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In vitro immobilizéfi_dh (IVlM) assay using MouseBMcells

/mIL-3 (10 ng/ml )
/) mSCF (50 ng/ml )

- hFIt-3 L (100 ng/ml)
“hiL-11 (100 ng/mi )

eGFP(+)cells Expansic)n @

Dy 2w

Expansion

, 2 weeks. o

10 cells/well

~ -Surface phenotype Repiating frequencyVCN '
, -Morphology -~ 7
. -Integration site - G -
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‘Toxicity of VSV-G from stable producer cells

Two round of Lin(-) mBM transduction by preloading virus on RetroNectin-coated plate(MOI of 20)

Limiting dilution: Mock and SFFV transduced BM cells
Cell densit: 10 cells/well

No. of Replating index | Mice age
Env. | # replating EGFP+ |- Replating frequency. CN (frequency/CN) | (month)
clones/total (%) e i )
wellz ol e o e i T e
VEV-G | 1 25/84 82.9 0.03532 (1in 28) 2.3 0.01342 4.5
2 0/96 81.8 0 2.63 0 2
Eco |1 50/96 74.9 0.07357 (1in 14) 5.6 0.01414 5
2 .8/96 83.2 | 0.00870 (1in 115) 5.2 0.00167 2
2

IVIMassay using human CD34+cells

— SFFV-Amp

control

EGFP(+) cells: 53 %

Celisiwell | No, of replating | Replating frequency | © =~ * WIMclone -
71 clonesttotal well- . -
100 4/96 0.000425 All of them can not be proliferated
200 12/96 0.000667 2 out of 12 seem to be able to proliferate
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N EES
TA010723 CGDGTO01

HEK293SPA  K562MFGS BmEAOEER e

Cell type HEK283 K562 CD34+ Neutrophil
Number of bases 1.63Gb 1.53Gb 4.05Gb 5.10Gb
Number of read pairs 8.08M 7.59M 20.0M 25.25M
Number of bases (trimmed) 1.52Gb 1.41Gb 2.86Gb 4.64Gb
Number of read pairs (trimmed) 7.56M 7.58M 14.4M 23.25M
PCR duplicates 9.60% 37.50% 79.80% 80.50%
Reads mapped to the vector 0.99% 2.90% 0.43% 0.07%
Reads mapped to the SHH gene 0.55% 1.15% 3.89% 1.78%
Number of integration sites (> 7 reads) 1 49 78 34
Number of integration sites (> 0 reads) 1695 4658 415 221

EMBMERET ARER XGRS R SRS BEEA ORI 2 — AR IR
BERMM &Y BEERERIRL, CO34EMBMIBE S . ERRETFERTHLIVALR
Rya—EHEICEES Y, F53%, —HOMELN LT/ LDNAKE = TA010723 (58]0
COMBERICERNENLCTESICRS . 5 O8EMTICEELYRBOERRL.
kA S B — O ST/ LDNAKH = CGDGTO1 (51
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AT DENREBER

BE (EUATFEE

B, 27, AE :62.9kg HFREE: 1.71m?
J2JLT 7 1 48 mg/dose (0.763 mg/kg) GERIEERS
RIMEFE w5688 3, 6, 66, 69 ]

FTHERE - IER
HEZE 203 E/A 1mg/day
Uy /7UI 5mg/day
ROV 77—k 3g/day
DIJLY F ¥ 3—)LiE 600mg/day
XGS5IY 2.25g/day
MUIFY—IL 400mg/day
FEMTDIR'S
REDKRSE 48 mg
(ZNEE] 62.9 kg
IREDCss,av 926 ng/mL

IRFEDAUC- 1,354 umol*min/L
OBk 5=
BiZCss,av (ng/ml) #HEZREE (mg)

600 31.1
700 36.3
800 41.5
900 46.7

1,000 51.8
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PEERARZRNERZEE BLLES

105

KREC (copies/mg DNA)

Undetectable

Undetectable 102 10% 10* 105 108
TREC (copies/mg DNA)
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Case. Selective IgA deﬁaency
4y7m, male

Pneumonia x3, OMA x1, Skin abscess x1

IgG 896, IgA <5, IgM 122

Varicella zoster: normal clinical course,

Varicella zoster skm test (+)

Specific Ab (+): Measles, Rubella, Varlcella,
Mumps, EBV, CMV

TREC/KREGC: Group D

eTREC: Ocopy/Ug
ecj KREC: 0 copy/ U g
esj KREC: 0 copy/ UL g




Clinical manifestations of RAG mutation

Selective IgA deficiency
P

Granulomatous RAG

I e
CMYV infection withy & T cell
expansion

|
Omenn’ s syndrome, Leaky SCID |

. deficiency

Selective IgA

T-B-NK+SCID |

y (Blood116:1263-1271;2010)
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signal joint kappa-deleting
recombination excision circles

signal joint TCR recombination excision circles

Va V&l Va 3&Rec Va2-D82J61_J& C& V83 pla

Va V8 Va amwgda S :

CrTT T ':

B8 . §§§§* ntron RSS fo Kde reamangement [ &
coding joint SIKREC

T cell receptor (TCR) a$8DVDJE
BB (TCRD deletion) D@12
T4 U BERIADNA

THERRDME - BFEIC K hERENT,
ZEUTCEET D70, HIETHIED
Y—h—&UTHIBTEE

UHET, FERBRMICHTS
sjTRECsEE:ZRMF L. SCIDDY
RROY—Z VI DAL TTEE
HdZ EERS U7 (Morinishi et
al. J.Pediatrics, 2009)

A SHERERRREDH D L\ (S k EHDallelic
exclusionD7z®(T. k EEEBEIH
(Ck) DHEEADNANSETIOHEEN
TeBRICHE UBIRIADNA
B%BH’PEO) ME - 1EBlC K DBR NI
ELUTHEET DI, HEBMRD
?—73—2:_ ULCHIRTI8E
LHET, ERBREMCESID
sjKRECsEEEZHFE L. XLAGE
DBHERBEDVY AR U —=V
NORETHD L ZRSE L
(Nakagawa et al. J. Allergy Clin
Immunol, 2011)



