recombinant human vitronectin (VIN-N), corresponding to the amino acid fragment 62—478 of human vitronectin
expressed in E. coli, is purified from inclusion bodies and refolded for use as a substrate for the feeder-free culture of human

pluripotent stem cells (PSCs) in Essential 8™ medium. When used with
pluripotency and normal growth characteristics in multiple PSC lines.

Essential 8" Medium, VIN-N has been proven to maintain

Product Catalog No.

Amount Storage Shelf Life*

Vitronectin, truncated recombinant human (VTN-N) A15068

1 mL (0.5 mg/mL) Store at -80°C 24 months

* Shelf Life duration is determined from Date of Manufacture, which can be found on the Certificate of Analysis (CoA).

Product Use
For Research Use Only. Not for use in diagnostic procedures.

Important Information

Cells cultured in Essential 8™ Medium (Cat. no. A1517001) on
vitronectin-coated culture vessels should be passaged using

0.5 mM EDTA prepared in Dulbecco's Phosphate-Buffered Saline
(DPBS) without calcium or magnesium (Cat. no. 14190).
Alternatively, cell passaging can be performed using Versene
solution (Cat. no. 15040), which is 0.48 mM EDTA in PBS. Use of
enzymes such as collagenase and dispase, for passaging these
cells results in compromised viability and attachment.

Safety Information

Read the Safety Data Sheets (SDSs) and follow the handling
instructions. Wear appropriate protective eyewear, clothing, and
gloves.

Culture Conditions

Culture Type: Adherent feeder-free

Substrate: Vitronectin (VTN-N)

Recommended Media: Complete Essential 8™ medium
Temperature Range: 36°C to 38°C

Incubator Atmosphere: Humidified atmosphere of 5% CO,.
Ensure that proper gas exchange is achieved in culture vessels.

Working Concentration
The optimal working concentration of vitronectin is cell line
dependent and must be determined empirically. We recommend
using a final coating concentration of 0.5 pg/cm? on the culture
surface. Prior to coating culture vessels, calculate the working
concentration of vitronectin using the formula below and dilute
the stock appropriately. Refer to Table 1 for culture surface area
and volume required.

Culture Surface Area

Working Conc. = Coating Conc.
oriing L-one. = L0aling FONe X TVl Required for Surface Area

Stock Concentration (0.5 mg/mL)

Dilution Factor = - -
Working Concentration

For example, to coat a 6-well plate at a coating concentration of
0.5 ng/cm?, you will need to prepare 6 mL of diluted vitronectin
solution (10 cm?/well surface area and 1 mL of diluted
vitronectin/well; see Table 1) at the following working
concentration:

Worki 05 pg/emx — 0™ 5o /mL
orking conc. = 0. cmix ———— = m
g Hg Tl ng
0.5 L
Dilution factor = L/m =100X (i.e., 1:100 dilution)
5ug/mL

Coat Culture Vessels with Vitronectin

Instructions for coating a 6-well culture plate with vitronectin at

a coating concentration of 0.5 pg/cm? are provided below. For

volumes used in other culture vessels, refer to Table 1. To

calculate the working concentration of vitronectin used with
other coating concentrations and to determine the appropriate
dilution factor, use the equations above.

1. Upon receipt, thaw the vial of vitronectin at room temperature
and prepare 60-pL aliquots of vitronectin in polypropylene
tubes. Freeze the aliquots at -80°C or use immediately.

2. To coat the wells of a 6-well plate, remove a 60-uL aliquot of
vitronectin from -80°C storage and thaw at room temperature.
You will need one 60-pL aliquot per 6-well plate.

3. Add 60 pL of thawed vitronectin into a 15-mL conical tube
containing 6 mL of sterile DPBS without Calcium and
Magnesium (Cat. no. 14190-144) at room temperature. Gently
resuspend by pipetting the vitronectin dilution up and down.

Note: This results in a working concentration of 5 pg/mL
(i.e., a 1:100 dilution).

4. Add 1 mL of the diluted vitronectin solution to each well of a
6-well plate (refer to Table 1 for the recommended volumes
for other culture vessels). When used to coat a 6-well plate
(10 cm?/well) at 1 mL/well, the final concentration will be
0.5 ug/cm?.

5. Incubate the coated plates at room temperature for 1 hour.
Note: The culture vessel can now be used or stored at 2-8°C
wrapped in laboratory film for up to a week. Do not allow the
vessel to dry. Prior to use, pre-warm the culture vessel to
room temperature for at least 1 hour.

6. Aspirate the vitronectin solution and discard. It is not
necessary to rinse off the culture vessel after the removal of
vitronectin. Cells can be passaged directly onto the
vitronectin-coated culture vessels.

Table 1 Reagent Volumes (in mL per well or per dish)

Culture vessel Approx. surface Yolume f)f dilut?d
area Vitronectin solution
6-well plate 10 cm? per well 1.0 mL per well
12-well plate 4 cm? per well 0.4 mL per well
24-well plate 2 cm? per well 0.2 mL per well
35-mm dish 10 cm? 1.0 mL
60-mm dish 20 cm? 2.0mL
100-mm dish 60 cm? 6.0mL
T-25 flask 25 cm? 2.5mL
T-75 flask 75 cm? 7.5 mL
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Related Products

Product Cat. no.
Essential 8™ Medium A1517001
Dulbecco’s PBS (DPBS) without Calcium and Magnesium 14190
UltraPure™ 0.5 M EDTA, pH 8.0 15575
Versene Solution 15040

Explanation of Symbols and Warnings
The symbols present on the product label are explained below:

(J Jﬂ’ LOT REF ‘

Read safety
data sheet

Use by Te_mpergture Batch code | Catalog number Manufacturer
limitation

Limited Product Warranty

Life Technologies Corporation and/or its affiliate(s) warrant their
products as set forth in the Life Technologies” General Terms and
Conditions of Sale found on Life Technologies” website at
www.lifetechnologies.com/termsandconditions. If you have any
questions, please contact Life Technologies at
www.lifetechnologies.com/support.

Purchaser Notification

Limited Use of Life Technologies Products for Commercial Purposes -
“Commercial Purposes” means any activity by a party for consideration
and may include, but is not limited to: (i) use of the product or its
components in product development or manufacturing; (ii) use of the
product or its components for therapeutic, diagnostic or prophylactic
purposes; (iii) resale of the product or its components, whether or not
such product or its components are resold for use in research. One of
more of the listed uses may be excluded by separate terms and
conditions. Although these materials are authorized to be used for
Commercial Purposes in accordance with the agreed purchase terms and
conditions, these materials are research grade materials and are not
manufactured in accordance with United States Food and Drug
Administration good manufacturing practices or in accordance with any
other similar laws or regulations in other jurisdictions. The purchaser of
these materials shall ensure that any use of these materials for
Commercial Purposes is in compliance with the requirements of the
applicable regulatory authority in the region in which the Commercial
Purpose takes place. The purchaser shall be solely responsible for testing
and determining the suitability of these materials for such intended
Commercial Purposes, and for communicating the appropriate
cautionary information to end users of such Commercial Purposes.

Limited Use Label License: Stem Cell Intellectual Property Disclaimer -
Products associated with this label license are not provided with a license
to any patents not owned by or licensed to Life Technologies Corporation
and related to stem cells. Users of Life Technologies Corporation’s
products subject to this label license should determine for themselves
whether they have all of the appropriate licenses in place. Further, no
warranty is provided that the use of these products will not infringe third
party intellectual property related to stem cells.

Made in USA
Life Technologies, 7335 Executive Way, Frederick, MD 21704

For additional technical information such as Safety Data Sheets (SDS), Certificates of Analysis, visit www.lifetechnologies.com/support.

For further assistance, email techsupport@lifetech.com

© 2013 Life Technologies Corporation. All rights reserved. The trademarks mentioned herein are the property of Life Technologies Corporation and/or their affiliate(s) or their
respective owners. Essential 8 is a trademark of Cellular Dynamics International.

DISCLAIMER: LIFE TECHNOLOGIES CORPORATION AND/OR ITS AFFILIATE(S) DISCLAIM ALL WARRANTIES WITH RESPECT TO THIS DOCUMENT, EXPRESSED OR IMPLIED,
INCLUDING BUT NOT LIMITED TO THOSE OF MERCHANTABILITY, FITNESS FOR A PARTICULAR PURPOSE, OR NON-INFRINGEMENT. TO THE EXTENT ALLOWED BY LAW,

IN NO EVENT SHALL LIFE TECHNOLOGIES AND/OR ITS AFFILIATE(S) BE LIABLE, WHETHER IN CONTRACT, TORT, WARRANTY, OR UNDER ANY STATUTE OR ON ANY OTHER
BASIS FOR SPECIAL, INCIDENTAL, INDIRECT, PUNITIVE, MULTIPLE OR CONSEQUENTIAL DAMAGES IN CONNECTION WITH OR ARISING FROM THIS DOCUMENT, INCLUDING
BUT NOT LIMITED TO THE USE THEREOF. technologies"

www.lifetechnologies.com
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