LipoMin® PLUS - Protocol for Magnetic beads format
Next-gen EV purification
LipoMin® - Removal of lipoproteins from treated samples via magnetic beads in 10 min.

Product: RB02003-01 (0.4ml), RB02003-2 (1ml), RB02003-3 (2ml)

Store at 2°C to 6°C (ship at room temperature; quality tested)
For Research Use Only (RUQ). Not for clinical use.
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Background

Lipoprotein (LP) particles in the peripheral blood include high-density LP (HDL, 5-12 nm, 1.063-1.210 g/cm3), low-
density LP (LDL, 18-25 nm, 1.019-1.063 g/cm3), intermediate-density LP (IDL, 25—-35 nm, 1.006-1.019 g/cm3), very
low-density LP (VLDL, 30-80 nm, 0.930-1.006 g/cm3) and chylomicrons (75-1200 nm, <0.930 g/cm?) [Karimi et. al.,
2018]. Exosomes, a subpopulation of extracellular vesicles (EV), are 30-150 nm particles, believed to be secreted from
multivesicular endosomes, and containing proteins, lipids, and nucleic acids. Collectively, there are roughly 10% LP
particles compared to 10%° EVs. Hence, removal of LP is of paramount importance for many applications.

Product Description

LipoMin® Plus represents the second generation of our lipoprotein depletion platform, building directly upon the
success of the original LipoMin® system. While the first-generation LipoMin® focused on a standard magnetic bead
method, this next-generation technology improves performance and introduces more versatile matrix formats—
including both magnetic beads and spin columns—to accommodate a wider range of application scenarios and
workflow preferences. This expanded platform delivers even higher purity, efficiently stripping residual ApoB-
containing lipid contaminants (VLDL/LDL) from SEC-treated EV fractions or resuspended UC pellets.

To fit your specific laboratory needs, the LipoMin® PLUS is available in two specialized formats to maximize application
versatility:

. LipoMin® Plus Magnetic beads format: The functionally improved, next-generation iteration of our signature
LipoMin® magnetic bead format—ideal for automated, high-throughput, or non-centrifugal isolation protocols.

. LipoMin® Plus Spin-Column: A bead-free column architecture optimized for processing larger sample volumes
(100-500 pL) with enhanced LDL depletion efficiency.

Product Features
Key features of this product are:
1. Easy to use: high-quality removal of lipoproteins via magnetic beads in about 10 minutes
2. No additives, e.g. surfactant or polymer, are added to your precious sample
3. Sample types: size exclusion chromatography (SEC)-treated EV fraction(s) or ultracentrifugation (UC)
resuspended pellet sample.

Definitions:

SEC EV fractions: plasma or serum sample treated by size-exclusion chromatography (SEC), then collected by
fractions where extracellular vesicles (EV) are located as defined by Western blot or ELISA with suitable EV
markers (e.g., CD9, CD63, CD81, Flotillin, TSG101 etc.). Both stand-alone or pooled EV fractions can be used.

UC sample: resuspended pellet from multiple differential centrifugation (DC) steps often with the last step being
ultracentrifugation (UC).

Aliquot: portion taken from either SEC EV fractions or UC sample and diluted with PBS to be treated by LipoMin.
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LipoMin® Plus Magnetic beads format -
Preparation & Processing

A. Sample Preparation.

LipoMin usage allows flexibility in sample preparation.

The user can use their own protocol to obtain SEC EV
fractions or UC sample. Then, an aliquot taken from
these processed samples diluted with PBS is ready to
be treated with LipoMin. The user should determine
the optimize amount of aliquot and other parameters
based on your specific need.

B. Prior to LipoMin® Treatment.

1. Dilute aliquot with PBS to 100 plL of total volume. For
example: (a) from SEC EV fractions, pipette out 5 plL or
greater aliqguot amount and dilute with PBS to 100 pL,
adding 95 pl PBS for 5uL aliquot; or (b) from UC
sample, pipette out 10 pL or greater aliquot amount
and dilute with PBS to 100 pL, e.g., add 90 uL PBS for
10 pl aliquot. Note: other aliquot volume can also be
used to dilute to 100 ul total.

. Determine the amount of plasma/serum in the EV-
containing aliquot. This must be done before
determining the amount of LipoMin needed (Step B3).
2.1 Calculate the ratio of the original plasma/serum

volume (pre-SEC or pre-UC) to the volume of the SEC

EV fractions or UC sample from which the aliquot

was taken from.

2.2 Multiply this ratio by the aliquot volume.

Example (for SEC EV fractions): If you pipetted out 5
uL aliquot from 3000 pL of SEC EV fractions, and the
original plasma/serum volume was 2000 uL, the
initial sample volume in the aliquot would be:
(2000 pL / 3000 pL) * 5 pL = 3.33 L.

Example (for UC): If you pipette out 10 uL of aliquot
volume from 1000 puL of UC sample, and the original
plasma/serum volume was 1000 pL, the initial
plasma volume in the aliquot would be: (1000 pL /
1000 pL) * 10 uL = 10 pL.

2.3 Confirm the maximum initial plasma/serum
input. Before proceeding with LipoMin® treatment,
confirm that the calculated initial plasma/serum
volume does not exceed:

Maximum initial
plasma/serum volume
SEC EV fractions 16.67 uL

UC sample 200 puL
Note: If the calculated value exceeds the applicable

limit, reduce the aliquot volume and recalculate
before diluting with PBS to a final volume of 100 uL.

Sample type
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3. Calculate the recommended LipoMin® amount.

(@)

3.1 For SECEV fractions, multiply the calculated initial
plasma volume in the aliquot by 6 to determine the
LipoMin volume.

Example: For plasma/serum volume of 3.33 pL in
the aliquot, the recommended LipoMin volume is
333uL*6=20uL

3.2 For UC sample, multiply the calculated initial
plasma volume in the aliquot by 0.5 to determine the
LipoMin volume.

Example: For plasma/serum volume of 10 uL in the
aliquot, the LipoMin volume would be 10 uL * 0.5
= 5uL

. Process Diluted Aliquot (100 pL) with LipoMin®

Remove buffer from LipoMin®stock. Pipette out the
calculated amount (from last step) of magnetic beads
containing LipoMin reagent from stock into an
Eppendorf. Place the Eppendorf next to a magnet
stand while removing LipoMin buffer from Eppendorf.
Remove Eppendorf from magnet stand.
Pipette diluted aliquot (100 uL) into Eppendorf. The
diluted aliquot should be prepared per Step B1 above
Mix the Eppendorf on a rotator, or similar means (e.g.
pipetting), for 10 minutes. Gentle motion is sufficient.
Isolate purified EV. Place magnet stand next to
Eppendorf to attract magnetic beads binded with
lipoproteins while transferring supernatant to a new
container. The supernatant contains purified EV ready
for downstream processing or storage (2°C to 6°C for
up to 1 week, or at -20°C or colder for long-term
storage.)

Notes:
1. Parameters stated here should be taken as reference

only. Other aliquot amount (Step B1), dilution volume
Publication No. MANQO2 (other than 100 pL), LipoMin
amount (Step 3) should be optimized pending your
needs. For example, if higher calculated amount of
plasma/serum from SEC (Step 3.1) is desired, larger
portion (more than 5 pL or 20 uL) aliquot can be used.
For users interested in lipidomics research,
lipoproteins bound onto magnetic beads (Step C1) can
be eluted for subsequent processing. Contact Reliance
Bio for details.

Other sample types — other than SEC EV fractions or
UC sample — may also be tested.
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Support and Contact

For inquiry or information about our products, please visit:

www.reliance-bio.com/en/products. Or email us:
Sales and tech support: sales@reliance-bio.com
General Information: info@reliance-bio.com
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Limited Use Label License: RUO & Non-commercial

By purchasing and/or use of this product, one acknowledges and

agrees to the following terms:

1. The purchase of this product entitles a limited, non-transferable
right to use the product solely for internal research use only
(RUO). One has no right to resell the product or any of its contents,
either explicitly, implicitly, or through estoppel.

2. This product cannot be used for commercial applications of any
kind, including but not limited to quality control and commercial
services that involve reporting the results of one’s activities for
compensation.

3. Reliance Bio has intellectual property rights related to this
product. For information concerning licenses for commercial use,
please email us and we will work with you as able towards your
goal.

4. This product is not intended or warranted for use in humans or
for therapeutic or diagnostic use.

Disclaimer

Reliance Bio has tested this product and produced quality data.
However, information provided herein is not guaranteed, and Reliance
Bio will not be responsible for any damages that may arise from its use.
This includes, but is not limited to, damages resulting from this
document’s accuracy, suitability for a particular purpose, infringement,
or any other cause of action. Reliance Bio and/or its affiliate(s) will not
be held liable for any special, incidental, indirect, punitive, multiple, or
consequential damages arising from the use of this product. Purchase
and/or use of any part of this product agrees with this Disclaimer
statement.
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