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. LysoPrime Green pHLys Red

ov| Lysosomal Analysis
s9 .
sz LysoPrime Green / Deep Red
gs - High Specificity and pH Resistance

¢ pHLys Red - Lysosomal Acidic pH Detection

8

§ Lysosomal pH-dependent Fluorescent Probe Lysosomal pH-independent Fluorescent Probe
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%. The fluorescence intensity of pHLys Red at each pH LysoPrime Green and existing dyes accumulate in acidic
- was confirmed in vitro, and it was confirmed that the lysosomes, but when treated with Bafilomycin A1, a
5 fluorescence intensity changed sensitively within the lysosomal acidity inhibitor, the existing dyes leave the
S o| range of lysosomal pH (pH 4.0-5.5). lysosomes when the lysosomes are changed from acidic
-"E 3 to neutral, resulting in a significant decrease in the
g:g fluorescence signal. On the other hand, LysoPrime
g§ Green is easily retained in the lysosome, so the
=X decrease in the fluorescence signal is suppressed and
g the observation results are clearer than those of existing
e reagents.



Lysosomal Analysis

Lysosomal Acidic pH Detection Kit

The kit includes lysosome staining dyes, pHLys Red/Green (pH dependent), and LysoPrime Green/Deep Red

(pH-independent). The pHLys and LysoPrime dyes accumulate in the intact lysosomes. The fluorescence intensity

of pHLys dyes are enhanced as the acidity increases, and weak fluorescence is observed when lysosomes are
neutralized due to the lysosomal dysfunction. On the other hand, LysoPrime dyes gives stable emissions even
lysosomes are neutralized. Lysosomal pH and lysosomal mass can be measured by combining these pHLys and

LysoPrime dyes. =
Mass pH g
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Lysosomal

Mass pH dysfunction
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<Experimental Conditions> <Experimental Conditions>
LysoPrime Green: Ex = 488 nm, Em = 490 — 550 nm pHLys Green: FITC Filter (Ex = 488 nm, Em = 515 — 545 nm)
pHLys Red: Ex = 561 nm, Em = 560 — 620 nm LysoPrime Deep Red: APC Filter (Ex = 640 nm, Em = 650 — 670 nm)
Description Unit Code
Lysosomal Acidic pH Detection Kit — Green/Red "1 1 set L266-10
Lysosomal Acidic pH Detection Kit — Green/Deep Red "2 1 set L268-10
) ) . . 10l X 1 L261-10
LysoPrime Green — High Specificity and pH Resistance
10u X3 L261-12
. ) . . 1 tube L264-10
LysoPrime Deep Red - High Specificity and pH Resistance
3 tube L264-12
- . 1 tube L265-10
pHLys Red - Lysosomal Acidic pH Detection
3 tube L265-12

1 Green/Red: combination of LysoPrime Green and pHLys Red, “2 Green/Deep Red: combination of pHLys Green and LysoPrime Deep Red
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Endocytosis

ECGreen-Endocytosis Detection

ECGreen-Endocytosis Detection is a pH dependent fluorescence dye that localizes to vesicle membrane. The

@ | visualization of endocytosis using the ECGreen is a more direct method than fluorescent analogs and allows
§ visualization endocytosis from the stage of early endosomes.
[¢]
3 . . .
3 The detection mechanism of endocytosis
> Endocytic pathway
£
'8 o Inside of endosome
3 uter membrane (Acidic condition)
8 ECGreen ECGreen Early endosome
PH ~6.3
Endocytosis
Late endosome
2} >_(<D ‘ pH~5.5
3 &
8 g Lysosome
() Inner membrane Outside of endosome PH ~4.7
5
Eg” Clear visualization of intracellular vesicular trafficking
g It has been known that Wortmannin inhibits the recycling of endosomes or transition to lysosomes and causes
enlargement of endosomes. To evaluate these changes caused by Wortmannin, early endosomes were co-stained
£ | by ECGreen and Rab5-RFP (marker protein of early endosomes), and lysosomes were co-stained by ECGreen
§ and lysosome staining reagent. In adding Wortmannin, ECGreen was colocalized with enlarged endosomes (Rab5-
% RFP). On the other hand, ECGreen wasn'’t colocalized with lysosomes.
) ® Co-staining with Early End @ Co-staining with Lysosome
- Effect of Wortmannin rer—— Lysosone —
5 J (Rab5-RFP) g #T
] \x/
o
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~ Q .
E @ Earlly Endosome
) Recycling |’ ot
% Endosome %
g. y Enlargement endosomes
» ( ) Late Endosome
= :
x
2
53D % Lysosome
50
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&e Description Unit Code
@
8 ECGreen-Endocytosis Detection 40 pl E296-10
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Endocytosis

AcidSensor Labeling Kit
— Endocytic Internalization Assay

This kit is an all-in-one kit that allows visualization of the endocytosis uptake of a target substance. The NHa-
Reactive AcidSensor (fluorescent probe) included in the kit has an intramolecular active ester group that forms a
stable covalent bond when mixed with an amino group-containing target substance (protein). The AcidSensor label
can be excited at 633 nm, allowing for multiple staining with green or red fluorescence (Figure 1). The AcidSensor
label shows little fluorescence in neutral conditions and fluoresces when acidified in the cells where it is taken up
by endocytosis (Figure 2).*Notice:

e Unlike the endocytosis detection dye: ECGreen (code: E296), this kit stains target substances that enter the cell.
e This kit can label samples with molecular weights of more than 50,000 and with reactive amino groups.

o Visualization of internalized
éﬂidSenso}g\"‘- Q —> écldSenso)—Q ‘ N dc" ﬁ‘n/ﬂbd substance(Protein/ Antibody)

NH,-Reactive AcidSensor AcidSensor
P t
Principle Totein Eocying:
Early end N

0 ° e arly endosome e

0.9 '. > N pH ~6.3

0.8 ° 2 i 3

0.7 ° 2 Aex=645nm 1 Aem = 666 nm X

° £ i Late endosome ; i

06 © - Rt H~53 e Internalization assay
o 05 ° 2 H i P ; of protein/ antibody
= 04 U 3 HE T

2 [ W

0.3 Qo H 5\

0.2 ° E ! N Lysosome

0.1 . - pH~4.7

(] .
0.0 .
1.0 20 3.0 40 50 60 7.0 80 9.0 10.0 500 550 600 650 700 750 800
pH Wavelength (nm)
Figure 1. pH dependence and fluorescence spectrum Figure 2. pH dependent fluorescence intensity of AcidSensor

This kit includes a filtration tube necessary to remove the unreacted dye, and allows you to perform everything
from labeling to purification operations.* In addition, even first-time users can easily label AcidSensor by conducting
experiments according to the instruction manual. * Protein/Antibody is not included.

Target Sample Reaction Buffer NH,-Reactive AcidSensor WS Buffer AcidSensor labeled
antibody/protein \ ant|body/prote|n
)

< %é;; by ;

Filtration Tube Stain antibody/protein  Remove unreacted dyes Wash twice

(Included in the kit) (37°C, 10 min) (8,000 x g,, 10 min) (8,000 x g, 10 min)
Description Unit Code
AcidSensor Labeling Kit — Endocytic Internalization Assay 3 samples A558-10
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ov| Cell Membrane Staining
=3 .
:7 PlasMem Bright Green / Red
" PlasMem Bright dyes overcome these limitations. PlasMem Bright dyes are designed to stain PMs for over a day.
@ | Furthermore, the PlasMem Bright dyes are more water-soluble compared with other commercially available dyes
§ and can be diluted with culture medium. The PlasMem Bright dyes offer two different color options (green and red)
% and are provided as ready-to-use DMSO solutions. A working solution can be prepared easily via a single dilution
® | step using growth medium or HBSS.
£| High retentivity on plasma membrane
(o}
% Dojindo PlasMem Bright Series Alternative products
8 PlasMem Bright Green PlasMem Bright Red Product "p" (Red) Product "p" (Green) Product "C"
2
@ @
g —— — _— ——
@
Q
8
@ @
3 <
o
= 9]
5 <
[e]
3
a
g.
& | Excitation and emission spectra of PlasMem Bright dyes
3
[+ U n
m ,""I ;’U !
g_ ; §
[e] [ ¥
‘gﬁ i‘l‘l I'I-'
(2] i "
o T bm==r
,‘3" ;?" i 0 2 B o0 400 450 75D &0
= g B G
=
28
(==
s Description Unit Code
=
-5-: @ PlasMem Bright Green 100 pl P504-10
g PlasMem Bright Red 100 pl P505-10
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Nucleolus Staining

Nucleolus Bright Green / Red

Nuclear Nucleolus Bright reacts to RNAs present besides

Nucleolus Nucleolus Bright Dye nucleolus, but it shows strong fluorescence in nucleolus,
».rRNf\// which is the site of rRNA production. We recommend to
co-stain with DAPI in order to image nucleolus clearly.
For co-staining protocol, please refer to the Q&A tab.

Nucleolus Bright Dye
Highly-fluorescent

Maximum Excitation =~ Maximum Emission Fluorescence of Fluorescence of

Wavelength Wavelength MeOH fixed cells PFA fixed cells
Nucleolus Bright Green 513 nm 538 nm @) )
Nucleolus Bright Red 537 nm 605 nm @) )

Nucleolus Localization

Senescence

Autophagy

Mitochondria | Metabolism

Lysosome

Nucleolus Green Anti-Fibrillarin antibody (Purple) DAPI Merge
Nucleolus Red Anti-Fibrillarin antibody (Blue) DAPI Merge
Description Unit Code
Nucleolus Bright Green 60 nmol N511-10
60 nmol N512-10

Nucleolus Bright Red
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Exosome Staining

Exosome Labeling Kits
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The ExoSparkler series can be used to stain purified exosomal membrane or protein and allows imaging of labeled
exosomes taken up by cells.

Secreting cell * "Recipient/cell

ExoSparkler Exosome Membrane
Labeling Kit

Exosome

» _. ﬁﬂiﬁ % ExoSparkler Exosome Protein
Multivesicular, Endosome 8 Labeling Kit

Labelling Procedure

Staining procedure using ExoSparkler series

stock solution PBS

Purified Collect labeled
exosome exosome
7\ A

A P

Filtration Tube

cC
|/ (included in the kit)
N

- 09
- \5A

Stain exosome Remove unreacted dyes Wash exosome twice
(37°C, 30 min) (3,000 x g, 5 min) (3,000 x g, 5 min)

ExoSparkler series contains filtration tubes available for the removal of dyes unreacted after fluorescence labeling,
as well as an optimized protocol for labeling exosomes. Our ExoSparkler series makes it possible to prepare
fluorescence labeling of exosomes using the simple procedure.

Description Unit Code
ExoSparkler Exosome Membrane Labeling Kit-Green 5 samples EX01-10
ExoSparkler Exosome Membrane Labeling Kit-Red 5 samples EX02-10
ExoSparkler Exosome Membrane Labeling Kit-Deep Red 5 samples EX03-10
Exosparkler Exosome Protein Labeling Dye-Green 5 samples EX04-10
Exosparkler Exosome Protein Labeling Dye-Red 5 samples EX05-10
Exosparkler Exosome Protein Labeling Dye-Deep Red 5 samples EX06-10
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Exosome Isolation

Exolsolator Exosome Isolation Kit

Exolsolator Exosome Isolation Kit can collect exosomes from cell supernatants with a recovery rate equivalent to
the ultracentrifugation(UC) method. Science Exolsolator Exosome Isolation Kit requires only the filtration
procedure, unlike the UC, exosomes are obtained quickly without any complicated operations.

Easy to Use no Technique Required

Filtration of cell supernatant Recovery of exosomes

——— Calisar pupmrrabint

Exolsolator Exosome lsolation Kit includes Filter

i EF‘B:' ach, Holder and Isolation Filter can collect exosomes
~.-_.:,-_:;j,-.,h & from cell supernatant by adding PBS to the filter
i i surface after filtration. The exosomes recovery
Deccmprassion rate is high and easy to use, no technique is

required during the whole process. [Patent
applied]

Recovery Rate Equivalent to Ultracentrifugation

Fig.1 Fig.2a Fig.2b

_--- Comparison of total particle numbers - _ Comparison of exosomes marker
- NS expression levels \
139 144 / \/ & \
. . 2
Ultracentrifugation Exolsolator Lo 28640 ns. i & ¢ !
| ' & & |
I 20E+10 . i & F |
[ } } N }
[
- R i S e CDo |
I
g i !
I g 10E+10 - i i
° I
| & . i CD63 |
} 5.0E+09 T " !
I i I
! i |
0 100 300 400 500 600 700 800 900 10001100 0 100 200 300 400 500 600 700 800 900 10001100 \ 0.0E+00 - ] /,H\\ e @  CD81 r‘
N Ultracentrifugation  Exolsolator VN /
N y

Ultracentrifugation is the most commonly used method to isolate exosomes. We isolated the exosomes from the
supernatant of HEK293S using both of ultracentrifugation method and the Exolsolator method. The particle size
distribution (Fig. 1), the number of particles (Fig. 2(a)) and the expression level of exosome markers (Fig. 2(b)) of
the isolated exosomes were tested and compared. The results showed that the Exolsolator recovered exosomes
with the same particle size distribution and the number of particles as the ultracentrifugation method, and the
amount of exosome marker expression per protein was higher, indicating that Exolsolator recovered exosomes
with higher purity than the ultracentrifugation method.

Description Unit Code
Exolsolator Exosome Isolation Kit 3 tests EX10-10
Exolsolator Isolation Filter 10 pieces EX11-10
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Lipid Droplet Staining

Lipi-Blue / Green / Red / Deep Red

IidlDroplen(im)

Y : Lipi probes

: Lipi probes (in LD)

A medium that contained oleic acid (200 pmol/l) was added and
- triglyceride incubated overnight. Then, the supernatant was removed and the cells
: sterol ester were washed with PBS. Each Lipi product series (1 ymol/l) was added

and the cells were incubated for 15 minutes.
Lipi-Blue: Ex. 405 nm / Em. 450 — 500 nm, Lipi-Green: Ex. 488 nm / Em. 500 — 550 nm,

Lipi probes are small molecules that emit strong fluorescence in a
hydrophobic environment such as LDs, which can be observed without
any washing steps after staining with Lipi probes.

Lipi-Red: Ex. 561 nm / Em. 565 — 650 nm, Lipi-Deep Red: Ex.640 nm / Em.650-700 nm

Lipi-Blue Lipi-Green Lipi-Red

Comparison of Reagents

Dojindo
Lipi-Blue Lipi-Green Lipi-Red
Live Cells 4 4 v
Fixed Cells v/ v v/
e ——
General Filter Accommondation™ v v v
Retention in Live Cells v v

“ Please refer to our website for the co-staining filter.

2 When co-staining with a green fluorescent dye, a green fluorescent emission filter less than 550 nm is recommended.

'3 Leaks in GFP filter (500 ~ 540 nm)

OilRed O

n.d.

n.d.

Lipi-Deep Red

Other Products
Nile Red Reagent B
v v
v v
*3 /

Description Unit Code
Lipi-Blue 10 nmol X 1 LD01-10
Lipi-Green 10 nmol X 1 LD02-10
Lipi-Red 100 nmol X 1 LD03-10
Lipi-Deep Red 10 nmol X 1 LD04-10
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Lipid Droplet Staining <>
. . . = O
=0
Lipid Droplet Assay Kit - Blue / Deep Red 85
5%
ao
The Lipid Droplet Assay Kit simplifies the quantification of fat droplets with provided protocols and buffers. It works o
for live cells, and its fluorescent dye is suitable for both live and fixed cells. Compared to colorimetric reagents, it e
reduces measuring time and increases experiment repeatability by avoiding dye deposition in the plate. 3
w
Lipid Droplet Assay Kit - Blue Lipid Droplet Assay Kit - Blue
[ g
Ny
: f =
g 25 .5.
[}
% 20 _ Triacsincj \ <
2 5 Q0
g s 8 . 24
,:; T Oleic Acid S g
2 10 | 6 @
© Control |
2 |
3 05 s ) £
04 OO T TOO T T T Trrm T 2
0 102 108 104 105 g
Control Oleic Acid Triacsin C Pacific-Blue S
(]
=
Ko
e)
Advantage of the kit in comparison to Oil Red O (plate Assay) 5
<
Cell fixation is not required §
Dojindo PBS wash Stain PBS wash  Add Buffer ~Measurement V | d ff dti =
(e ie) as| a as| uffer  Measureme! astly reduce effort and time
(0]
£
[e]
[%]
[e]
[
)
(C?):lo'::’lde'gc) PBS wash Cell fixation PBS wash Stain PBS wash 2::'::)"3::; (LS:OP:/:’)'):";:L Incubation  Measurement "
D
> 2
» >
Time 8
e)
C
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g
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Description Unit Code g -g_
Lipid Droplet Assay Kit-Blue 1 set LD05-10 E :,'-
=
Lipid Droplet Assay Kit-Deep Red 1 set LD06-10 © S
(=]
>
w
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