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CSCR015

CUBIC tissue clearing kit for Organoid, Spheroid and Embryo

48 test/kit |74,000F/kit
[CUBIC-Lf 50 mL/CUBIC-Rf 75 mL] est/kd F/k

CSCRO016 24 test/kit |50,000M/ kit

CUBIC tissue clearing Trial kit for Organoid, Spheroid and Embryo
[CUBIC-Lf 25 mL/CUBIC-Rf 40 mL]
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CUBICStars Co., Ltd.
July 3, 2024

CUBICStars Launches Specialized Reagents for Organoids and Spheroids

CUBICStars, Inc., which is engaged in drug discovery support business using the 3D imaging technology "CUBIC"

for all cells, is launching a clearing reagent kit specialized for organoids and spheroids.

® Background

With the increasing social demand for alternatives to animal testing, the need for the development of drug
discovery screening using organoids and spheroids is growing. However, traditional methods have not yet
established sufficient technology for detailed imaging of tissues at single-cell resolution, which has been a major
challenge in the spread of drug discovery research using organoids and spheroids. To address this challenge, we
will start selling new reagents optimized for organoids and spheroids, which apply the CUBIC technology

traditionally used for animal tissues, on July 3.

Example of 3D Imaging of Kidney Organoids Using CUBIC Reagents

(Pravided hv Dr Minori1 Takasato RIKFN Center for Rinsvstems NDvnamics Research)

® About CUBIC Technology
The "CUBIC method" is known for clearing samples by removing lipids and pigments and adjusting the refractive
index of organs and tissue samples. By applying immunostaining to these cleared samples and imaging them with
a light sheet microscope or confocal microscope, high-resolution 3D imaging is achieved.

CUBIC Technology Workflow

01 Tissue Clearing 02 Staining b 03 Scanning

04 Digitalization
/Analysis

Tissue clearing after Staining the observation Imaging with a light- Single-cell resolution
delipidation and target sheet microscope analysis after restructuring
decoloration digitally




Product Overview

1. Lineup
Product Price
roduc Product Name Tests/kit (Excluding
Code TaxT i
ax, Transportaion)
CSCRO15 CUBIC tissue clearing kit for Organoid, Spheroid and Embryo 18 $740.00
[CUBIC-Lf 50 mL/CUBIC-Rf 75 mL]
CSCRO16 CUBIC tissue clearing Trial kit for Organoid, Spheroid and Embryo 24 $500.00
[CUBIC-Lf 25 mL/CUBIC-Rf 40 mL]

Product Image:

2. Features

% cusicstars

* We have adapted the "CUBIC-L" reagent, traditionally used for lipid and pigment removal in animal

tissues, and the refractive index adjusting "CUBIC-R+(N)" reagent for use with organoids and spheroids.

As a result, we are the first in the world to release a water-soluble clearing reagent kit specialized for

organoids and spheroids.

* As with conventional CUBIC products, these can be implemented using only common laboratory

equipment without the need for specialized equipment like electrophoresis apparatuses.

* |t enables 3D imaging of entire organs and tissues at cellular resolution using light sheet fluorescence

microscopy (LSFM) or confocal laser scanning microscopy (CLSM).

3. Detailed Usage Instructions

* Please refer to the attached document "Organoid, Spheroid and Animal Embryo Clearing Reagent Kit
CUBIC-Lf/Rf Usage Instructions.”

® About CUBICStars’ Drug Discovery Support

We provide products that clear cell tissues of organs in preclinical trials for drug discovery, allowing

comprehensive 3D analysis of drug distribution and cellular responses in organs. In addition to manufacturing and

selling reagent kits, we also offer CRO services. To support the evolution of a sustainable drug discovery process,

we are releasing new reagent kits and expanding the scope of contract research service

® Company Overview
Name

CEO

Business activities
Established

HP

® Contact Information

Contact
Email

CUBICStars, Inc.

Yoshinori Tanaka

Drug discovery support business (CRO services, reagent kit sales)
July 5, 2019

https://www.cubicstars.com/

Corporate Planning Office, Kaoru Takeuchi (Mr.)
info@cubicstars.com
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Organoid, Spheroid and Animal Embryo Clearing Reagent Kit [CUBIC-Lf/Rf]

Usage Instructions

1. Basic Workflow for Clearing and Staining

1~2 hours

12~24 hours

CUBIC-Lf

Decolorization

1~3 days

CUBIC-Rf
RI Matching

CUBIC-HV™2

3D Staining™
‘9 CUBIC-HV

Fixation ™

and Delipidation

7y

Wash
preserve

WES)
10minX3

Repeat
clearing™

4

Samples can be preserved

in preservative-added
PBS at 4°C

v |

Samples can be preserved
in preservative-added
PBS at 4°C™

The processing time is estimated based on the treatment of a 24-well organoid with a diameter of about 1Tmm.

*Notes:

1.1t is recommended to use 4% paraformaldehyde (pH 7~7.5) for the fixative. Fixation conditions significantly affect transparency. It is
important to minimize variations in fixation conditions between experiments, for example, by preparing and storing large quantities of
paraformaldehyde solution frozen. If the pH is adjusted to alkaline, it can cause over-fixation and yellowish staining.

2.Please contact us for staining conditions.
3.Clearing samples can also be embedded in agarose gel. In this case, they can be stably stored in the gel for a long period.
4. Frequent re-clearing can cause tissue damage.

2. Initial Clearing Protocol (Organoid/Spheroid/Embryo)

Step Reagent
Fixation 4% PFA in PBS
Wash x3 PBS
Decolorization
/Delipidation CuEle Ly
Wash x3 PBS
Stainin CUBIC-HVTM2
9 (antibody, dye)
Washx3  HV™2 washing buffer

Post-fixation 1% paraformaldehyde

Wash x3 PBS

Pre-treatment 50% CUBIC-Rf

Clearing CUBIC-Rf

Temperature Time
RT sy
RT ~10 min. x3

RTor37° C 12~24 hours
RT ~10 min. x3
RT 1~3 days
RT ~10 min. x3
RT 10 min.
RT 10 min. x3

RT or37° C 30 min.

RTor37° C 30 min. ~

Notes

For animal embryos, fix immediately after collection.

Shake gently (applies to subsequent wash steps).

Adjust temperature and time according to tissue fragility and
transparency level.

Shake gently.

Optional step.

Shake gently.

Perform after immune staining, distribute 37%
paraformaldehyde with PBS.

Perform after staining.

A mixture of equal parts CUBIC-Rf and water. Adjust the
time according to the size of the sample.

Adjust according to sample size. If transparency is
insufficient, replace with new CUBIC-Rf and repeat.

Note: Optimal conditions may vary depending on the sample and the purpose of staining. For more details, please contact us.
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