FUJIFILM

Code No. 294-83501 (10 tests)

Human ES/iPS Cell Staining Kit-BF

This kit is the product which can check the undifferentiated
state of human ES/iPS cells under bright-field using the recom-
binant lectin rBC2LCN, which has a high affinity for undifferen-
tiated human ES/iPS cells.

rBC2LCN is the recombinant lectin of the N-terminal domain
of BC2L-C, which derived from Burkholderia cenocepasia.
rBC2LCN has a high affinity for H type 3 (Fuc a1-2Gal §1-
3GalNAc), which is the mucin-like O-type sugar chain on podo-
calyxin present in the cell membrane of human ES/iPS cells, so
rBC2LCN is reported as an undifferentiated marker of human
ES/iPS cells.

Peroxidase-labeled rBC2LCN staining procedures that produce
a colored human ES/iPS cells can be visualized under bright-
field microscopy. Because peroxidase-labeled rBC2LCN is used,
undifferentiated human ES/iPS cells can be stained with a very
simple procedure, and the undifferentiated state of human ES/
iPS cells can be confirmed under blight-field without using a
fluorescence microscope.

This product is for laboratory use only.

[Kit Components]

Code No. Components
291-83511 | rBC2LCN-POD
298-83521 | DAB Buffer

295-83531 | DAB Reagent
292-83541 | Washing Buffer (10x)

Volume/Quantity
100 uL/1 tube
15 mL/1 bottle
600 uL/1 tube
10 mL/1 bottle
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[Reagents Required, not Supplied]

- Purified Water (Distilled Water)

- D-PBS (-)

- Hydrogen Peroxide Solution (if necessary)

[Reagents Preparation)

Please prepare each reagent according to the following procedures
before use. Also, please prepare only the required volume at
the time of use.

Preparation of rBC2LCN-POD Reaction Solution
Add 1/100 volume of rBC2LCN-POD to D-PBS (-) and mix
well. After mixing, store in the dark and use within 2 hours.

Preparation of DAB Reaction Solution
Add 40 uL of DAB Reagent to 1 mL of DAB Buffer, and mix
well. After mixing, store in the dark and use within the day.
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Preparation of Washing Buffer (1 X )
Dilute the Washing Buffer (10x)*! 10-fold with purified water
(distilled water) and mix well.

[Procedures]

Please prepare the reagents according to [Reagents Preparation].

(1). Prepare the vessels containing cells to be stained.***

(2). Discard the solution in the vessels™, and add the
rBC2LCN-POD Reaction Solution to the vessels by referring
to the Table 1.

Table 1
Vessel rBC2LCN-POD Reaction Solution (mL)
6 well plate 1
12 well plate 0.5
24 well plate 0.25
96 well plate 0.1
35 mm dish 1
60 mm dish
100 mm dish 5

(3). Incubate for 1 hour at room temperature in the dark.

(4). Wash 3 times with Washing Buffer (1x).

(5). Discard the Washing Buffer (1) from the vessels, and
add DAB Reaction Solution to the vessels by referring to
the Table 2.

Table 2
Vessel DAB Reaction Solution (mL)
6 well plate 1
12 well plate 05
24 well plate 0.25
96 well plate 0.1
35 mm dish 1
60 mm dish
100 mm dish 5

(6). Incubate vessels at room temperature until staining develops.
2-10 minutes generally provides an acceptable staining
intensity.

(7). Wash the samples in Purified Water.

%1 The components of the Washing Buffer (10x) may
precipitate when stored in a refrigerator. Therefore, after
returning to room temperature, check that there are no
precipitates before using. If there are precipitates, please
use it after dissolution.

%2 If the cells are in culture, please fix the cells with 4% Para-
formaldehyde.

%3 When cells with endogenous peroxidase are included, a
non-specific reaction occurs. Please inactivate endogenous
peroxidase with 3% Hydrogen Peroxidase Solution according
to following procedures.
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(Procedures to inactivate peroxidase)

1). Dilute the Hydrogen Peroxide Solution with D-PBS (-) to
prepare a 3% Hydrogen Peroxidase Solution.

2). After discarding the solution in the vessels containing
cells, add 3% Hydrogen Peroxide Solution.

3). Incubate at temperature for 5 minutes.

4). Wash 3 times with D-PBS (-).

%4 If the solution in which the cells are stored is not buffer
solution such as D-PBS (-), please wash them before adding
rBC2LCN-POD Reaction Solution.

[Package]
10 tests

[Storage]

Store at 2-10C in the dark (Don't freeze)

Please use opened reagents as soon as possible since they may
be affected by storage conditions. The remained solution should
be stored at 2-10C, in the dark, with the cap tightened.
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