(90 X 210mm Size)

FUJIFILM

Code No. 299-78301 (96 tests)

Human ES/iPS Cell Monitoring Kit

rBC2LCN is a recombinant protein of N-terminal domain of
BC2L-C lectin derived from Burkholderia cenocepacia.
rBC2LCN exhibits significant affinity to a mucin-type O-glycan
sugar chain called H-type3 (Fuc a1-2Gal p1-3GalNAc) dis-
played on the podocalyxin binds to the surface of human pluripo-
tent stem cells (hPSCs), human ES cells and human iPS cells.
Therefore rBC2LCN is reported as a marker of hPSCs.

The glycoprotein recognized by rBC2LCN is released from
hPSCs into cell culture supernatant. This kit can quantitatively
determine the released glycoprotein by rBC2LCN-antibody san-
dwich assay and estimate the number of hPSCs. Because, cell
culture supernatants, but not cells itself, are used as sample
targeted for assay, it is easily capable of monitoring the increase
and decrease of hPSCs in a noninvasive manner during continu-
ous cell culture. This kit is useful for researches, such as
regenerative medicine, cell differentiation and iPS cell induc-
tion.

This product is for laboratory use only ; use in any such applica-
tion is the responsibility of the user.

Kit Contents

Code No. Contents Amount

96 wells X 1 plate

1)| 296-78311 BC2LCN- Pl
(1)| 296-783 rBC2LCN-coated Plate (8 wells X 12 strips)

(2)| 293-78321 | HRP-conjugated Antibody Solution 400 L X 1 tube

(3)| 290-78331 | Negative Control 1mL X 1 tube

(4)| 297-78341 | Positive Control 100 ¢L X 1 tube

(5)| 294-78351 | Dilution Solution 15 mL X 1 bottle

(6)| 291-78361 | Wash Solution (10 x) 100 mL x 1 bottle

(7)| 298-78371 | TMB Solution 10 mL X 1 bottle

(8)| 295-78381 | Stop Solution 10 mL X 1 bottle

(9)| 292-78391 | Plate Seal 4 sheets

Storage
Store at 2-10°C

Package
Code No. Packaging
299-78301 96 tests
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Additional required apparatus

® C(Centrifuge (possible at 1,700 X g (about 3,000 rpm))
Vortex mixer

Plate mixer (desirable)

Automated 96 well-plate washer (desirable)

96 well-plate reader (absorbance 450 nm, reference
wavelength 600-650 nm)

Precautions
< About assay >
® Harvest the cell culture supernatants on the next day after
the replacement of the culture medium and, at the same
time, count the number of the cells in the dish. When the
medium in the dish is 5mL and it is found to be 5 X 108
cells/dish, for example, the number of cells in the cell culture
supernatant is regarded to be 1 X 108 cells/mL.
® Generate a standard curve by cell culture supernatants
under the undifferentiated culture of hPSCs, and calculate
the number of hPSCs in the sample based on the standard
curve. However, the calculated number of hPSCs is not
always equal to the actual cell number of hPSCs. Please use
as one of indicators to monitor the undifferentiated state of
cells and the progress of cell differentiation.
® The relation between signal intensity and cell number
(cells/mL) is greatly affected by culture conditions such as
cell strains and culture medium*. Prepare standard curves
for each cell strain and undifferentiated maintenance culture
condition, respectively.
X The comparison of different culture medium is indicated
below.
After culturing human iPS cells in the Medium A, B, C
and D under undifferentiated condition, the culture
supernatants were harvested on the day following the
date of medium replacement. The cell number of each
condition was counted, and the culture supernatant was
diluted with individual culture medium to 2,000 cells/mL.
The signal intensity of different culture supernatant was
measured with this kit.
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Medium A Medium B Medium C Medium D
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< About use of kit >

Wear gloves and laboratory coats, and use laboratory
glassware when handling this kit. In particular, carefully
handle Stop Solution which is strong acid. If the reagents of
the kit touch skin directly, wash with water. When getting
them in your eye, don’t rub, and please wash with running
water and seek treatment immediately.

Don’t use kit past expiration date.

Don’t mix the reagents from other lot or sources.

Store at 20-25 C before use.

The plate seal is sticky. When peeling off the plate seal,
please be careful for the solution in the well not to jump up
and spill.

After washed with an automated washer and so on, invert
the plate and blot it against clean paper towels to remove
residual washing buffer in the wells.

Store TMB solution in the dark.

Srore kit contents except for the plate seal at 2-10C
immediately after use.

Dispose reagents in accordance with applicable regional/
national regulatory requirements.

< Preparation of “‘sample’’ (cell culture supernatant) >

Harvest cell culture supernatants cultured for 18-24 hours

after medium exchange.

X Because the culturing time affect the signal intensity,
exchange whole culture medium. And harvest cell culture
supernatants in constant time.

Centrifuge the cell culture supernatants at 1,700 X g (about

3,000 rpm) at room temperature for 10 minutes. Transfer

the supernatants to new tubes and regard them as measur-

ing ‘“‘samples”’.

When not measuring the ‘“‘samples’” immediately, store at

-207C.

< Preparation of standard curve >

Prepare a standard curve for each cell strain and undif-
ferentiated maintenance culture condition.

Culture hPSCs for 18-24 hours after changing the whole cul-
ture medium with the fresh medium and then harvest the
cell culture supernatant. Then, detach the hPSCs from the
dish and count the cell number of hPSCs. Prepare the
“samples’ for standard curve from cell culture supernatants
according to Preparation of ‘‘sample”.

Store the “samples” at — 20 C prior to use (several times of
freezing-thawing cycle are possible).

Dilute ‘‘sample’” for standard curve with the same new

medium with the sample targeted for assay, and make a
standard curve. Prepare by three-fold serial dilutions from
30,000 cells/mL to about 41 cells/mL and make sure of the
tendency. After that, produce a dilution series by two-fold
serial dilutions from the appropriate cell number to make
standard curve. Measure only culture medium because
culture medium show high background.

In each assay, use one strip for standard curve, and calculate
the cell number of hPSCs in ‘“‘sample’ targeted for assay
from the standard curve.
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When it’s difficult to use one of strips for making a standard
curve because of multiple ‘“‘samples’, decrease the number
of wells used for the standard curve (2-4 wells). But, select
the number of cells with good linearity of the standard
curve.

Procedures
< Preparation of assay >

Use rBC2LCN-coated plate, Negative Control, Positive
Control, Dilution Solution, Wash Solution (10 X), Stop
Solution and Plate Seal after returning to room temperature
(except for HRP-conjugated Antibody Solution and TMB
Solution).

Dilute the Wash Solution (10 X) 10 times with purified
water (or deionized water) of room temperature. Wash Solu-
tion (1 X) need at least 40 mL per 1-strip. Prepare the
required amount of Wash Solution (1 X) according to the
number of “‘sample”’. When using an automated plate washer,
prepare an amount of Wash Solution (1 X) sufficient for
washer setting.

The precipitate occasionally appears in Wash Solution (10 X ).
After the precipitate is dissolved by warming to 25-37 C,
please dilute Wash Solution (10 X).

Just prior to use, dilute the Positive Control 40 times with
the Dilution Solution. Positive Control is used to make sure
of success of the reaction. (Add 5 ;L of Positive Control to
195 ¢ L of Dilution Solution, mix by vortex mixer and add 50
nLiwell to blank wells.)

Add the Negative Control to a well without diluting.

Just prior to use, dilute the HRP-conjugated Antibody
Solution 20 times with the Dilute Solution. Diluted HRP-
conjugated Antibody Solution need 50 pL/well. After trans-
ferring the requirement to a tube. Store the rest of HRP-
conjugated Antibody Solution at 2-10 C immediately.
Before 20-30 minutes of coloring reaction, transfer the
required amount of TMB Solution to a sterilized tube, and
avoid light exposure, store at room temperature before use.
Store the rest of TMB Solution at 2-10 'C immediately.

< Assay >

1)

@)

@)

After rBC2LCN-coated Plate was returned to the room
temperature, take the plate from the bag. Remove unused
strips from the plate frame, return them to the bag, and
store at 2-10 C.

Close the holder of the plate frame and fix the strips. Add
350 pL/well of Wash Solution (1 X) to each well and
aspirate. Repeat the wash process 3 times, then invert the
plate and blot it against clean paper towels to remove
residual washing buffer in wells.

Add 50 pL/well of “sample” for standard curve, ‘“‘sample”
targeted for assay, Negative Control and diluted Positive
Control to each well. After mixing lightly by a plate mixer,
seal the plate with a Plate Seal and incubate for 1 hour at
room temperature.

Remove the Plate Seal, add with 350 pL/well of Wash Solu-
tion (1 X) to each well and aspirate. Repeat the wash
process 3 times, and then invert plate and blot it against
clean paper towels to remove residual washing buffers in
wells.
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(5) Add 50 pL/well of diluted HRP-conjugated Antibody Solu-
tion to each well. After mixing lightly by a plate mixer, seal
the plate with a Plate Seal and incubate for 1 hour at room
temperature.

(6) Remove the Plate Seal, add 350 pL/well of Wash Solution
(1 X) to each well and aspirate. Repeat the wash process 6
times, and then invert the plate and blot it against clean
paper towels to remove residual washing buffers in wells.

(7) Add 50 pL/well of TMB Solution to each well. After mixing
lightly by a plate mixer and incubate for 30 minutes at room
temperature (cover it with an aluminum foil in order to
protect from light).

(8) Add 50 pL/well of Stop Solution to each well and mix lightly
to stop the reaction. Read the absorbance of each well at
450 nm (reference wavelength 600-650 nm) by a plate reader.
Ensure no bubbles are present in the wells prior to reading
plate.

(9) Calculate the cell number of hPSCs contained in ‘‘sample”
targeted for assay based on the standard curve.

X When using Positive Control and Negative Control, con-
firm that the absorbance of Positive Control is more than
0.5 and the absorbance of Negative Control is less than
0.15.

Flow chart
rBC2LCN-coated Plate
| Wash plate 3 times
Add 50 L of “samples” for standard curve, ‘“‘sample’’ targeted
for assay, Negative control and diluted Positive Control
J Mix and incubate at room temperature for 1 hour
| Wash plate 3 times
Add 50 L of HRP-conjugated Antibody Solution diluted 20
times
| Mix and incubate at room temperature for 1 hour
| Wash 6 times
Add 50 xL of TMB Solution
|l Mix and incubate at room temperature for 30 minutes
(protect from light)
Add 50 L of Stop Solution
1 Mix
Read the absorbance of 450 nm (reference wavelength 600-650 nm)

Reference

Tateno, H., Onuma, Y., Ito, Y., Hiemori, K., Aiki, Y., Shimizu,
M., Higuchi, K., Fukuda, M., Warashina, M., Honda, S.,
Asashima, M. and Hirabayashi, J. : Sci. Rep., 4, 4069 (2014).

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : + 81-6-6203-3741

Facsimile : +81-6-6201-5964

http://www.wako-chem.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road
Richmond, VA 23237

Fuggerstrasse 12

D-41468 Neuss

US.A Germany

Telephone : +1-804-271-7677 Telephone : +49-2131-311-0
Facsimile : +1-804-271-7791 Facsimile +49-2131-311100
http://www.wakousa.com http://www.wako-chemicals.de
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31— K No. 299-78301 (96 [E1/)
b b ES/iPS filEE=5YU T %y }

rBC2LCN{Z. Burkholderia cenocepacia lizk®DBC2L-CL 7
FVDNKHE AL VOB 2 2/ /N7 HTH, rBC2LCNIL,
v ettt (b FESfiizds 1O HiPSHilE) KRmICH
HETLRFENFY Y EOLF V/HRORBESECTH % H-type3
(Fuc a1-2Gal p1-3GalNAc) IZEWEFMEA & D7), b -4
fEtmfEo~—H—: LG hThEd,

rBC2LCNIC X BRI n A8 % v 7 BT e T etk
fanr GEF BEICBIE S £4, KFy M, BE REPICk
M A% 8B rBC2LCN- LAYV F A v F7 vt A
TEBMICHEIEL., b F LG L 9, ¥E L
i IERR &3 57280, Bifa ki L e SR ORE
WAEBEICE_ 2V VT 52 N TEEY, FERE, Mk
b, iPSHIIEREE L & O FRICER L+ v FTY,

[Fv PAE]

Z1—F No. HEL 75 AL
(1| 29678311 | rBC2LON I 71— I @w?ffgiﬁg
(2)| 293-78321 | HRP EZ# kiAW 400 L x1 4K
(3)| 290-78331 | Bt v FE—)b 1mLx1 A
(4)| 297-78341 | Btk Fa—i 100 pLx 1 A
(5)| 294-78351 | 7B 15mL X1 &
(6)| 291-78361 | Vg (10 %) 100 mL x 1 &
(7)| 298-78371 | TMB % 10mL x 1 &
(8)| 295-78381 | F&ttfs i 10mL x 1 &
(9)| 292-78391 | 7L — v —ib 4
[RFFEH]
2~10C
[a #]

Code No. %
299-78301 96 [ H

[Fv PO E 425 ]

e EOH (1,700 xg (#3,000 rpm) T AJREZRBERS)
PIVT v 7 A3 FY—

JVU—FIFT—BUIFEL W

967 VL — P EEE - bhidiFE LW

967 VTV —1F U —&— (BEEHE : EFE 450 nm,
Bl & 600 nm~650 nm)
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[(FERLDFEE]

<AECETBLE>

® FOhAHAL Z-BHICKEREFEYY VTV L, ZOKIC
fifaz#A L T - ZiEwasce WE T 5, 623,
B2 5 mL. MIFEER 5 X108 cells Th - 7=E, B/
V7 U IcHEE BEORS AL A 1% 106 cellsrmL & L
£,

® KFv T, KROMMERRIESM T OE Lk OWEME
IZHED SEHEIBR A TER L T o2&, e —o0kiE
12 Ll 4 & 7 Bl OR A LMBcA B L £9,
B S LR AHIIEE & FEEOM & b L L —FT 5
LOTIEDY FH A, KoAtFRES J UL
THREZ XV VI T 5 -DODEE L TBHEVILZI N,

o ik, H5WVITEMOME L ¥ ORBERLFICLD, V7
FOVIREE & Mg (cells/mL) OBIfRIZAELS A %
K, EEHE AR R A B X SR LR RS R S BT
TERLL TL 7230,

X IEHIREIC S 538 5 TSR,
bt F iPS fifuffERrRsA. B, C. DTt I iPSHifu%
B L 7ok, RIS L 22 B R IC 2 O E B A IR L
7o ZOMBAKE ATV L, MIEE32,000 cells/mL
LB kDI, BURL /=855 BiE A M N ORI Ty
ML, AFy FEHOTENTEND Y 7S IVRE 7 FLH
L7,
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o
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A EsB HEHC gD

<Fv bOFEACETHE>

o KF¥y FOBFHEIFROMEGE R ERERLERL T2
TV, FRHCREE ERITHEBGTE TT O T, SRk iZHs
ICHEBAH - TLRZS VN, Th—, KF¥ v F ORFEEHPE
BIUC il 7235 & 13KER TEH WL T 23V, &z,
B THICAS ARSI HTEBICHATISFE LR
Wil BEEIOF Y CTEZIT TR,

o (HHHIRZEE/Fy MIHEALZVNTTFI W,

o Iy FEFEOESHIETREYE TEDLRNTLIAZE N,
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® FHFNE 20~25 CICHEE L TF I\,

o JU—FV—IVIMENYRDDETOT, HirT LTS
V—=Fa LoDz, U —FBBWTY  VFROE
WA W EDICHERL TSV,

o JU— I Y Ao TR A KRIE, TV —F
L TR=NN—=Z )i PICELSPEDTTY 2 )b
I - TV ARG REERE D RT3y,

® TMB AT A BT TIHRFEL T 7230,

o JU—Fy—IVHUADFy FHEREET., FHEES IS
BRRICRL THREL T 230,

o (FHFEADORELHME LORMEHORIEIT, Ik
DOBITER BB > THUNTERMIE L T 230,

<#H# (EBELE) OFANE>

o JITERRHUR I kL ORI AR ERU A BURHT, BEsthaciatk 18
IREFI~ 24 RERTEE 2R L 72 B 20 v 7 U V7 L T 230,
X ERIMA A AR L L, ZOBOREERFIC LRI

£TOT, TEAHREIRMAHERY Y 7)) V7 TOR
Rl —L TLR2E 0,

o YUYV LAREELEER1,700xg (3,000 rpm)., 10
min, FRTEOLL TSIV, EIRS N SEL EE%
[ &L ET,

o TICHIEITH L W EIF. — 20 CLUF THifERAFL T
2SN,

<EAEIRIER >

o itk s X ORALAERIRS 38 S - I EE B i AR A (R L
TLEE N,

o  LRiMiATHAL /- 18I~ 24 BEREIR OB LA T U v
7 L7t MlaAE R L TR EMEE A RE L., [EOR
(Frg L) ORBLE]ICH - THE LB Ok A% L
TS, MEICHES 5% T—20CLLTF THFERAAEL T
723 (FOIFRE OWFERAFIIATAE T ),

® JTENR G L Ar HpUkE & R U L WS CARR L C B R R
ZIER L T 2230, J#)1330,000 cells/mL 7 549 41
cells/mL % C 3 5 DBRMEA R L CHEHAIZ PO, ZTDHk
ST MR 6 2 (53 DBRREAR L CRER A ER
HT EHBEOLET, T, B k- TIN5
VEPEVLDOLBD ETOT, LFEHOADOT 2L D
TERLL TL 2 &0,

® IEMICStripO— D& BEERRH & L, £ THOLNLE
AR 2 HIEX G &7 250 O R b ifasc: B 5
C e BEIDLET,

®  MRIAEN % <. MEMIC Strip D— D % EHEMFR FIIC > =
LREEL WA, EEEEARICH T S o VAR D L
TS (2~47T )V, 2L, BHRERIELNS
M7 BEA T2 S0,

- 8/10 —




% ]

<# fE>

® (¥ Auic. rBC2ZLCNEMIL TV — ., BEEav Fa—
. Bty ra—)b, FRE. EEm (10 ), FEE
E#%, 7V —Fy—aERICL TL 23\ (HRPE#T
AW B KO TMBER L ORIE) ,

o UE¥R (10x) Z#=ZROKEK (ZEFEK) TLOEHRL T
2V, WEK (1x) 13 1-Striph 720472 < L4 40
mLE TS (350 L/™ )b X P 1208 X 8 77 £ L), Ml
EE (I 5StripB) ICHbE TR L T 23w,
2L, TU— RGeS SEIE, EBRotry s v
ICHES LR ELEEE L SOICHABML T RE W,

o k¥R (10x) WP ASNEZ LDV ET, £OD
P&, 25~37CITIMR L. S22, ik
FHRL T 230,

o KIGOBME PO DI OO Fo—vid, FHE
FHC AR TA0E AL T 223\ (FRIK195 pLICk
av =5 uLEHEML TRVT v 7 ATREL T,
50 pL/77 £V TZNT WA 2 JVICERINL TL 2280,

o o hu—)Lid, HREFTZOETE Y IUITHML T
X,

® HRPEHIABHIL, M HEATICATRIE C20M5HRL Tib
FE (50 gL/ x X7 2 )VED) HFEBL TSV, &
R A H L 72t O HRPEGRPUABERITE S 2 ICERIC
RLTL X0,

® TMB®EWIL. FEIGD205Hi~305 01, LEE (50
pL/7 U X e VED) HRESNIH LT 2 — T
T, HHT AT THAMT TERTHREL TLEI,
DEEZIOH L 72O TMBIBRIIE L PICH ISR L
TLEE,

<RIEFNE>

(1) rBC2LCNEAMEL T L — F BRRIC e - 72 T & wHER L 72
. WHhHTU—F a0 ML BEICHERL 72\ Stripx
V—FRp 6L TRICEL F v v 7 2 L TEBRICRE
LT,

(2) 7V —FROFIV X =% CStripZ B2 L e (1 %)
350 pL/ 7 x VT3 EPH L £9, TDHK, T — &k
T L TR=—= 2 A )7 BT & DT o UICE
> TWAUWEEREIDERE £,

(3) EEHERNAR AR, W SRk B bR o Fa—
VB IOHRE ARG Fo—)VA, %450 uL/7 x )b
WML 7V —F IFY—Tn X CTRSBHLE, SU—F
V=% i-> THIR T 1 R ER S £,

@ JVv—tryv—mHBL., BEHK (1x), 350 uL/7 =)V
T3ERESL £, £OHK, TV — Fadi ST L TX—/3—
XA I AP E DT TY 2 VT > TW AU %
WMOBREET,

- 9/10 -

(5) 205 AL 7- HRPEZRBUABE R A, 50 p L/ 2 VIRINL
TU—FIFT—n E TEIFH L2, TV—Fv—b
b CEIRT 1 E#ERIL S X4,

6) FV—bFy—mHAL, HEER (1x), 350 uL/7 x b
TOEPEEHL T, ZOK, TV —TFZHf ST L TR—/—
AR WL IPE DT Ty 2 VT > TWA TSR %
WMOEREET,

(7) TMB##e%. 50 pL/7 = VML TV —F I FH—7 &
TR HEHL 726, [RTI0SHHEGIEET (T
ISHEANZETEPSAIN—L T T T 23 W),

(8) Ftuf=ibWeA. 50 pL/™ c VFRINLEE < R L TRIS A5
b, JU—F U= —TWIE [F P K450 nm, B
£620nm~650nm] ZPEL T3, @nEBEL TS
&3, Fo7OERETHL TPLHEEL T2\,

9) FEEERRGICFE DN T, JIER G & 7 AR O R oA
BreEmHL 3,

MOV P a— L% BT - 2B A F OROGE A
05U ETHLI L, BV TR —IL BV ITk-
7B AR ORNEN015KIMGTH 5 &% THERL 72

éb\o

BEFIE (70—Fv— 1)
rBC2LCN RE#t 7L —
L k%3 mE
EEHE AR FE VR, B Rk, A Vet kU
Btk Fm—) L% 50 L/ = VRN
BB SR IRERE EE
L w3
HRP B4R (20£578) % 50 pL/™7 « VIR
L B, BRI (B
L &% em
TMB %% 50 L/ « )L
bR, SR, 300RINIG (HE. )
Rt W % 50 L/ - VYR
| B
WOLRE I (PR 450 nm. PR 600~ 650 nm)

BEHR

Tateno, H., Onuma, Y., Ito, Y., Hiemori, K., Aiki, Y., Shimizu,
M., Higuchi, K., Fukuda, M., Warashina, M., Honda, S.,
Asashima, M. and Hirabayashi, J. : Sci. Rep., 4, 4069 (2014).
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