User Guide for Custom gRNA Online Ordering

On the GenScript website: @) Select “Quick Order.” @ Select “CRISPR Guide RNAs” under CRISPR
services. @ Register an account or log in.
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Step 1. Enter order requirements

(1) In Order Information: select the editing system and desired delivery format for all items in your order.

(2 For Bulk Orders (Optional): Download the bulk order template, enter each sequence with a unique
identifier, save the completed file, and upload it.

Order Information @ Bulk Order @

* Editing System @ : Cas9 sgRNA v
&8 Download Template & Upload Template
* Delivery Format: Dry Powder v 96-well plate display area
(shown when 96-well plates are selected)
* Format: Single Tubes v . .
9 i Drag & Drop or Click Choose Files




Step 2. Enter gRNA sequences and specifications

(1 For CRISPR/Cas9 sgRNA (97-103 nt) or CRISPR/Cas12a crRNA (40-49 nt): Enter the guide RNA sequence without the
scaffold. The system will add it automatically. Review the full sequence in the final output.

®@ For pegRNA (110-266 nt): Enter the spacer and RTT+Edit+PBS sequences. The scaffold will be added automatically.
Review the full sequence in the final output.

@ For custom gRNA (up to 266 nt): Enter the entire sequence, including the scaffold.

Note: If you are requesting custom maodifications and/or a custom scaffold for any gRNA type, select Custom gRNA under
Editing System.

Editing system = Cas9 sgRNA or Casl2a (cpfl) crRNA Editing system = Custom gRNA

* Name “ Input Sequence - *Name * Input Sequence n a g
L) Length ©® Final sequence @ +6® HOO Length Modification @ Final sequence @

: @D : €)

Editing system = Prime Editing

* Name * Input protospacer sequence @ *Input RTT+Edit+PBS sequence | * 3' Extension * Default Modification * Final sequence

+® HOe e o) e

Yes Yes
2 @ Yes Yes

Yes Yes




Step 3. Add modifications (optional)

+ Cas9 sgRNA: Default modifications* are included.

+ Casl2a crRNA: Modifications are not included by default, as they may reduce efficiency. However, 2’-O-methyl and phosphorothioate
modifications can be added at no extra cost**

* pegRNA: Default modifications* are included but can be removed upon request.

« custom gRNA: Modifications are not included by default. 2’-O-methyl and phosphorothioate modifications can be added at no extra cost.
Other custom modifications can be added at an additional cost.

* Default modifications: 2’-O-methyl and phosphorothioate at both the 5’ and 3’ ends to enhance stability.

**2’-O-methyl (first 3 bases) at the 5’ end of crRNA may reduce Cas12a activity (McMahon et al., 2018; Rozners, 2022; Ha et al, 2020).
2’-O-methyl (last 3 bases) at the 3’ end is generally well-tolerated and does not negatively affect editing efficiency (McMahon et al., 2018; Ha et al, 2020). One study also showed this modification
reduces Cas12a’s off-target binding while maintaining high affinity for on-target DNA (Ke et al., 2022)

Select Maodification

How to add custom modifications =
Modification Name: m AUCCALCACSASCACCACACACACAALCCALCACA
(1) Click the "+" icon in the Internal Modification CAGAICGAJCACACGACCACACACACA
CO I u m n " Mote: Click the left mouse button to place the cursor at the position where you want to insert the modification, then select the medification from
the list below and click Add. You can use the search function.
Use the Search bar to fi nd you r desi red Use mA, mU, mC, mG for 2°-0-methylation bases. Add * between bases for phosphorothicate mpdifications.
mOdIflcatlon Modification Name :olndiﬁ:atj‘un Code

*{phosphorothioate)

2-0-Methyt

Place your cursor at the target location in the
sequence

dT

dG

da,

Select the modification and click “Add.”

Added 0 medifications

o ®» w o

— (B

Click "Confirm™" to finalize your changes.



https://apc01.safelinks.protection.outlook.com/?url=https%3A%2F%2Fwww.sciencedirect.com%2Fscience%2Farticle%2Fpii%2FS1525001618301072&data=05%7C02%7Cdoreen.ding%40genscript.com%7C21d72cc35ece4b9b6f2b08dc680dbea8%7Cdc65b2eb97864a0e9fed90b43a77c777%7C0%7C0%7C638499655483850831%7CUnknown%7CTWFpbGZsb3d8eyJWIjoiMC4wLjAwMDAiLCJQIjoiV2luMzIiLCJBTiI6Ik1haWwiLCJXVCI6Mn0%3D%7C0%7C%7C%7C&sdata=GOlSuE1HIjbmUIn3re19iHOoysKufuEuAUZt50MhmCg%3D&reserved=0
https://apc01.safelinks.protection.outlook.com/?url=https%3A%2F%2Fpubs.acs.org%2Fdoi%2F10.1021%2Fjacs.2c02633&data=05%7C02%7Cdoreen.ding%40genscript.com%7C21d72cc35ece4b9b6f2b08dc680dbea8%7Cdc65b2eb97864a0e9fed90b43a77c777%7C0%7C0%7C638499655483863823%7CUnknown%7CTWFpbGZsb3d8eyJWIjoiMC4wLjAwMDAiLCJQIjoiV2luMzIiLCJBTiI6Ik1haWwiLCJXVCI6Mn0%3D%7C0%7C%7C%7C&sdata=RBC%2FkuO6Ptw8B7wkEDBnJy8fbxObOxMLfdxMpYwtVdg%3D&reserved=0
https://apc01.safelinks.protection.outlook.com/?url=https%3A%2F%2Fwww.nature.com%2Farticles%2Fs12276-020-00521-7&data=05%7C02%7Cdoreen.ding%40genscript.com%7C21d72cc35ece4b9b6f2b08dc680dbea8%7Cdc65b2eb97864a0e9fed90b43a77c777%7C0%7C0%7C638499655483869554%7CUnknown%7CTWFpbGZsb3d8eyJWIjoiMC4wLjAwMDAiLCJQIjoiV2luMzIiLCJBTiI6Ik1haWwiLCJXVCI6Mn0%3D%7C0%7C%7C%7C&sdata=lSQ00F5vKkQnYYVy7l2gV1RE4%2BruOHVHMfM6OI64loI%3D&reserved=0
https://apc01.safelinks.protection.outlook.com/?url=https%3A%2F%2Fwww.sciencedirect.com%2Fscience%2Farticle%2Fpii%2FS1525001618301072&data=05%7C02%7Cdoreen.ding%40genscript.com%7C21d72cc35ece4b9b6f2b08dc680dbea8%7Cdc65b2eb97864a0e9fed90b43a77c777%7C0%7C0%7C638499655483850831%7CUnknown%7CTWFpbGZsb3d8eyJWIjoiMC4wLjAwMDAiLCJQIjoiV2luMzIiLCJBTiI6Ik1haWwiLCJXVCI6Mn0%3D%7C0%7C%7C%7C&sdata=GOlSuE1HIjbmUIn3re19iHOoysKufuEuAUZt50MhmCg%3D&reserved=0
https://apc01.safelinks.protection.outlook.com/?url=https%3A%2F%2Fwww.nature.com%2Farticles%2Fs12276-020-00521-7&data=05%7C02%7Cdoreen.ding%40genscript.com%7C21d72cc35ece4b9b6f2b08dc680dbea8%7Cdc65b2eb97864a0e9fed90b43a77c777%7C0%7C0%7C638499655483869554%7CUnknown%7CTWFpbGZsb3d8eyJWIjoiMC4wLjAwMDAiLCJQIjoiV2luMzIiLCJBTiI6Ik1haWwiLCJXVCI6Mn0%3D%7C0%7C%7C%7C&sdata=lSQ00F5vKkQnYYVy7l2gV1RE4%2BruOHVHMfM6OI64loI%3D&reserved=0
https://apc01.safelinks.protection.outlook.com/?url=https%3A%2F%2Fpubs.rsc.org%2Fen%2Fcontent%2Farticlelanding%2F2022%2Fsc%2Fd1sc06832f&data=05%7C02%7Cdoreen.ding%40genscript.com%7C21d72cc35ece4b9b6f2b08dc680dbea8%7Cdc65b2eb97864a0e9fed90b43a77c777%7C0%7C0%7C638499655483882668%7CUnknown%7CTWFpbGZsb3d8eyJWIjoiMC4wLjAwMDAiLCJQIjoiV2luMzIiLCJBTiI6Ik1haWwiLCJXVCI6Mn0%3D%7C0%7C%7C%7C&sdata=0ArxLFngb4gHwuXZHa%2Buzogl661MjPMcKJapmMFV4cU%3D&reserved=0

Step 4. Confirm price and production time

(@ Verify the list price for each item.

@ Apply a contract code or coupon if applicable. You may also enter a promo code after adding items to
the cart.

@ Review the estimated production time and order total.
@ Click “Add to Cart” and proceed to checkout.

* Name * Input Sequence

+ 6 el Length * Final sequence & ‘Pure‘rgcél)tion ’Q‘;ggmy ’Aliqgi%g s Price Option
1 1 AUCGOACSACATOACATAD 18 nt A MUt C* rGrCrArGrArGrArCrGrAarGrarGrarSnS ridrunl G EasyEdit 2 nmol 1 E79.00
E] AUCGOACACAGCACAGAC 18 nt A MU C rGrGrarSrarGrArGrorArSrarGransnrUrUnl G SafeEdit 2 nmol 1 @ €119.00
3 -
4
5
5]
7
B8
9
10

A: ¢ o

@ I -Z:Z-@ Contract Save: €0.00 Cﬂ Coupon Save: €0.00 I

p v DS * Dietaile
@ I Production Time: 2 Business Days Total Amount: |
@ | |

Add-on Items (Custom Primer for Assessing Editing Efficiency) ~




