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TagMan® hPSC Scorecard™ Panel Workflow

Detailed protocol is available at www.lifetechnologies.com/manuals.

ESC/iPSC Sample -} RNA Isolation -} DNase Treatment -}cDNA Preparation
DNA-free™ Kit (optional] High Capacity cDNA RT

Undifferentiated ESC/ TRIzol® Organic Phase

iPSC Extraction (Cat. no. AM1906)
Differentiated ESC/ 1. Harvest sample with 1. Remove contaminating
iPSC TRIzol® reagent DNA from the RNA
JEmbryoidlbodies (Cat. no. 15596). sample.
(week 1) 2. Extract RNA using 2. Measure A and A,
or chlor.oform. . to determine total
* Directly differentiated S- Precipitate RNAin RNA amount and
cells 100% isopropanol quality.

4. Wash RNA in 75%
ethanol.

Resuspend RNA in
20-50 pL RNase-free
water.

Sample requirements:

[RNA] (pg/mL):
>5 x 10° cells/sample 5. 1

A,,, x 40 x dilution factor

Recommended ratio:

Sample requirements: Aseef Ao = ~2.0

1 mL TRIzol® reagent per
6-cm culture dish

Kit with RNase Inhibitor
(Cat. no. 4374966)

8 reverse transcription
(RT) reactions per RNA
sample:

1.

Dilute 1 pg RNA in
225 pL RNase-free
water and 225 pL 2x RT
master mix.

. Aliquot 50 L RT reaction
mix per well or PCR tube.

. Perform RT reaction

using the following
conditions:
25°C - 10 min
37°C - 120 min
85°C - 5 min
4°C - hold

TaqMan® qRT-PCR

f

PSC Scorecard™ Panel

Experiment Type:
Standard Curve

qPCR Setup:

1.

w

Add 20 pL water and
70 pL 2x master mix
per RT reaction

(i.e., cDNA sample;
total final V = 140 pL).

o 96-wells: TagMan®
Fast Advanced
Master Mix
(Cat. no. 4444557)

e 384-wells: TagMan®
Gene Expression
Master Mix
(Cat. no. 4369016)

. Load 10 pL per well

into hPSC Scorecard™
plate (see loading
guide below).

. Run plate (see cycling

parameters below).



TagMan® hPSC Scorecard™ Panel loading guide
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(1 cDNA sample per 96-well plate)
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Sample 1 Sample 2 Sample 3 Sample 4

(4 cDNA samples per 384-well plate)

Cycling parameters

TagMan® hPSC Scorecard™ 96w FAST
(Cat. nos. A15876, A15871)
Run Mode: Fast
TagMan® Fast Advanced Master Mix
(Cat. no. 4444557)
PCR (40 cycles)

Hold Melt Anneal/extend

95°C 95°C 60°C
20 sec 1sec 20 sec

TagMan® hPSC Scorecard™ 384w

(Cat. nos. A15870, A15872)

Run Mode: Standard

TagMan® Gene Expression Master Mix
(Cat. no. 4369016)

PCR (40 cycles)

Hold | Hold | Melt | Anneal/extend

50°C | 95°C | 95°C 60°C

2 min | 10 min | 15 sec 1 min




WARNING! For every chemical, read the Safety Data Sheets (SDSs) and follow the handling
instructions. Wear appropriate protective eyewear, clothing, and gloves. Safety Data Sheets
(SDSs) are available from www.lifetechnologies.com/support.

Documentation and Support

For additional product and technical information, such as Safety Data Sheets (SDS), Certificates
of Analysis, etc., visit our website at www.lifetechnologies.com. For further assistance, email our
Technical Support team at techsupport@lifetech.com.

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.

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.

Limited Use Label License: Research Use Only

The purchase of this product conveys to the purchaser the limited, non-transferable right to use the purchased
amount of the product only to perform internal research for the sole benefit of the purchaser. No right to resell this
product or any of its components is conveyed expressly, by implication, or by estoppel. This product is for internal
research purposes only and is not for use in commercial applications of any kind, including, without limitation,
quality control and commercial services such as reporting the results of purchaser’s activities for a fee or other
form of consideration. For information on obtaining additional righs, please contact outlicensing(@lifetech.com or
Out Licensing, Life Technologies Corporation, 5791 Van Allen Way, Carlsbad, California 92008.

Notice to Purchaser: Limited License
Diagnostic uses of this product require a separate license from Roche. For information on obtaining additional rights,

please contact outlicensing(@lifetech.com or Out Licensing, Life Technologies Corporation, 5791 Van Allen Way,
Carlsbad, California 92008.

Notice to Purchaser: Limited License

Patents covering oligonucleotide conjugates of Minor Groove Binder ("MGB") are owned by ELItech Group and licensed
to Life Technologies for use in assays whereby the detection is mediated by a 5" nuclease activity of a polymerase
enzyme (the 5" Nuclease Process”). The purchase of this product includes a license to use only this amount of
product solely for the purchaser’s own use and may not be used for any other commercial use, including without
limitation human in vitro diagnostics, repackaging or resale in any form (including resale by purchasers who are
licensed to make and sell kits for use in the 5 Nuclease Process). Corresponding products conveying commercial
and diagnostic use rights for MGB may be obtained from Life Technologies only under a separate agreement.

For information on obtaining additional rights, please contact outlicensingf@lifetech.com or Out Licensing, Life
Technologies Corporation, 5791 Van Allen Way, Carlsbad, California 92008.

Trademarks

The trademarks mentioned herein are the property of Life Technologies Corporation and/or its affiliate(s) or their
respective owners.

TagMan is a registered trademark of Roche Molecular Systems, Inc. Used under permission and license.

TRIzol is a registered trademark of Molecular Research Center, Inc.
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