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Fig. 24 Preparation of lipid-free GPIL-anchored proteins from rat brain
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Fig.5 2D-DIGE images of Cy3 labeled HepG2 (A) and CyS5 labeled HepG2III (B)
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Fig. 26 2D-DIGE images of Cy3 labeled HepG2 and
CyS labeled HepG2III membrane fraction
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Table 4 Glycosylation analysis of alpha-fetoprotein

Retention time Peptide Oligosaccharide
(min) myz__ |Charge| M.W. |Sequences M.W. |[Structures M.W.
23 1013.43 +3 3037.3
1 1 2077.8
23 1519.67 +2 3037.3 kivnfteiqk/ 977.5 |[HexNAc]4[Hex]5[Neu5Ac]1[Fuc]
23 1081.29 +3 3240.9
. NeuSAc]1[Fucl1 22814
23 1621.44 +2 3240.9 kivnfteigk/i 977.5 |[HexNAc]5[Hex]5[NeuSAc]1[Fuc}
23 1446.62 +2 2891.2 |k/vnfteigk/l 977.5 |[HexNAc]4[Hex]5[NeuSAc]1 1931.8
23 1118.67 +2 2235.3 |kivnfteiqk/! 977.5 |{HexNAc]3[Hex]4 1275.9
23 1264.05 2 2526.1
977.5 |[HexNAc]3[Hex]4[Neu5Ac]1 1566.6
111048 | 3 | 2506, [W/VPitelak/ _ I3{Hex14] ]
24 1665.44 +2 3328.9 [k/vnftelqi/l 977.5 |[HexNAc]4[Hex]5Neu5Ac]2[Fuc]1 2369.4
24 1178.33 +3 3532.0 |k/vnftelgk/ 977.5 [HexNAc]5[Hex]5{NeuSAc]2[Fuc]t 2572.5
24 1091781 3 131823 |\ o olak 977.5 |[HexNAc4[Hex]5[NeuSAcj2 22229
25 159217 | 2 | 31823 9 .
27 1236.04 +3 3705.1
53.7 [[HexNAcl4[Hex]5[NeuSAc)2[Fuc]1 2369.4
27 185320 | +2 | 3704, |N/fvRtelall | 1353.7 |[HexNAcl4[Hex]S[NeuSAcI2[Fuc]
27 1187.17 +3 3558.5
353.7 |[HexNAc]4{Hex]5[NeuSAc]2 2222.8
28 178023 | +2 | assgs |W/fikvnftelak!l | 1353.7 |[HexNACl4{Hexl5( !
28 1303.56 +3 3907.7 |k/ftkvnfteiqk/! 1353.7 |[HexNAc]5[Hex]5[NeusAc)2[Fuc]i 2572.0
28 1138.84 +3 3413.5 |k/ftkvniteigk/ 1353.7 HIme>o_£Imx_mHchm>otH_uco_._ 2077.8
28 120652 | +3 | 3616.6 [k/tkvnfteiqk/l 1353.7 |[HexNAc]5[Hex]5[NeuSAc]1 [Fuc)1 2280.9
28 1090.14 | +3 | 3267.4 [k/ftkvnfteigk/! 1353.7 [[HexNAc]4[Hex]5{Neu5Ac]1 1931.7
28 1322.75 | +3 | 3965.3 |k/ftkvnitelqk/l 1353.7 [[HexNAc]6[Hex]5[NeuSAc)2 2629.6
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Table 5 Glycosylation analysis of ceruloplasmin

Retention time Peptide Oligosaccharide

{min} m/2 Charge M.W. [Sequences M.W. Structures MW.
24 1025.17 +4 4096.7

. N 2.

o iy +m oo s |[EHEGAYPDNTTDFQR 1891.8 |[HexNAcl4[Hex]5[NeusACI2 22229
24 1373.88 +3 41186 |EHEGAIYPDNTTDFQR 18918  |[HexNAcJ4[Hex]5[NeuSAc)2+Na 2244.9
24 1061.67 +4 4242.7 | el GAIYPDNTTDFQR 1891.8  |{(HexNAcl4[HexI5[NeuSAc|2fFuc]1 2368.9
25 1415.23 +3 4242.7 : :
25 1262.24 +4 5045.0
o i " ooi>0 |EHEGAIYPDNTTDFQR 18918 |[HexNAcJ5[HexISINeuSACI3[Fucl2 3171.2
25 1189.21 A 4752.8
2 e - 47522 |EHEGAIYPDNTTDFOR 1891.8  |[HexNAC]5[Hex]6[NeuSAC)3 2879.1
25 1225.72 +4 4898.9
2 joas o2 o o |EHEGAIYPDNTTDFOR 1891.8  |[HexNACIS[HexIB[NeuSAcI3[Fuc]i 3025.1
27 1093.95 +4 43718
2 s - 8 |FLHHLQEQNVSNAFLDK 20210 |[HexNAcl4[Hex]5NeuSAc]2[Fuc]1 2368.8
27 1057.43 +4 4225.7
d bt o el |eLhHLGEQNVSNAFLDK 2021.0 |[HexNAcl4[Hex]S[NeuSAc]2 22227
28 1257.99 +4 5028.0
o jedbs a oo |eLHHLQEGNVSNAFLDK 2021.0 |[HexNAc]S[Hex]6[NeuSACI3[Fuclt 3025.0
28 1221.48 +4 4881.9
- e a o S |FLHHLQEQNVSNAFLDK 2021.0 |[HexNAcI5[Hex]6[NeuSAc3 2878.9
33 1347.54 +3 40396 |ENLTAPGSDSAVFFEQGTTR | 21260 |[HexNAcl4[Hex]5[NeuSAc]1 1931.6
34 1450.24 +3 43477 |ENLTAPGSDSAVFFEQGTTR | 2126.0 |{HexNAcl4[Hex]5[NeuSAc)2+NH3 2239.7
34 1083.68 +4 43307 |ENLTAPGSDSAVFFEQGTTR
34 1444.56 43 | 43307 |ENLTAPGSDSAVFFEQGTTR | 21260 |MHexNAcj[HexiSINeuSAci2 2222.7
34 1493.28 +3 44768 |ENLTAPGSDSAVFFEQGTTR | 2126.0 |[HexNAcj4[Hex]S[NeuSAc)2[Fuc]1 2368.8
34 1089.17 +4 43527 |ENLTAPGSDSAVFFEQGTTR | 21260 |[HexNAcJ4[Hex]s[NeuSAc]2+Na 20447
35 1668.97 +3 5003.9 |ENLTAPGSDSAVFFEQGTTR | 2126.0 |[HexNAcI5[Hex]6[NeuSAC3+NH3 2895.9
35 1663.29 +3 4986.9
» g 3 A |ENLTAPGSDSAVFFEQGTTR | 21260 |[HexNACIS[Hex]6NeuSAcla 2878.9
37 1282.48 +3 38444 |AGLQAFFQVQECNK
37 1923.24 +2 38445 |AGLOAFFQVQECNK 1639.7 |[HexNAcJ4[Hex]S[NeuSAc)2 2222.7
38 1331.17 +3 39905 |AGLQAFFQVQECNK 16397  |[HexNACJ4[Hex]5INeuSAcI2[Fucl? 2368.8
38 1289.81 +3 3866.4 |AGLQAFFQVOECNK 1639.7 |[HexNAcJ4[Hex]5[NeuSAC2+Na 2244.7
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Table 6 Ad vectors used In this study

Forelgn gene
Ad vector E1 deletion region E3 deletion region Region between E4 and 3'[TR

Promoter GOl Promoter GO} Promoter GOl
AdOn-L4 TRE/CMV  Luclferase cMmy aTA - — —
AdBI-rtTA-L TRE/CMV  Luclferase+riTA —_— —_— — —
Ad-rtTA-IRES-ATS-L. TRE/CMV  Luciferase CMV nTA+TS —_— _—
Ad-iTS-BI-r{TA-L TRE/CMV  Luciferase+ntTA - —_— EF-1a 1S
Ad-rtTA-{TS-L TRE/CMV  Luclferase CmMv riTA EF-1a tTsS
Ad-L2 CcMmv Luciferase —_— —_— — —_—
AdOn-SEAP4 TRE/CMV  SEAP CMV HTA — —
Ad-M2-SEAFP4 TRE/CMV  SEAP CMV  riTA25.M2 —_— —
Ad-S2-SEAP4 TRE/CMV  SEAP CMV  rtTA285.52 — —_
Ad-riTA-tTS-SEAP TRE/CMV SEAP CMV nTA EF-1a TS
Ad-M2-{TS-SEAP TRE/CMV  SEAP CMV  rTA25-M2 EF-1a 111
Ad-S2ATS-SEAP  TRE/CMV SEAP CMV MTA25.82  EF-la TS
Ad-SEAP2 CMV SEAP —_— — —_— _

CMV = CMV Intermediate-early promoter / enhancer

TRE/CMYV = tet-responsive promoter containing minimal CMV promoter

EF-1a = human elongation factor-1a promoter

Ad-iTA-IRES-TS-L contalns CMV promoter/ intron A/ nTA / IRES /TS / P(A) cassette In the E3 deletlon reglon.
AdBI-itTA-L and Ad-tTS-BH1TA-L express luciferase and rtTA from one bidirectional tet-responsive promoter
cloned in the E1 deletion region.
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Fig.28 Regulated luciferase expression in SK HEP-1 cells transduced with various Ad-mediated tet-on

systems.
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Fig.29 Regulated luciferase expression in HeLa and ECV304
cells transduced with various Ad-mediated tet-on systems.
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Fig.30 Comparison of induced (maximum) luciferase production in celis
transduced with AdOn-L4, Ad-ntTA-tTS-L, or Ad-1.2.

169



(A) SK HEP-1 Regulation

factor
Mock _—

[ AdON-SEAPS [t -
MOI=5 | Ad.ATA-TS-SEAP| ~
| Ad-SEAP2
[ AdOn-SEAP4 77777777773 378
MOI=50| AQ-HTAATS-SEAP 77777777777 777 H 1246
| Ad-SEAP2 i .
o1 1 1 10 100 1000
SEAP production
(B} HolLa (ug/105 cells) Hefg:llatlon
actor
Mock
[ AdOn-SEAP4 1.3
MOI=5 | Ad-rtTA-ATS-SEAP 741
| Ad-SEAP2
- )
AdOn-SEAP4 77777777777 777 7 125
- "
MOI=50 | AQ.HTAATS-SEAP 777777 77777777777} 500
| Ad-sEAP2
1 1 10 100 1000 10000
SEAP production
105 cells
(C) ECV304 a4 J Hefgul.allon
aclior
Mock
[ AdOn-SEAP4 18
MOI=S | Ad-nTA-TS-SEAP 187
| Ad-SEAP2
- E h
AJONSEAPY 7777777 777 54
MOI=30| Ad-NTAATS-SEAP 7777777 77777 777 7 1 84.6
| Ad-SEAP2 |
3 7 10 100 1000
SEAP production
(wg/10% cells)

Fig.31 Regulated SEAP expression in SK HEP-1, Hela, and ECV304 cells
transduced with AdOn-SEAP4 or Ad-rtTA-tTS-SEAP.
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Fig.32 Regulated SEAP expression in SK HEP-1 cells
transduced with various Ad-mediated tet-on systems.
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Fig. 33 Regulated SEAP expression in Balb/c nude mice.
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Fig. 35 Capsid-modified single adenovirus vectors containing tet-off system
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