i Primer Characteristics 4 CLOSE>>
caling Up or Down Lipofectamine™ MessengerMAX™ Reagent Transfections Forward primer
e the following table to scale the volumes for your transfection experiment. The most common sizes The following primer features are recommended to enhance mRNA yield P ri nt P roto COI.
e listed below. approach. Transcription initiation begins at bold G in segment 2
i
Culture | Multiplication : Print Po P- U ps
Segment Sequence
96-well 0.17 100 uL 2x5uL 0.1 0.2-05 1 Upstream spacer GC Increase RNA polymerase binding
48-well 0.50 250 L 2x125uL 0.25 0.5-1.3 2 T7 promoter TAATACGACTCACTATAGGG Transcription initiation
24-well 1.00 500 pL 2x25uL 0.5 1-2.5 3 Downstream spacer ACAG Increase ribosome binding
12-well 2.00 1mL 2 x50 pL 1 2-5 4 Kozak sequence GCCACC Translation initiation
6-well 5.00 2mL 2 x 100 pL 2.5 5-125 5 Start codon ATG Translation initiation
60-mm 11.05 5mL 2 x 250 uL 5.5-11 11-28 . Length varies according to desired mel
6 Gene specific sequence | 17-22 bp
10-cm 28.95 10 mL 2 x 500 pL 14-28 29-73 temperature
T75 39.47 15mL 2 x 750 uL 20-40 39-100 Reverse primer
T175 92.11 35 mL 2x1.75mL 46-90 92-230 Adjust the final primer length according to the desired melting temperature.
fter determining the optimum reagent amount, use the multiplication factor to determine the Example of reverse primer sequence:

agent amount needed for your new plate format.
Sequence of interest: 5-...ACGAGCTGTACAAGTAA-3

)ptimum amount needed is determined from the protocol (see page 1).

Reverse primer sequence: 5-TTACTTGTACAGCTCGT...-3’
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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/terms and conditions. If
you have any questions, please contact Life Technologies at www.lifetechnologies.com/support.

Important licensing information

This product may be covered by one or more Limited Use Label Licenses. By use of this product, you accept the terms and
conditions of all applicable Limited Use Label Licenses.

Disclaimers

TO THE EXTENT ALLOWED BY LAW, LIFE TECHNOLOGIES AND/OR ITS AFFILIATE(S) WILL NOT BE LIABLE FOR
SPECIAL, INCIDENTAL, INDIRECT, PUNITIVE, MULTIPLE OR CONSEQUENTIAL DAMAGES IN CONNECTION
WITH OR ARISING FROM THIS DOCUMENT, INCLUDING YOUR USE OF IT.
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Lipofectamine™ MessengerMAX™ Reagent mRNA Transfection Protocol

Transfect cells according to the following table. Use the indicated volume of transfection reagent at the two recommended doses as a starting point for optimization.
Volumes in each column are for a single well. Scale the volumes proportionally for additional wells.

Procedure Details (Two Reaction Optimization)

Each reaction mix volume is for one well and accounts for pipetting variations.

2, 1 —'~ Seed cells to be 70-90%
a === confluent at transfection Adherent cells 1-4 x 10* 0.5-2 x 10° 0.25-1 x 10°
Diluted MessengerMAX™ Reagent . - .
2 in Opti-MEM™ Medium (2 tubes) Lipofectamine™
Vortex 2-3 soc - Mix well MessengerMAX™ Reagent 0.15 and 0.3 uL 0.75 and 1.5 uL 3.75and 7.5 uL
Incubate diluted MessengerMAX™ Reagent in Opti-MEM™ Medium for 10 minutes at
3 . Incubate
10 room temperature.
Diluted mRNA . . )
s Prepare Diluted mRNA master Opti-MEM™ Medium 10 uL 50 uL 250 uL
4 mix by adding mRNA to Opti-
MEM™ Medium - Mix well mRNA (0.5-5 ug/uL) 0.2 ug 1pg 5nug
-
g Y ) Add Diluted mRNA to each tube Diluted mRNA 5pL 25 pL 125 pL.
S of Dlll?Uted Mte [S 1s-(:ng(:_r TAX Diluted Lipofectamine™ 54l 25 4l 125 1l
eagent {1:1 ratio MessengerMAX™ Reagent B H B
6 C>5\‘ Incubate Incubate for 5 minutes at room temperature.
l mRNA-lipid complex 10 uL 50 uL 250 uL.
7 Add mRNA-lipid complex to cells mRNA 100 ng 500 ng 2500 ng
. Lipofectamine™
MessengerMAX™ Reagent 0.15 and 0.3 uL. 0.75 and 1.5 uL 3.75 and 7.5 uL
(32] Q
\ Visualize/analyze transfected
Y 8 L o cells Incubate cells for 1-2 days at 37°C. Then, analyze transfected cells.
© —
[a]

For support, visit www.lifetechnologies.com/support.


www.lifetechnologies.com/support

	life_technologies_URL 8: 
	Page 1: Off

	Hyperlink-Rollover 5: 
	Hyperlink-Rollover 8: 
	Hyperlink-Rollover 9: 
	btn-Warranty: 
	btn-Scaling Up or Down: 
	btn-Expected_Results: 
	btn_Show Print: 
	PopUp-Warranty: 
	Hyperlink-Rollover 4: 
	PopUp-Scaling Up or Down: 
	PopUp-Expected_Results: 
	PopUp-PrintOptions: 
	btn_PrintPop-Ups: 
	btn_PrintProtocol: 
	Page1-Print PopUp: 


