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l.  Secondary Lymphoid Organs Lymphnode
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l.  Secondary Lymphoid Organs Lymphocytes (peripheral)
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Il. Cell Surface MarkersZBiR=REiRE4CD

Mouse B cell markers
Pan: CD19, CD20, CD21/CD35lowneg  CD22,
CD23, CD24 (HSA)ov, CD25", CD36", CD40h,
CD69", CD80", CD81, CD86", CD180 (RP105),
CD252 (OX40 Ligand)", IgDhigh, |gMlow/int

http://www.liankebio.com/article-information_Newsletter-968.html
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b CD218a (IL-18Ra)

GM-CSF IL- T CD254 (RANKL)
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Th2
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Mouse CD4* T cell markers

Pan: CD3, CD4, CD5, CD7, CD25", CD27,
CD28, CD44", CD62L (naive:high, effector: low,
memory: high), CD69", CD127 (IL7Ra), CD134
(OX40)", CD137 (4-1BB)", CD152 (CTLA-4)",
CD154 (CD40L)", CD272 (BTLA)", CD278
(ICOS)", CD279 (PD-1)"



Il. Immuno-Staining Cell Surface Markers

PerCP-Cy5.5 Anti-Mouse TCRP Ab ﬁw”

FITC Anti-Mouse CD19 Ab
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lll. Flow Cytometry SR TVZHREA
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PerCP-Cy5.5 Anti-Mouse TCR 3 Ab
FI'TC Anti-Mouse CD19 Ab

Ill. Flow Cytometry

fe S AERR  laserE RERE gyn  BOUER e o
FITC 494 488 520 530/30 2 BB515/AF488
FL2 PE 491,563 488,532,561 5i5 575/26 5
@ APC 650 633 660 660/20 5 eFluor660
FL4 APC-Cy7 650 633 785 780/60 1 APC-H7,APC-Alexa Fluor/50,APC-VIO770
SIS : FITC PerCP-Cy5.5  |ELELREE PerCP-Cy5.5-
1 &‘%ﬁ Z_iigz_l_ﬁ ‘ ® FITC-CD19 TCR beta
BRRKE/nm: 494 182 ‘
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lll. Flow Cytometry
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V. Trypan Blue Staining
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V. Red Blood Cell Lysis
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PerCP-Cy5.5 Anti-Mouse TCR 8
FITC Anti-Mouse CD19
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Experiments
l. Isolation of Lymphocytes from mouse spleen and lymph nodes
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Experiments

l. Isolation of Lymphocytes from mouse spleen and lymph nodes




on
ice

SP

N

LN

1ml

A

spleen

—

o O

O Oo
lymph nodes

resus;ension

+5 mL
RPMI

SP

AV

BUH TR 2R

sterile petri dishes
containing 3 mL of
RPMI respectively

WHEE, i3I8, ELI4AE

|

’#« e
' ey 5021721
/ \ ENBLE
dish A dish B ‘
from from
Transfer § LA dish B
+15 mL +1 mL RBC :obl5m| (LN) (SP)
centrifuge RPMI, | sp [Lysis RT 2’ ube =9 & '
h KT [ |
200xg, centrifuge
10 min AR A4 h
15ml 200xg, 10 min | LN SP

resuspension

+1 mL RPMI

LN

LN, SPiIXEFRIC! | |

From A From B

VOV

%3ml, HE3midik
H & 296ml




Experiments RAENRERRE

lll. Cell immunostaining and flow cytometry analysis

Spleen cells were about 3-5x10° cells /mL.
About 5-8x107 spleen lymphocytes and
8x10° lymph node cells can be obtained
from one mouse.
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NN

= EZARE, WERC:
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control  for staining __ control  for staining

i[> 200 x g for 10 min.
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lll. Cell immunostaining and flow cytometry analysis

——p TR K465 nL R, ESGE, GEAR 50 uL

=l FHE (JBad) o} e
PerCP-Cy5.5 Anti-Mouse TCR

(0.2 mg/mL) 2.5uL (2 E10 pg/mL) 0
FITC Anti-Mouse CD19 (0.5 mg/mL) 1 pL(Z&¥# ¥ 10 pg/mL) 0
AR 46.5 uL

ZARIR 50 uL

Incubate the cells for at least 30 min on ice in dark.

Resuspend the cells in 1 mL of Flow Cytometry Buffer.

Centrifuge the cells at 200 x g for 10 min.
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Experiments

Ill. Cell immunostaining and flow cvtometrv analvsis
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lll. Cell immunostaining and flow cytometry analysis

IV. Microscopic observation of cell morphology



Experiments

IV. Microscopic observation of cell morphology

45 uL i E &
5uL0.2% SIEER

Wait for 30s —1 min then transfer 30uL of the sample onto a slide,
observe it under a microscope within 5 minutes, and take pictures.

mER!
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Study Questions
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FIGURE 12-8 Migration of B cells and helper T cells and T-B interaction. Antigen-activated helper T cells and B cells move toward
one another in response to chemokine signals and make contact adjacent to the edge of primary follicles.

The B cell still also expresses CXCRS5, which binds CXCL13, expressed by FDCs in the B-cell follicles
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