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Scale Biosciences, Inc (“ScaleBio”). All rights reserved. No part of this document may be reproduced, distributed, or
transmitted in any form or by any means, electronic or mechanical, including photocopying, recording, or any
information storage and retrieval system, without the prior written permission of ScaleBio. This document is provided for
information purposes only and is subject to change or withdrawal by ScaleBio at any time.

Disclaimer of Warranty:

TO THE EXTENT PERMITTED BY APPLICABLE LAW, SCALEBIO PROVIDES THIS DOCUMENT “AS IS” WITHOUT
WARRANTY OF ANY KIND, INCLUDING WITHOUT LIMITATION, ANY IMPLIED WARRANTIES OF MERCHANTABILITY,
FITNESS FOR A PARTICULAR PURPOSE, OR NONINFRINGEMENT. IN NO EVENT WILL SCALEBIO BE LIABLE TO YOU
OR ANY THIRD PARTY FOR ANY LOSS OR DAMAGE, DIRECT OR INDIRECT, FROM THE USE OF THIS DOCUMENT,
INCLUDING WITHOUT LIMITATION, LOST PROFITS, LOST INVESTMENT, BUSINESS INTERRUPTION, GOODWILL, OR
LOST DATA, EVEN IF SCALEBIO IS EXPRESSLY ADVISED IN ADVANCE OF THE POSSIBILITY OF SUCH LOSS OR
DAMAGE. Any warranties applicable to the ScaleBio products are set forth in the Terms and Conditions accompanying
such product and such Terms and Conditions are not modified in any way by the terms of this notice.

Trademark Information:

ScaleBio may make reference to products or services provided by other companies using their brand names or company
names solely for the purpose of clarity, and does not assert any ownership rights over those third-party marks or names.
Images were created with BioRender.com

Patent Information:
ScaleBio products may be covered by one or more patents as indicated at: https://scale.bio/legal-notice/

Terms and Conditions:
The use of the ScaleBio products described herein is subject to ScaleBio's Terms and Conditions that accompany the
product, or such other terms as have been agreed to in writing between ScaleBio and the user.

Intended Use:
All products and services described herein are infended FOR RESEARCH USE ONLY and NOT FOR USE IN DIAGNOSTIC
PROCEDURES.
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Introduction

Introduction

The ScaleBio™ CRISPR Guide Enrichment Kit enables the capture of CRISPR guide sequences
from CROP-seq style vectors through specific RT primers contained on the CRISPR RT Barcode
Plate. An enrichment step after final cleanup of the RNA library uses a primer against the human
U6 promoter to amplify the CRISPR guides. This Technical Note details the oligo sequences used
in both the Cas9 CRISPR RT Barcode Plate and the CRISPR Enrichment PCR Module and outlines
considerations taken o ensure vector compatibility.

Vector Compatibility

CROP-seq integrates CRISPR/Cas9 genome editing with single cell RNA sequencing to enable
high-throughput functional genomics screening at the single cell level (1). This method employs
vectors that embed a copy of the CRISPR guide target sequence within a larger mRNA
sequence (sgRNA) downstream of a known promoter. This allows for the capture of the guide
sequence alongside that of the RNA library. To confirm compatibility of your plasmid with the
ScaleBio CRISPR Guide Enrichment Kit please verify your vector contains the following:

1. Guide RNA must be embedded in a longer transcript (see “Example Vector”)

2. Guide RNA scaffold should contain the RT capture primer sequence* (see “CRISPR Kit
Oligos - Cas9-specific RT primer”)

3. Guide RNA must be downstream of the human U6 promoter* (see “CRISPR Kit Oligos -
CRISPR Enrichment Module™)

*Note that if the human U6 sequence or scaffold primer sequence is not found in the vector/target region,
custom primers can be designed to enable capture of other sequences. Please contact support@scale.bio
for more information.

Example Vector
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CRISPR Kit Oligos

Compatible Vector Examples:

Vector Addgene Link

CROPseqg-Guide-Puro 86708
CROPseq-puro-v2 127458
CROP-seqg-opti 106280

CRISPR Kit Oligos

Cas9-specific CRISPR RT Primer:

RT Primer structure:
[5’ Phosphate Overhang] - [UMI] - [RT Barcode] - [cas9 Scaffold Capture*]

Example sequence for ordering oligos:
/5Phos/CAGAGC NNNNNNNN RT Barcode ACTTTTTCAAGTTGATAACGGACTAGCCTTATTT

*Customization:

Note that the “cas9 Scaffold Capture” sequence can be replaced with any other sequence to
prime other alternative Cas enzyme scaffolds, barcodes, or transcript regions. Please reach out
to support@scale.bio for more information.

CRISPR Enrichment Module (downstream PCR primer):

Ué6-specific PCR Primer Sequence*:
- i7 Index - Read2 - CTTGTGGAAAGGACGAAACACC

*Customization:
Note that this primer can be replaced with another sequence if U6 is not found in the plasmid or
region of interest. Please reach out to support@scale.bio for more information.
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