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(Karasawa et al,. Biochem.J.,2004)
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Supplementary Figure 3. Immunofluorescent staining of neural cells from huKO transgenic cloned pigs. Cryosections of brain tissue were
subjected to immunofluorescent staining using anti-doublecortin (DCX) antibodies (polyclonal goat IgG, Santa Cruz Biotechnology Inc., Santa
Cruz, CA), anti-microtubule-associated protein (MAP2) antibodies (monoclonal mouse IgG, Upstate Co., Charlottesville, VA), anti-ionized
calcium binding adaptor protein (Iba 1) antibodies (polyclonal rabbit 1I9G, Wako, Osaka, Japan) and anti-glial fibrillary acidic protein (GFAP)
antibodies (polyclonal rabbit IgG, generous gift from Dr. Haruhiko Akiyama, Psychiatric Research Institute of Tokyo, Tokyo, Japan) with FITC-
labeled secondary antibodies.Laser-scanning microscopy (LSM-510, Carl Zeiss, Germany) showed that huKO expression was colocalized with
DCX (a), MAP2 (b), Ibal (c), and GFAP (d), which are markers for neuron progenitors, mature neurons, microglia and astrocytes, respectively
(boxed inserts).Preparation of cryosections and immunofluorescent staining was carried out as described elsewhere 12. Scale bar=20 pm.

1. Yamada, M. et al. Neuroscience 124, 173-181 (2004).
2. Hayakawa, H. et al. Neurosci. Res. 57, 393-398 (2007). ("Lgfﬁ j(i tsé H %ﬁiﬁ EE cj: (') )



}

. - N
huKOJ Ffi#28 - Agosyesm. L

Uy 17-5 1D x100

BAREF R HARBRR



huKOZD P lifids - fHDEEFHIR:

vy 17-5 fifi HE x100 Fbuy" 17-5 fifi x100

HAERRR



huKOZ 7 lifgs - fHDEEHIR:

~—— NFEMEHAR

INERIRE

AR
-— Ul ERAR

& x100

HAERRR



DBESAL > ST FliEsas - HOHEAFRR:KE

FRRHER

tU7y 17-5 K8 HE x100 $vyy 17-5 B x100

BAtR R HAERRR



huKOT FlEEE - HEOXRR. B

A TN @ AN AR )

11y 18-1 e HE x100 8

1buy 18-1 B4&HF x100




f

huKOJ 7 lidigs - #HkD B YeFIR P&

FUTINIAEDRATHEBRTH S, FLLEBRICTOVTIE,
SUTINCABDRBTHDZ L LDV EORETER

!

SUTIWNNIRE

7-5 R x100

HAERRR




huKOT Fliss - s@onesen. R

e e Y, O\ A B WRER (fmen)
WA gl | ), S P N

- - “\ & a o~
5 . o L Vhuy 181 MR HE x400 - vy 18-1 E&ER X400

o a2 PN oy

HRHE T



DBESAL > ST FlEss - HHOEAFHER . Bib

HAERRR



DBESAL > ST FlEss - HAOEAFHER: BiE

1Ly 17-5 B x100

HAERBR



DBESAL > ST FlEss - HAOEEFER:IREK

f

AEEHE

- musEm

\\m&mm

K&k (LX)

K& )
vy 16-2 BRER HE x40 2 AUy 16-2 BRER x40

BAtR R HAERRR



DBESAL > ST FlEsas - HOHEARER KRB

. R
. Bl . . »
’ L4
. e v b - o s -
o P 4 ° . o M E
. e ¥ [ P
. - g o ® - - P P
.
’ AR > x ]
i - r; ,/tt. e 1
. - * 5 » e .
" - -+ 1’ ’ -
- ot . /,’ - ® s ]
- = o -
. . s - ’
. y -
- - »
A" - ” . =y J » ‘0 = . ) - -" -
» s . -
’ - & . » -
LA > . '
. N . e
A CHEBRE . i e .
v 5 A . o °
. . B . o » ® * <l . e
W e e e .
e . e e BEER
’ . =
. v . . . 2 e
. -
‘e o9 o v ' 2 B
K . . « TUU¥17-5 BRAE HE x400
o e

FLyy 17-5 A x400

PETE T




1000+

800

600+

SSC

400

2007

0 200 400 600 800 1000

104

FSC

Supplementary Figure 4. Expression of huKO in the
peripheral blood cells. Peripheral blood cells collected from a
huKO transgenic-clone pig (O18-3) was analysed using a
FACS-Calibur. Population of each lineage was classified by
values of both Forward Scatter (FSC) and Side Scatter (SSC)
of the flow cytometry. The R5 (RBC) and R6 (platelet) were
further gated from the R4.
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