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Disclaimer
DISCLAIMER - FOR INFORMATIONAL PURPOSES ONLY; USE AT YOUR OWN RISK

The protocol content here is for informational purposes only and does not constitute legal, medical, clinical,
or safety advice, or otherwise; content added to protocols.io is not peer reviewed and may not have
undergone a formal approval of any kind. Information presented in this protocol should not substitute for
independent professional judgment, advice, diagnosis, or treatment. Any action you take or refrain from
taking using or relying upon the information presented here is strictly at your own risk. You agree that
neither the Company nor any of the authors, contributors, administrators, or anyone else associated with
protocols.io, can be held responsible for your use of the information contained in or linked to this protocol
or any of our Sites/Apps and Services.

Abstract
This protocol describes coupling of & 600 pg of rabbit monoclonal TMEM192 antibody (Abcam recombinant
Anti-TMEM192 antibody [EPR14330-67], BSA and Azide free, ab232600) to & 20 mg of MyOne™ Epoxy

Dynabeads™ (Invitrogen™, 34001D) to obtain & 2 mL of final suspension. The coupled beads generated using

this protocol can be used for the isolation of untagged lysosomes from cells and tissues.
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Guidelines

™

Note

This protocol can be used for coupling of any monoclonal antibody to MyOne™ Epoxy Dynabeads. Antibody to be
coupled should be provided in PBS at a concentration of at least 4 1.2 mg/ml , and must be free of sodium azide,
amine-based buffers, glycerol and protein stabilisers (BSA). Maximum binding capacity of MyOne™ Epoxy
Dynabeads™ is estimatedtobe ~ & 20 ug - & 30 pg of antibody per mg of beads. In this protocol 30 pg per mg
of beads is used, to ensure complete saturation of beads.

Materials
Buffers:
A B
C1 0.1 M Sodium Phosphate (Na2HPO4:NaH2P04) buffer pH 7.4
C2 3 M Ammonium Sulphate ((NH4)2S04) in 0.1 M Sodium Phosphate buffer
pH 7.4
HB 100 mM Glycine pH 11.3, 0.01% Tween-20
LB 200 mM Glycine pH 2.8, 0.01% Tween-20
SB 50 mM Tris-HCI (NH2C(CH20H)3-HCI) pH 7.4 with 140 mM NaCl and 0.1%
Tween-20
SBS 50 mM Tris-HCI (NH2C(CH20H)3-HCI) pH 7.4 with 140 mM NacCl, 0.1%
Tween-20 and 0.2% NaN3
Note

All buffers should be storedat § 4 °C (upto1week)orat § -20°C (long-term storage) and must be brought

to § Room temperature before being used for coupling.
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Troubleshooting
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Protocol

1
Before opening the vial containing dried magnetic beads, equilibrate to

§ Room temperature .

2 Thaw the antibody § Onice and keep § Onice untilitis needed in step 8. a

3 Calculate the volume of antibody needed, so that & 600 pg is used - this volume
should
bes< & 500 L .

4 Weigh & 20 mg beads directly into a fresh low-binding 1.5 ml Eppendorf tube.

S Resuspend beads in & 1000 uL of sterile Milli-Q water, vortex for ) 00:00:15 , 5m 15s
sonicate in a water bath sonicator for ) 00:05:00 . x
6 Place vial on a magnetic rack for Q) 00:01:00 , remove water using a pipette. m

7 Repeat steps 5 and 6. After sonication there should be no bead aggregates visible.

8 Add the required volume of antibody to the vial containing washed beads. /
9 = i P
Add buffer C1 up to total volume of Z 500 uL (C1= 500 - antibody volume). Vortex to / /;

resuspend the beads.

10 Add & 500 uL of buffer C2 and vortex. / t/;
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Incubate in a Thermomixer at § 37 °C for 16—24 hours (typically Q) 20:00:00 ) at

() 1500 rpm (make sure the beads do not settle).

Place on a magnetic rack for Q') 00:01:00 , remove liquid using a pipette.

Resuspend beads in & 1000 yL of buffer HB, vortex.

Place on a magnetic rack for Q:) 00:01:00 , remove liquid using a pipette.

Resuspend beads in & 1000 uL of buffer LB, vortex.

Place on a magnetic rack for Q') 00:01:00 , remove liquid using a pipette.

Resuspend beads in & 1000 uL of buffer SB, vortex.

Repeat steps 16 and 17:

» Place on a magnetic rack for &) 00:01:00 , remove liquid using a pipette.

» Resuspend beadsin 4 1000 uL of buffer SB, vortex.

Place on a magnetic rack for Q:) 00:01:00 , remove liquid using a pipette.

Resuspend beads in & 1000 yL of buffer SB, vortex.

Incubate in a shaker at § Room temperature for ¢) 1500 rpm, 00:15:00

Place on a magnetic rack for Q') 00:01:00 , remove liquid using a pipette.
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23 Resuspend beads in & 1000 uL of buffer SBS. At this stage beads are at
& 20 mg/ml and should be stored in the fridge. Beads can be further diluted with

buffer SBSto &4 10 mg/ml , which is the usual working concentration.
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