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Analysis and varification on self-and nonself-recognition mechanism in progenitor li
ke thymic epithelila cell lines
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The complexes consisting of self-peptides plus MHC molecules on thymic epithelial
cells play important roles for intrathymic T dell-development. However, the molecular mechanisms for forma
tion and expression of such complexes are not understood well. Firstly, it was revealed that thymic epithe
lial cell lines established by monolayer culture hardly expressed FoxN1, one of functional molecules for T

cell-development. In turn, upon aggregation culture of an epithelial cell-fraction prepared from fetal th
ymus, the epithelial cells expressed the almost same FoxNl-expression level as that in freshly isolated ep
ithelial cells. Those epithelial cells as well as the FoxNl-inducible epithelial cell lines hardly had an
ability to re-construct thymic microenvironment. In future, I am going to proceed with the two plans, the
establishment of thymic epithelial cell lines stably expressing FoxN1 and the investigation for formation
and expression mechanisms of the MHC complexes in these cell lines.
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mRNA i by quantitative PCR Foxnl CD205 beta5t RANK Aire  VCAM1  DLLL
Foxl EpcoAM G205 beias T55P | Rank A beta5t”*_RTOC_5d | 18.1 11.2 16.3 6.1 154 211 14.7
Dayi5Fetal . ] \ \ P R 29.6 131 108 732 541 143 222
Thymus 16.4 9.42 355 719 127 526 754
TEC1-4C18 (cTEC) [2.14E-03 20.8 | 0.154 4.47E-056.61E-04 6.93E-05 1.91E-05 316 216 245 411 5.41 188 16.2
1.14E-03 19.0 | 0.170 2.13E-033.35E-05 ND ND 143 6.28 205 8.07 2.85 3.88 5.61
0.0158 208 47304 3.43 3.03 5.72 5.79 0.275 1.29 1.57
+IFNy 2.99E-03 2Ol 0.559 2.32F-05 0.0004 (8.07E-05 1.04E-05 beta5t”*_mono_4d | 0306 0739 00121 0519  N.D. 00219 0235
249E-03 gl 122 3.21E-047.54E03 ND ND 0331 0727 00136 0559 00014 00181 0.226
0.0158 16.8 7.27E-04 v/+
beta5t”*_FTOC_5d | 39.1 21.9 141 551  9.63 101 338
TEC1C6 (mTEC) 0.245 8.51 [1.65E-037.49E-05 0.130 |1.79E-05 3.91E-06 et - - 345 15.3 5.498 69.1 28.2 127 123
g’:‘:: :z; 718E‘°“;~;'i§$ 0.117 | ND 144504 456  7.88 107 534 228 803 159
+IFN-y 0.0993 5.55 |1.08E-03 1.56E-05 3.34E-03 2.34E-05 8.30E-06 Table 2: JFHPRAEICL THBHILY—ZRIZKYEpCAMIGTEEGFPISE N EIZE 7 B L . DB
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0.786 128 1.20E-03 2RNAZ B LERED FIT DL TEBMIPCRE (T o1, HEEEDIHEIZFoxNID FE 1T
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Table 3
mRNA expression measured by quantitative PCR
p5t Foxnl CD205 DLL4 VCAM EpCAM p-actin
0 min 100 100 100 100 100 100 100
15 min suspension 731 102 891 106 121 109 102
EpCAM EGFP 15 min sspersd
min aggregation 977 12 114 107 115 114 117
4 30 min suspension 56.0 730 817 86.0 9838 123 135
30 min aggregation | 820 114 108 937 122 122 125
5 60 min suspension 31.7 55.1 588 66.5 124 130 107
60 min aggregation 46.5 59.6 819 575 112 148 136
RNA Table 3: C57BL/6RA4E15E H DMIARE HILBERTHERLZIEREICL, ZOIKET
PCR FoxN1 37°C CO,IERMETHFELIIBAL—ERKLIREBTHEELIGE LOMTHREEES
FOEREOFVEEETEMPCRAICKYANT ., T RETIEELISSLEER
BTHEELEEY. IR LR~ —7—5 FEpCAM, 1#7& 5 FVCAM. MHCclass|
BF.BLUB-FHF U FORBEIZOVTIEFELLEL RO OO, — A,
FFEEKAE T ELIBA 2. AR L R MR BEEETE S F CTd HFoxN15F., DLLA, B5tH
FoxN1 T2Zwb, Tssp. RANK. AirelZESRIE 3t 1= B DELVOHA ABS btz AL, B
SRETHEELSES . CholBEEES FORREOETEHTHTHI.
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Table 4
Expression Ratio of Transcriptional Factors
Oct-4| Nanog| Sox2| Foxnl| Sixi Pax1 Pax9
001,+DOX 1636 4583 | 0.015 | 0.1285 | 3.554 | 0.2481 | 1.326
001,-DOX 0.172 | 30.67 | 0.0018 | 0.2973 | 4.225 | 0.0245 | 1.963
001,-DOX,HIFN-y 0.1941 | 12.24 | 0.0211 | 0.7847 | 6.754 | 0.0856 | 1.666
002,+DOX 1.633 | 37.35 | 0.1045 | 0.3095 | 3.025 | 0.2566 | 0.8416
002,-DOX 0.185 | 4532 | 0.0414 | 1.761 | 5.278 | 0.0893 | 0.8247
002 -DOX,+HFN-y 0.137 | 20.46 | 0.0101 | 2.401 | 6.945 | 0.094 | 0.9632
011.+DOX 1443 | 1294 | 0.0061 | 0.8049 | 2.437 | 0.0073 | 1.217
011,-DOX 0.1306 | 1859 |0.0103 | 3.389 | 1.28 | 0.0004 | 1.546
011,-DOX,HFN—y 0.142 | 1153 | 0.0097 | 3.488 | 1.789 | 0.0016 | 0.898
021+DOX 16126 |0.9375 | 0.0126 | 0.5543 | 3.945 | 0.2135 | 3.345
021,-DOX 0.57845| 1.309 | 0.0007 | 1.341 | 10.72 | 0.4413 | 4.249
021,-DOX,HFN-y 0.2349 | 0.1502 | 0.0044 | 1.583 | 17.05 | 0.6842 | 3.75
032, +DOX 2147 69.47 | 0.0036 | 1.946 | 4.534 | 0.4179 | 2.059
032,-DOX 0.2258 | 22.35 | 0.0129 | 2.233 | 5.258 | 0.0729 | 4.084
032,-DOX,HFN—y 0.0983 | 13.9 |0.0038 | 1.574 | 5.004 | 0.054 | 2.447
040L01,+DOX 4406 12.25 | 0.0215| 0.1639 | 2.757 | 0.3332 | 3.429
040L01,-DOX 0.0916 | 5.542 | 0.0089 | 0.5588 | 1.792 | 0.1712 | 2.207
040L01-DOX+HFN—y | 0.2103 | 8.647 | 0.004 | 0.6646 | 1.995 | 0.3834 | 2.079
Fetal thymus 0.1514 | 0.6864 | 0.0068 | 1.453 | 0.7414 | 0.6689 | 2.384
Adult thymus 1 1 1 1 1 1 1
mTEC1C6 0.3433 | 10.39 | 0.0087 | 0.7 |0.4982 |4.80E-05 2.622
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