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Introduction

The STELLA Lysine Labeling Kit is for selectively labeling lysine residue of protein (antibody),
and localized lysine and/or other amino groups on cell surfaces.

Unlike the conventional labeling method with use of succinimidyl ester compound (NHS method),
this kit is capable of rapid and efficient labeling at low concentrations by a newly developed
ultra-high speed 6n-Azaelectrocyclization process of hexatriene--carbonyl compound.

Moreover, since it reacts only with the lysine residue on the protein surface and does not react
with N-terminus amino group or lysine residue group, which is indispensable for interaction of
receptors, it can perform labeling efficiently without inactivating the function of biomolecules or cells.

Caution ‘Please do not use reagents containing amino groups or lysines while using the Laveling Kit.

1. LySine |abe|ing Unit ................................................................................................. 3 peaces
2_ |BX_ polystyrene ..................................................................................................... 3 peaces
3_ Filtration tube (045 l"lm) ......................................................................................... 3 peaces

*Uses by 12000G or less.
4. Filtration tube (Molecular weight cut off 10,000) ««-«-ssessrrrremmmnsi 3 peaces

*Uses by 14000G or less.

Storage condition
Keep in cold storage. (0~5°C)

In addition to kit
Micro pipettes, Centrifuge for Micro tubes, Shaker (Mixer), Nitrogen-flow condenser or centrifugal
condenser, Micro tube racks, Reagents: DMF, Methylene chloride(CH,Cl,), DMSO, Distilled water,
Buffer solutions, etc.

Method of operation

This kit is conditioned so that the concentration of the labeling probe becomes 10™°M by adding
100uL of appropriate buffer solution or water in the Lysine labeling unit. For normal labeling, make
preparation so that the concentration of the reagent is about 10 times that of the concentration of the
sample.

(i.e., Concentration of labeling sample:10°M, concentration of reagent:10™*M; If the concentration
of the reagent is used at about 10 times, the concentration of labeling sample can be lowered to
about 10°M; i.e., concentration of labeling sample: 10®M, concentration of reagent:107M)

Caution -Carry out operations under shielded light.
‘Occasional preparation: Use all conditioned reagent the same day.

1. Dissolution of probe
Add 25uL of DMF and dissolve it completely, then add 25uL of CH,Cl,

[DMF 25 pL] Add [CH,CI, 25 L]
Add and dissolve and lightly shake
completely. using a mixer
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[Lysine labeling unit]

2. Activation of probe
React all the amount prepared above with IBX-polystyrene and shake it at room temperature
(25°C) for 30 min.

[IBX- polystyrene]

3. Filtration

Filter out IBX- polystyrene by means of a filtration tube (0.45um). Add 25uL of CH,CI, to the
IBX-polystyrene remaining on the filter and subject it to centrifugal filtration to wash off adhering
reagent. Repeat this operation twice. After washing off the reagent, pigment remains in
IBX-polystyrene, but it does not affect labeling operation. Proceed with the operation as it is.

4. Condensating and drying the filtrate

Condense and dry the filtrate at room temperature (25°C) by means of a centrifugal condenser or
by nitrogen-flow condenser for 30min. ~ 60min. Dissolve the residue in 2uL of DMSO, add 98uL of
buffer solution of pH 6~8 (not containing lysine residue or amino groups) or water, and prepare the
labeling probe solution. (When 100uL of buffer solution or water is added, the concentration of the
labeling probe becomes 10-4M.)

After adding 2 uL of DMSO and dissolving it, 98 uL of buffer or water is added
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Condense and Dry up
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[Labeling Probe Solution]

5. Labeling Procedure

To label proteins or antibodies, add the sample to the labeling probe solution and mix it by
pipetting. After leaving the sample under the optimum temperature conditions (25°C ~ 45°C) for 30min,
eliminate the low molecular reagents with a filtration tube (Molecular weight fraction 10,000) or gel

filtration.
Y
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In the case of labeling cell surfaces, after reacting the PBS buffer solution of the labeling reagent
at 37°C for 10 min with floating cells or cells coated on a dish. The buffer solution should contain no
amino groups or lysine residues. Wash out the surplus reagent three times with the culture medium.

Centrifugal separation

COqEt o H

Caution ‘Dispose the sample and the reagent in accordance with local ordinances and regulations.
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[Labeling Probe Solution]

10 min. at 37°C wash out the surplus reagent
three times with the culture medium.
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