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Generation and characterization of antibodies against gonad
Chikako YOKOYAMA™

ABSTRACT : In a mouse, the genital ridge develops around embryonic day (E) 9.5 on the ventral surface
of the mesonephros. The genital ridge is identified morphologically around E10.5. At E11.5 to E12.5, the
adrenogonadal primordium on the genital ridge separates into the adrenal cortex and the gonad cell
populations. However, the precise mechanism of the development is largely unknown. In this study, we
report on the production and characterization of a series of monoclonal antibodies (MAbs) against gonad.
The antibody, designated as MAb 3B5, vielded the strong signal on germ cells in immunofluorescence
staining using the mouse embryo gonad section. Moreover, immunofluorescence analysis using E12.5
mouse various tissue sections revealed that MAb 5B5 also recognizes the cells in neural tube, ventricular
zone of cerebral cortex, a part of the epithelial cells, in which tissue-specific stem cells are present
abundantly. Furthermore, MAb 5B3 recognized the mouse and human ES and 1PS cells. From these findings,
it was concluded that MAb 5B5 recognizes stem cells-associated antigen. On the other hand, we found that

this antigen expresses cancer cell lines and human tumor tissue. These results suggest that MAb 5B5 may

recognize cancer stem cells.
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Rat MAb 1B1 Rabbit pAb

Figure 1. Indirect immunofluorescence of E12. 5 mouse gonad section using MAb 1B1. The section was double stained
with MAb 1B1 and rabbit anti-Ad4BP/SF-1 polyclonal antibody (pAb) and stained with Hoechst dye (HST).
MAb 1B1 and rabbit anti-Ad4BP/SF-1 pAb were detected with goat Alexa 546-conjugated anti-rat IgG and
goat Alexa 488-conjugated anti-rabbit 1gG, respectively. Gd, gonad: Ms, mesonephros.
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Indirect immunofluorescence of E12. 5 mouse
gonad section using MAb 5B5. MWAb was
detected with Alexa 488-conjugated anti-
rat [gG (A) and stained with DAPI (B).

Figure 2.

3. 2 v ALEMAERET SAOMEREER
EFAETEMIIIEE T LA ) T AT 7 H—BiEEE
F45HEHBN TS, MAbSBS 23308 SR04
REFEMIETHD LHET 5720, El05 v 7 AR{FE
PEFERLHI T IZ-D T, MAbSBS &R e fse e a5
ERRBIZT AR Y 7+ R 7 74 —BIERREERL &
A, MAbSBS DB AT AR Y TR T v H
—BEMRED AL —E LY, Ko TMAbSBS
MEFERR TR T D ARRE MR ATERE Th S L R

WIZ, MAb 5B5 & B ez - TE125
= 7 RBRF DR 2 72 RERE TMAD SBS MK LD i
ERETAMNEBETLELIS, HRES—FOLEET
BRMEAINRASTETE LT, & 2 Cw 7 A MG {FHRREE o
S YE QTR RN AT o, RIEEE T 2 MADb
5B5 FPan-cadlZ#4 57 £y FARY ¥ n—FAHIET
B L7, FiPan-cadfL I3 HHR LR AR DRIBEE L Ot
FIE i (basolateral ) & FIRAL & 7= I A Ve, Figure 3
A3 X 2 i, Mab SBS PR E AN E A O [EIRED
(apical EDAl & FEEIT TR ot L7, RENRE E O FREfl
JAFZDOEHFICEBICEFEELTWD BN TWD, £
=T, MAbSBS [FeiRErfigiZ BB o 0 T2 M T 5
RIS, £, MEBREASZ— LD, MADbSBS
PRI REL WA LB X 5,

Expression and localization of MAb 5Bb
antigen in E14.5 mouse cerebral cortex.
Coronal section of El14.5 mouse cerebral
cortex including the cortical plate was
stained with MAb 5B5 (A) and the antibody
for Pan cadherin {(Pan-cad) (B). Pan-cad
was used to visualize the basolateral
cell membranes of neurcepithelial cells.
MAb 5B5 and the anti-Pan—cad antibody

Figure 3.

were detected with goat Alexa 488-
conjugated anti-rat lgG and goat Alexa
546-con jugated anti-rabbit [gG,
respectively. CP, cortical plate;, VZ,

ventricular zone.
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MAb 5B5 Bright-field

iPS

MAb 5B5 recognizes mouse iPS cells.
cells were generated from MEF and were
stained with MAb 5B5 detected with Alexa
488-conjugated anti-rat 1gG

Figure 4.
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MAb 5B5 Bright-field

MAb 5B5 recognizes human cancer cells.
Breast cancer cell line, MCF-7 cell, was
stained with MAb 5B5 detected with Alexa
488-conjugated anti-rat IgG. MAb 5BS
recognized a particular population of MCF-
7 cells.

Figure 5.
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