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Immunofluorescence protocol (smear slides)

1. Apparatus and reagents

1.1 Apparatus

Name Producer Model

Glass microscope slides ~ Wanwu

Vortex Wanwu MX-F
Micro-centrifuge Wanwu D100SE

Rocker Wanmwy TSY-B

Pipettor Dragon KE0003087/KA0056573
Liquid blocker pen Wanwu WG1066-1
Ortho-Fluorescent Nikon NIKON ECLIPSE C1
Microscopy

Imaging system Nikon NIKON DS-U3

1.2 Major reagents

Name Producer Code Dilution

PBS solution Wanwu G0002

Permeabilize solution Wanwu G1204

BSA Wanwu G5001

Resin mounting medium Wanwu G1403

Primary antibody

Secondary antibody G1012

DAPI Wanwu

anti-fade mounting medium Wanwu G1401

2 Procedure

2.1 Cell fixation: The cell suspension was centrifuged at 2800rpm 4°C for 5min, discard the

supernatant and add 2ml 4% paraformaldehyde to fix the cell suspension according to the

amount of cells deposited at the bottom. If the cell can not be visible by naked eyes, centrifuge it

with 3000 rpm/min at 4°Cfor 10 min.
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2.2 Making smear slides: Centrifuged the fixed cell suspension with 2800 rpm/min at 25°C for 5
min, discard the supernatant, add PBS according to the bottom sediment: and added PBS
according to the precipitation at the bottom: (D If the cell precipitation can not be seen by naked
eyes, centrifuge it with 3000 rpm/min at 25°C for 10 min, If there's still no precipitation, take 0.2
ml of liquid at the bottom, then add 0.5 ml of PBS and mix well, pipette 200ul, and drop it into a
small circle (3cmX2cm oval) drawn with Liquid blocker pen in advance; @ If the amount of cell
precipitation is small as a mung bean, discard the supernatant, take the precipitation at the bottom,
add 0.5 ml of PBS. After mixing well with a pipette, take 200 ul to draw in the small circle (ellipse
by 3 cm X 2 cm) drawn with Liquid blocker pen in advance. 3 If there's a lot of precipitation as
the soybean or bigger, discard the supernatant, take the precipitation at the bottom, add 2 ml of
PBS. After mixing well with a pipette, take 150 ul to draw in a large circle (ellipse by the
maximum long edge about 5 cm and the maximum short edge about 5 cm) drawn with Liquid
blocker pen in advance. Observe the amount of cells with the microscope. If it's still too much,
dilute the cell suspension with PBS times until uniform cell volume coating can be observed under
the microscope. Spread the cell suspension over the circle with a pipette placed to dry naturally.
2.3. Cell Fixation and Permeabilization: Add 50-100ul fixing solution inside the circle. When
fixed at room temperature for 20 min, wash off the fixing solution, add permeabilize working
solution, incubate at room temperature for 20 min, wash 3 times with PBS,for 5 min each time.

2.4 Block with serum: eliminate obvious liquid, mark the objective tissue with liquid blocker

pen. Cover objective area with 10% donkey serum (for the case of primary antibody originated
from goat) or 3% BSA (for the case of primary antibody originated from others) at room
temperature for 30 min.

2.5 Primary antibody: remove the blocking solution. Incubate cells with primary antibody
(diluted with PBS appropriately) overnight at 4 °C, placed in a wet box.

2.6 Secondary antibody: wash cell climbing slides three times with PBS (pH 7.4), placed in a
Rocker device and 5 min each. Cover cell climbing slides with secondary antibody (appropriately
respond to primary antibody in species) labelled with HRP, incubate at room temperature for 50
min.

2.7 DAPI counterstain in nucleus: wash three times with PBS (pH 7.4) in a Rocker device, 5 min
each. Then incubate with DAPI solution at room temperature for 10 min, kept in dark place.

2.8 Mount: wash three times with PBS (pH 7.4) in a Rocker device, 5 min each. Throw away
liquid slightly. Put the slides on a glass microscope slide and then mount with resin mounting
medium.

2.9 Microscopy detection and collect images by Fluorescent Microscopy. DAPI glows blue by UV
excitation wavelength 330-380 nm and emission wavelength 420 nm; FITC glows green by
excitation wavelength 465-495 nm and emission wavelength 515-555 nm; CY3 glows red by

excitation wavelength 510-560 nm and emission wavelength 590 nm.
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3 Results

Nucleus is blue by labeling with DAPI.  Positive cells are green or red according to the

fluorescent labels used.
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