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I. Introduction 
This protocol describes the set-up for generating 96 uniquely-indexed Illumina® RNA-Seq libraries by PCR 

amplification of purified first-strand cDNA using the SMARTer Stranded RNA-Seq Kit HT (Cat. No. 634862). 

This protocol supplements the SMARTer Stranded RNA-Seq Kit User Manual Section V.C. The full protocol and 

additional information about the SMARTer Stranded RNA-Seq Kit HT can be found in the user manual. 

II. Protocol for High-Throughput 96-Well PCR Amplification 
1. Pick which combination of Forward PCR Primers HT and Reverse PCR Primers HT you will use. The 

combination of Forward and Reverse primers gives the unique index for each well of a 96-well plate. 

 
Figure 1. Forward PCR Primer HT and Reverse PCR Primer HT tubes. 

 

2. Aliquot the Forward PCR Primers HT into 0.2 ml tubes in numerical order. Forward primers are in tubes with 

red caps labelled F1, F2, … F8. Be careful not to cross-contaminate the primers. 

NOTE: If you are using less than the full 96 indexes, choose the subset of primers you would like to use and 

aliquot those into the appropriate number of 0.2 ml tubes, being careful to record which indexes are in which 

tube.  

 

Figure 2. Forward PCR Primer HT aliquoted into tubes, ready to be added to first-strand cDNA. 

 

3. Using an 8-channel pipette, add 1 µl of each Forward PCR Primer HT to the wells of the 96-well plate 

containing the bead-bound, purified DNA with PCR Master Mix. Be careful not to cross-contaminate the 

wells. Each well in a single row will have the same Forward PCR Primer HT Index. 
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Figure 3. Addition of Forward PCR Primer HT 

 

4. Aliquot the Reverse PCR Primers HT into 0.2 ml tubes in numerical order. Reverse primers are in tubes with 

blue caps labelled R1, R2, … R12. Be careful not to cross-contaminate the primers. 

 
Figure 4. Reverse PCR Primer HT aliquoted in tubes, ready to be added to first-strand cDNA. 

 

5. Using a 12-channel pipette, add 1 µl of each Reverse PCR Primer HT to the wells of the 96-well plate 

containing the bead-bound, purified DNA, PCR Master Mix and the Forward PCR Primer HT. Be careful not 

to cross-contaminate the wells. Each well in a single column will have the same Reverse PCR Primer HT 

Index. In this way, each well of the 96-well plate will have a unique index.  

 
Figure 5. Addition of Reverse PCR Primer HT  

 

6. Proceed with cDNA amplification as described in the SMARTer Stranded RNA-Seq Kit User Manual. 
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Contact Us 

Customer Service/Ordering Technical Support 

tel: 800.662.2566 (toll-free) tel: 800.662.2566 (toll-free) 

fax: 800.424.1350 (toll-free) fax: 800.424.1350 (toll-free) 

web: www.clontech.com  web: www.clontech.com  

e-mail: orders@clontech.com  e-mail: tech@clontech.com  

 

Notice to Purchaser 

Clontech® products are to be used for research purposes only. They may not be used for any other purpose, including, but not limited to, use in drugs, in vitro 

diagnostic purposes, therapeutics, or in humans. Clontech products may not be transferred to third parties, resold, modified for resale, or used to manufacture 
commercial products or to provide a service to third parties without prior written approval of Clontech Laboratories, Inc. 

Your use of this product is also subject to compliance with any applicable licensing requirements described on the product’s web page at http://www.clontech.com. It is 

your responsibility to review, understand and adhere to any restrictions imposed by such statements. 

Illumina is a trademark of Illumina, Inc. 

Clontech, the Clontech logo, and SMARTer are trademarks of Clontech Laboratories, Inc. All other marks are the property of their respective owners. Certain 
trademarks may not be registered in all jurisdictions. Clontech is a Takara Bio Company. ©2014 Clontech Laboratories, Inc. 

This document has been reviewed and approved by the Clontech Quality Assurance Department. 
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