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ST Fluolid 4
IST Fluolid-W
Oligonucleotide Amine Labeling Kits

IST Fluolid-W Orange 600 Oligonucleotide Amine Labeling Kit
IST Fluolid-W Yellow 540 Oligonucleotide Amine Labeling Kit
IST Fluolid-W Green 520 Oligonucleotide Amine Labeling Kit

Contents

IST Fluolid-W succinimidyl ester in DMSO 60 ul X 3
0.2 M Sodium bicarbonate buffer (pHS.5) 120 ul x 3
Application

Labeling of amine-modified oligonucleotides (5 — 10 nmol amino group)

Characteristics
1. high quantum yield in the solid state
2. no photobleach
3. high stability for light, heat
and pH
4. labeling rate is higher than
that of traditional dye

Attention
Product is research use only.
The fluorescene unit of "IST Fluolid" has high stability
under various conditions.
To keep the activity of the succinimidyl ester group,
please store at 2-8 °C.
Contents are subject to change without notice.
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IST Fluolid-W Oligonucleotide Amine Labeling Kits

IST Fluolid-W Orange 600 Oligonucleotide Amine Labeling Kit, cat# ISU-IST001
IST Fluolid-W Yellow 540 Oligonucleotide Amine Labeling Kit, cat# ISU-IST002
IST Fluolid-W Green 520 Oligonucleotide Amine Labeling Kit, cat# ISU-IST003

Contents

IST Fluolid-W succinimidyl ester in DMSO 60 pl
X 3
120 pl
X 3

0.1 M sodium borate buffer (pHS.5)

Attention

Product is research use only.

The fluorescence unit of "IST Fluolid" has high
stability under various conditions.

To keep the activity of the succinimidyl ester group,
please store at 2-8 °C.

Contents are subject to change without notice.

Protocol

The kits have been optimized for labeling 5 to 10
nmol 5'-amine modified oligonucleotide (18-25 base).

Slightly shorter or longer oligonucleotides may be
labeled by the same procedure. However, adjustments
of the protocol may be necessary for greatly shorter or
longer oligonucleotides.

It may be usable under the low DMSO concentration.
In the case of the precipitations, they typically have no
effect on the reaction. However, adjustments of the
protocol may be necessary for yield loss.

Take care of yield loss, when the conditions of the
protocol are changed. In this instance, please

investigate the conditions.

(1) Preparation of Amine-Modified Oligonucletotide
Solution

5-10 nmol
oligonucleotide in 100 ul of 0.1M borate buffer
(pHS.5).

Dissolve the of amine-modifined

(2) Reaction Mixture (Labeling Reaction)
Mix the 50 ul IST Fluolid-W
ester/DMSO  solution with the

oligonucletotide solution prepared in Section (1). The

succinimidyl

amine-modified

reaction mixture is stirred slowly for 1-2 hours at
room temperature. In the case of the precipitations,

they have no effect on the reaction.

(3) Purification of Labeled Oligonucleotide

The labeled oligonucleotide can be purified from the

reaction mixture by preparative gel electrophoresis or
reverse-phase HPLC.

One example of the purification is shown below.

Purification by HPLC

Labeled oligonucleotides

can be purified by
reverse-phase HPLC using a standard analytical C8 or
C18 column. Load the labeld oligonucleotides
solution onto the column in 0.1M triethylammonium
acetate (TEAA) buffer (pH7.0) and a linear 5-95%
acetonitrile gradient over 30 minutes.
Peaks may vary depending on the length of the
oligonucleotide and the purity of the sample. We
recommend to run a small portion of the sample
on the column first, to ascertain the identity of

the peaks before running of preparative HPLC.
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To determine the identity of the peaks, monitor
the absorbance at both 260 nm and at the
absorbance maxima (An.) for the dye. For
instruments with only one detector, two small
samples should be run, each monitored at a
different wavelength. Unlabeled oligonucleotide
will show an absorbance at 260 nm only. Both
the free dye and the labeled oligonucletotide will
have absorbance at both 260 nm (Aj¢) and at the
(Amax)s
however, the labeled oligonucleotide will have a

absorbance maximum of the dye

higher Aj¢: Amax ratio.
Characteristics
Fluorescent A ans/ A em/ Moem * Molecular
Dye nm nm g em Weight

Fluolid-W

Orange 600 440 602 15,000 570
Fluolid-W

Yellow 540 410 | 541 | 12,000 540
Fluolid-W

Green 520 395 522 10,000 510

* Absorbance and fluorescence emission maxima.
+ Extinction coefficient at Aps.

If there is an unknown point, please contact us in the

following.

(N
Preparation of 5-10 nmol/100 ul amine-modified
oligonucleotide in borate buffer (pH8.5)

v
»
¥

Add 50 pl of IST Fluolid-W/DMSO solution

)

Stir slowly for 1-2 hours at room temperature

(4) Purification of labeled oligonucleotide

(reverse-phase HPLC, gel electrophoresis etc.)
Figure 1. Protocol for Oligonucleotide Amine Labeling with
Oligonucleotide Amine Labeling Kits.
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X 3
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* Absorbance and fluorescence emission maxima.
+ Extinction coefficient at Aqps.
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