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(Human Fc receptor blocking reagent)

Quantity
1 mL (50 tests) x 2 vials
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BACKGROUND: This reagent can block non-specific
bindings of antibodies to cells caused by human FcR for
such experiments as FCM, Fluorescent microscopy, etc.
Normal goat IgG in this reagent can also block non-specific
bindings caused by any goat secondary antibodies. In an
experiment of staining cells with T-Select MHC Tetramer,
Clear Back may block non-specific bindings caused by
macrophages or endocytosis, resulting in clear staining" 2.

FORMULATION: Goat sera contain normal human
IgG and 0.09% NaNs.
* Azide may react with copper or lead in plumbing system to form
explosive metal azides. Therefore, always flush plenty of water
when disposing materials containing azide into drain.

STRAGE: Clear Back is stable for one year from the date

of purchase when stored at 4°C~8°C or at -20°C for longer
periods. Avoid repeated freezing and thawing.

APPLICATION:
Blocking buffer; Add 20 uL of Clear Back to 1-5 x 10° cells.

QUANTITY: 1 mL (50 tests) / 1vial x 2

NOTE: Upon storage, a white precipitate might form in
this reagent. This precipitate does not affect assay
performance. The precipitate may be removed
centrifugation and the supernatant can use assay.
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2) Daniels, M. A. and Jameson, S. C., J. Exp. Med. 191,
335-345 (2000)

3) Fleit, H. B. and Kobasiuk, C. D., J. Leukoc. Biol. 49,
556-565 (1991)

4) Kobayashi, M., et al., J. Ovarian Res. 7,48 (2014)

5) Honda, T., et al., Protein Eng. Des. Sel. 28, 53-58 (2015)

6) Miyashita, T., et al., Oncol. Lett. 14, 5918-5926 (2017)

This reagent is used in the reference number 4)-6).

The descriptions of the following protocols are examples.
Each user should determine the appropriate condition.

MBL,

PROTCOLS:

1) Wash the cells 3 times with washing buffer [PBS
containing 2% fetal calf serum (FCS) and 0.09% NaNG].

2) Resuspend the cells with washing buffer (5x10° cells/mL).

3) Add 50 pL of the cell suspension into each tube, and
centrifuge at 500 x g for 1 minute at room temperature
(20~25°C). Remove supernatant by careful aspiration.

4) Add 20 pL of Clear Back to the cell pellet after tapping.
Mix well and incubate for 5 minutes at room temperature.

5) Add 40 pL of the primary antibody at the concentration as
suggest in the APPLICATION diluted in the washing
buffer. Mix well and incubate for 30 minutes at room
temperature.

6) Add 1 mL of the washing buffer followed by
centrifugation at 500 x g for 1 minute at room temperature.
Remove the supernatant by careful aspiration.

7) Add 30 pL of the secondary antibody. (The concentration
of antibody will depend on the conditions.) Mix well and
incubate for 15 minutes at room temperature.

8 Add 1 mL of the washing buffer followed by
centrifugation at 500 x g for 1 minute at room temperature.
Remove the supernatant by careful aspiration.

9) Resuspend the cells with 500 uL of the washing buffer and
analyze by a flow cytometer.

Effect of Clear Back on THP-1 cell line
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<Concentration of FITC labeled mouse IgG2a> Flow cytometric analysis for PBMC (Peripheral
Pink 5 ug/mL Bl Mononuclear Cell
Blue 0.1 pg/mL 1) Prepare PBMCs in accordance with the wusual
Orange 0.5 pg/mL experimental procedure and resuspend the cells with
Green 5 pg/mL (5x10° cells/mL).
2) Add 20 pL of Clear Back to 50 pL the cell suspension
*Clear Back blocks non-specific bindings of antibodies (2.5x10° cells) and incubate 5 minutes at room
caused by FcR on the THP-1 cell surface. temperature.
3) Incubate the cells with primary antibody. (The
concentration of antibody will depend on the conditions.)
4) Add 1 mL of washing buffer [PBS containing 2% fetal
Comparison of blocking performance between calf serum (FCS) and 0.09% NaN;], followed by
CD16/32 and Clear Back centrifuge at 500 x g for 1 minute.
5) Remove supernatant by careful aspiration.
Green Clear Back 6) Incubate the cells with secondary antibody. (The
Pink Anti-CD16/32 concentration of antibody will depend on the conditions.)
& 7) Add 1| mL of the washing buffer followed by
' 1 centrifugation at 500 x g for 1 minute at room temperature.
[ Remove supernatant by careful aspiration.
| 8) Resuspend the cells with 500 puL of the washing buffer
'. and analyze by a flow cytometer.
|
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J 1 Effect of Clear Back on PBMC
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UELELLLLLL PRI ELLLL IPLELELLLLULL] P LR g__
T LR R [ N I :
FITC labeled mouse IgG2a (5 pg/mL) staining THP-1 cells E-
after Clear Back blocking (Green Iline) and after Ak
anti-CD16/32 antibodies blocking (Pink line). 824
=] Pink: Blocking with Clear Back
*Clear Back blocks non-specific bindings to cells caused by i 7R Green: Without Clear Back
FcR as much as anti-CD16/32 antibodies do. The = Rz

R BN SR LI B
anti-CD16/32 antibodies are common-used antibodies for b 200 400 600 @0 1600

blocking to cells of the bindings caused by FcR. 3 ] 2
3
Clear Back blocks non-specific bindings of i %3‘
anti-CD16 antibody to THP-1 cells. i
ﬁ- Blocking with Clear Back ':D_' Without Clear Back T
=% F'_ I 3 o T ™ T
o] C_ FITC labeled mouse IgG2a (5 pg/mL) staining PBMC after
" i Clear Back blocking (Pink line) and without Clear Back
RTCI R A TR IARL Y T0* (Green line).
Green : PE labeled isojfype control (mouse IgG1) *Non-specific bindings are not detected on lymphocyte (R2),
Black : PE labeled anti-CD16 and Clear Back blocks non-specific bindings of the

antibodies to mononuclear cells (R4).
*FcR is expressed on THP-1 cell surface, but CD16 is not.

This figure shows that Clear Back blocks non-specific
bindings of anti-CD16 antibody to FcR on the surface of
THP-1 cells.
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