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1. Description

This product is for research use only.

1x1 mL DAPI Staining Solution

1x1 mL FcR Blocking Reagent, mouse
2x1 mL REAlease® Release Reagent
2x MACSima Mixing Vials (empty)
5x MACSima Septum Caps

NOTICE MACSima Septum Caps are only

compatible with MACSima Systems
running MBCore operating system.

Using MACSima Systems running
Windows® operating  system
damage the robotic needle arm.

Components

can

® Ensure to use MACSima System
running  MBCore  operating
system.

Product format DAPI Staining Solution is supplied in distilled
water at a concentration of 5pug/mL. FcR
Blocking Reagent and REAlease Release Reagent
are supplied in buffer containing 0.05% sodium
azide and stabilizer.

Storage Store protected from light at +2 to +8 °C. Do not
freeze. The expiration date is indicated on the vial

labels. Do not use after this date.

MACSima™ Stain Support Kit
mouse

Order no. 130-127-575

1.1 Background information

The MACSima Stain Support Kit is designed for use with the
MACSima System. The MACSima System is a fully automated
instrument capable of staining hundreds of markers on one sample
using the MACSima Imaging Cyclic Staining (MICS) technology.
The kit contains support reagents and mixing vials necessary to
perform experiments with the MACSima System. DAPI Staining
Solution is used to stain cell nuclei. FcR Blocking Reagent is used
to block unwanted binding of antibodies to mouse Fc receptor-
expressing cells such as B cells, monocytes, and macrophages.
REAlease Release Reagent is used for signal removal from samples
stained with REAlease or REAdye_lease™ Antibody Complexes.

1.2 Reagent and instrument requirements

® MACSima System (# 130-121-164)

A Note: When using MACSima System with a Windows® operating system, the
MACSima Septum Caps cannot be used. But if a experiment requires the usage

of MACSima Septum Caps, please contact Technical Support.
MACSima Running Buffer (# 130-121-565)

MACSwell One Imaging Frames (# 130-124-673), MACSwell
Two Imaging Frames (# 130-124-675), MACSwell Four Imaging
Frames (# 130-124-676), or MACSwell 24 Imaging Plates
(# 130-124-677)

® (Optional) Dissolved fluorochrome-conjugated antibodies. For
more information about MICS-pre-tested antibodies refer to
www.miltenyibiotec.com.

(Optional) MACSwell Deepwell Plates (# 130-126-865)
(Optional) MACSwell Sealing Foils (# 130-126-866)

(Optional) REAscreen Antibody Panels containing dried
antibodies

2. Use of the MACSima Stain Support Kit with
dissolved antibodies and MACSwell Deepwell
Plates

A When using the MACSima Septum Caps to prevent drying of
the reagents in a long experiment, the MACSima System must be
equipped with MBCore operating system.

A Plan the experiment beforehand in the MACSima Software.

A Upon experiment planning, the MACSima Software will indicate

the number of MACSima Stain Support Kits and further material
needed. It will also indicate the volumes needed of each reagent for
preparation of the final staining solutions in the individual wells of
the MACSwell Deepwell Plates.

2.1 Preparation of the MACSwell Deepwell Plates

A For detailed information on MACSwell Deepwell Plates please
refer to the respective data sheet.

Miltenyi Biotec B.V. & Co. KG

Friedrich-Ebert-StraBe 68, 51429 Bergisch Gladbach, Germany
Phone +49 2204 8306-0, Fax +49 2204 85197
macsde@miltenyi.com

www.miltenyibiotec.com
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1. Add MACSima Running Buffer into the MACSwell Deepwell 6. (Optional) Add MACSima Running Buffer to each well
Plate. depending on the used MACSwell Imaging Frame:

2. Add DAPI Staining Solution into the dedicated well positions 1900 pL using MACSwell One,
on the MACSwell Deepwell Plate. 950 pL using MACSwell Two, or

3. (Optional) Add FcR Blocking Reagent into the well positions 475 uL gsing MACSwell Four Imaging Frames or MACSwell
on the MACSwell Deepwell Plate. 24 Imaging Plates.

A Note: When using REAfinity*/REAlease/REAdye_lease Antibodies only, it A Note:' Make sure tha.t the initial sample volume is correct before loading the
is not required to add FcR Blocking Reagent. sample into the MACSima System.

4. Addthe dissolved fluorochrome-conjugated antibodies at their 2 3 oading the MACSima System
respective final dilution into their dedicated well positions on A Please refer to the MACSima System user manual for detailed
the MACSwell Deepwell Plate and resuspend by manually . . .

: . information on how to use the instrument.
pipetting up and down.
1.  Start the MACSima System and software.

5. Seal the MACSwell Deepwell Plate with a MACSwell
Sealing Foil. For this, carefully detach the protection film 2. Refer to the user manual and follow the instructions of the
of the adhesive side holding the foil at the protected margin. MACSima Software.

Accurately place the foil above the plate and attach it to the 3. Load the respective experiment configuration.
surface of the plate. Make sure all wells are covered.
A Note: MACSwell Deepwell Plates can only be sealed with MACSwell Sealing 4. Prepare Only vials which are requlred bY the experl.m.ent
) ) ) (REAlease Release Reagent, and, when using, DAPI Staining
Foils due to requirements of the MACSima System. . i 7
Solution and/or FcR Blocking Reagent) as indicated by the
. instrument software. Remove lids from the vials and replace
2.2 Preparation of samples . : ]
them by screwing MACSima Septum Caps onto the vials.
Prepare sample(s) for the experiment as described in the A Note: Onl MACSima Seotum Cans if MACSima Sust "
respective MACSwell Imaging Frames data sheet and add the ores Py s yma epium Laps ! 1ma ystem runs wi
Lo . . MBCore operating system. Do not use MACSima Septum Caps if system runs
initial sample volume of MACSima Running Buffer to each W .
with Windows operating system.
well depending on the used MACSwell Imaging Frame:
1900 L for MACSwell One, Remove lids of the empty MACSima Mixing Vials.
950 L for MACSwell Two, or Loac.i the MACSwell Deepwell Plate sealed ‘w1th a MACSwell
) Sealing Foil, the components of the MACSima Stain Support
475 “_L for MACSwell Four Imaging Frames or MACSwell 24 Kit, and the MACSwell Imaging Frame(s) or Plate containing
Imaging Plates. the prepared sample(s) into the instrument as instructed by
A Note: Make sure that the initial sample volume is correct before loading the the MACSima Software.
sample into the MACSima System. A Note: Be sure to load the plates in the correct orientation.

2. In case of manual pre‘Staining of cell nuclei with DAPI pI‘iOI‘ A Note: Ensure that MACSima Septum Caps properly screwed onto the vials.
to the MICS experiment, proceed with steps 3—6. If no manual The MACSima Mixing Vials must be open, without a septum cap, and empty
pre-staining is performed, directly proceed with chapter 2.3. before placing them into the instrument.

3. (Optional) Prepare the pre-staining solution by diluting DAPI A Note: Ensure that the vials are properly inserted in their clamp holders..
Staining Solution 1:5 for tissue sections and adherent cells, or 7. Start the experiment by following the instructions of the
1:25 for suspension cells in MACSima Running Buffer with MACSima Software.

a final volume per well depending on the used MACSwell
Imagin Frame-p P 5 8. After the experiment has finished, follow the instructions of
ging ) the MACSima Software. Discard the MACSwell Deepwell
1000 pL for MACSwell One, Plate and the reagent vials.
500 pL for MACSwell Two, or
250 puL for MACSwell Four Imaging Frames or MACSwell 24 3. Use of the MACSima Stain SllPPOI‘t Kit with
Imaging Plates. dried antibodies on REAscreen™ Antibody
A Note: The optimal dilution factor of DAPI Staining Solution may vary Panels
depending on the sample type and might need to be adjusted.
A Plan the experiment beforehand in the MACSima Software.

4. (Optional) R the MACSima Running Buffer f; th
(Optional) em.ove . ¢ 1ma unm.ng. e ?om ¢ A Upon experiment planning, the MACSima Software will
sample(s) by pipetting. Add the pre-staining solution and dicate th terial needed
incubate for 10 minutes in the dark at room temperature (+19 tncicate the material needed.
to +25 °C). 3.1 Preparation of samples

5. (Optional) Remove the pre-staining solution and wash the 1. Prepare sample(s) for the experiment as described in the
sample(s) three times by adding MACSima Running Buffer to respective MACSwell Imaging Frames data sheet and add the
each well depending on the used MACSwell Imaging Frame: initial sample volume of MACSima Running Buffer to each
1900 uL for MACSwell One, well depending on the used MACSwell Imaging Frame:

950 pL for MACSwell Two, or
475 uL for MACSwell Four Imaging Frames.
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1900 pL for MACSwell One,

950 pL for MACSwell Two, or

475 pL for MACSwell Four Imaging Frames or MACSwell 24
Imaging Plates.

A Note: Make sure that the initial sample volume is correct before loading the

sample into the MACSima System.

2. In case of manual pre-staining of cell nuclei with DAPI prior
to the experiment, proceed with steps 3—6. If no manual pre-
staining is performed, directly proceed with chapter 3.2.

3. (Optional) Prepare the pre-staining solution by diluting DAPI
Staining Solution 1:5 for tissue sections and adherent cells, or
1:25 for suspension cells in MACSima Running Buffer with
a final volume per well depending on the used MACSwell
Imaging Frame:

1000 uL for MACSwell One,

500 pL for MACSwell Two, or

250 puL for MACSwell Four Imaging Frames or MACSwell 24
Imaging Plates.

A Note: The optimal dilution factor of DAPI Staining Solution may vary
depending on the sample type and might need to be adjusted.

4. (Optional) Remove the MACSima Running Buffer from the
sample(s) by pipetting. Add the pre-staining solution and
incubate for 10 minutes in the dark at room temperature (+19
to +25 °C).

5.  (Optional) Remove the pre-staining solution and wash the
sample(s) three times by adding MACSima Running Buffer to
each well depending on the used MACSwell Imaging Frame:

1900 uL for MACSwell One,
950 pL for MACSwell Two, or
475 uL for MACSwell Four Imaging Frames.
6. (Optional) Add MACSima Running Buffer to each well
depending on the used MACSwell Imaging Frame:
1900 pL using MACSwell One,
950 uL using MACSwell Two, or

475 pL using MACSwell Four Imaging Frames or MACSwell
24 Imaging Plates.

A Note: Make sure that the initial sample volume is correct before loading the
sample into the MACSima System.

3.2 Loading the MACSima Imaging System

A Please refer to the MACSima System user manual for detailed
information on how to use the instrument.

1.  Start the MACSima System and software.

2. Refer to the user manual and follow the instructions of the
MACSima Software.

3. Load the respective experiment configuration.
4. Unpack the REAscreen Antibody Panel Plate(s) from the
pouch.

A Note: Do not remove the sealing or add buffer to the REAscreen Antibody
Panel Plate(s). The MACSima System will resuspend the antibodies automatically.

Order no. 130-127-575

5. Remove lids from the vials containing REAlease Release
Reagent, DAPI Staining Solution, and FcR Blocking Reagent.
Replace them by screwing MACSima Septum Caps onto the
vials. Remove lids of the empty MACSima Mixing Vials.

A Note: Only use MACSima Septum Caps if MACSima System runs with
MBCore operating system. Do not use MACSima Septum Caps if system runs
with Windows operating system.

6. Load the REAscreen Antibody Panel Plate(s), the components
of the MACSima Stain Support Kit, and the MACSwell
Imaging Frame(s) or Plate containing the prepared sample(s)
into the instrument as instructed by the MACSima Software.

A Note: Be sure to load the plates in the correct orientation.

A Note: Ensure that MACSima Septum Caps properly screwed onto the vials.
The MACSima Mixing Vials must be open, without a septum cap, and empty

before placing them into the instrument.

A Note: Ensure that the vials are properly inserted in their clamp holders.

7. Start the experiment by following the instructions of the
MACSima Software.

8. After the experiment has finished, follow the instructions of
the MACSima Software. Discard the REAscreen Antibody
Panel Plate(s) and the reagent vials.

Refer to www.miltenyibiotec.com for all data sheets and protocols.
Miltenyi Biotec provides technical support worldwide. Visit
www.miltenyibiotec.com for local Miltenyi Biotec Technical
Support contact information.

Legal notices

Limited product warranty

Miltenyi Biotec B.V. & Co. KG and/or its affiliate(s) warrant this product to be free
from material defects in workmanship and materials and to conform substantially
with Miltenyi Biotec’s published specifications for the product at the time of order,
under normal use and conditions in accordance with its applicable documentation,
for a period beginning on the date of delivery of the product by Miltenyi Biotec or its
authorized distributor and ending on the expiration date of the product’s applicable
shelf life stated on the product label, packaging or documentation (as applicable) or,
in the absence thereof, ONE (1) YEAR from date of delivery (“Product Warranty”).
Miltenyi Biotec’s Product Warranty is provided subject to the warranty terms as set
forth in Miltenyi Biotec’s General Terms and Conditions for the Sale of Products
and Services available on Miltenyi Biotec’s website at www.miltenyibiotec.com, as
in effect at the time of order (“Product Warranty”). Additional terms may apply. BY
USE OF THIS PRODUCT, THE CUSTOMER AGREES TO BE BOUND BY THESE
TERMS.

THE CUSTOMER IS SOLELY RESPONSIBLE FOR DETERMINING IF A
PRODUCT IS SUITABLE FOR CUSTOMER’S PARTICULAR PURPOSE AND
APPLICATION METHODS.

Technical information

The technical information, data, protocols, and other statements provided by
Miltenyi Biotec in this document are based on information, tests, or experience
which Miltenyi Biotec believes to be reliable, but the accuracy or completeness of such
information is not guaranteed. Such technical information and data are intended for
persons with knowledge and technical skills sufficient to assess and apply their own
informed judgment to the information. Miltenyi Biotec shall not be liable for any
technical or editorial errors or omissions contained herein.

All information and specifications are subject to change without prior notice. Please
contact Miltenyi Biotec Technical Support or visit www.miltenyibiotec.com for the
most up-to-date information on Miltenyi Biotec products.

Unless otherwise specifically indicated, all Miltenyi Biotec products and services
are for research use only and not for diagnostic or therapeutic use.
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Licenses

This product and/or its use may be covered by one or more pending or issued patents
and/or may have certain limitations. Certain uses may be excluded by separate terms
and conditions. Please contact your local Miltenyi Biotec representative or visit
Miltenyi Biotec’s website at www.miltenyibiotec.com for more information.

The purchase of this product conveys to the customer the non-transferable right to
use the purchased amount of the product in research conducted by the customer
(whether the customer is an academic or for-profit entity). This product may not be
further sold. Additional terms and conditions (including the terms of a Limited Use
Label License) may apply.

CUSTOMER’S USE OF THIS PRODUCT MAY REQUIRE ADDITIONAL
LICENSES DEPENDING ON THE SPECIFIC APPLICATION. THE CUSTOMER
IS SOLELY RESPONSIBLE FOR DETERMINING FOR ITSELF WHETHER IT HAS
ALL APPROPRIATE LICENSES IN PLACE. Miltenyi Biotec provides no warranty
that customer’s use of this product does not and will not infringe intellectual property
rights owned by a third party. BY USE OF THIS PRODUCT, THE CUSTOMER
AGREES TO BE BOUND BY THESE TERMS.

Trademarks

MACSima, MACSwell, the Miltenyi Biotec logo, REAdye_lease, REAfinity, REAlease,
and REAscreen are registered trademarks or trademarks of Miltenyi Biotec and/or
its affiliates in various countries worldwide. All other trademarks mentioned in this
publication are the property of their respective owners and are used for identification
purposes only.

Copyright © 2024 Miltenyi Biotec and/or its affiliates. All rights reserved.
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Unless otherwise specifically indicated, all Miltenyi Biotec products and services
are for research use only and not for diagnostic or therapeutic use.

page 4/4



