No0.097 /2001

DOJiN NEW

R=2>rzZa1-2

gotoobogbbooobtimoobono

CLIP(Cross-linked Primer)0 0 O O
0ooo

InvivoO OOoOoOoood

OOooooood BSB
oDoooo

ooooooooovr
Doo0oooooon

ISSN0385-1516



DO_I‘In News N0.97(2001)

0O

Review
Ooodooooooobooooooooooo
0 CLIP(Cross-linked Primer)D 0O O
goooooooooo og
gooooooooo 7
gooodoono oo ooooo g

Topics on Chemistry
InvivoOOOOOOOOOOOOOOOO BSB

Commercial

oooooooogoo

O Nitrosothiol Assay KitoO O O O O
oooooooo

11

12
16

11thO00ODOOO0O0OO0OO0OOOO

oood

ooboobooobo 15
0011000000000000000000 18

goooo

gobobooobooboobobooo
goooobooooo 6
O Nitrosothiol Assay KitO O 0 0O O 12
gooooogoo 16

.
ET s
e

gooooooooooooo



DO_II‘n News N0.97(2001)

goduobbbboooouooobobouogoo
CLIP(Cross-linked Primer)0 0 O O

googd

(Kenshi Obaru)
goooooooooo

[ Summary ]

At present, the sequence analyses of the human genome were completed, and the
function of a large number of the genes is being cleared. It is getting pratical to grant
the novel function to the cells using these information of the genomes. However, it
was difficult to construct the plasmid which has the multiple function. Although it is
indispensable to recombine a number of the genes into a single plasmid, it is difficult
to construct the plasmid using the mehods of digestion by restriction enzymes or
recombinase and ligation, since it is required to restrict one or two restriction enzyme
site or LoxP site in the plasmid. However the CLIP methods described here shows
possibility of construction the plasmid using the cross-linked primers (CLIP). This
method enables any construction of the plasmid DNA. Here, we describe the principle

of the CLIP method.
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Chart 1 Procedure for the determination of 7-dehydrocho-

lesterol in human skin surface

Human skin surface (2.25 cm?)
Extract with n-hexane-ethanol (1:1, v/v)(30ml) by an extrac-
tion device

Extract

Evaporate under N, gas
Reconstitute with acetone
mix

Evaporate under N, gas

2.0 mmol/l DMEQ-CON, 0.2ml
Heat at 1200 for 60 min
1.8ml

Dilute with methanol
mix
Apply onto HPLC (10ul)

HPLC conditions
Column:TSK gel ODS-120T(250 x 4.6mm i.d.;5um)(500)
Mobile phase: aqueous 900 (v/v) acetonitrile
Flow rate: 1.0 ml/min
Fluorescence detection: Ex.360nm Em.440nm

Fig.3 Diagram and use of the lipid extraction device. A, inlet (solvent); B,
outlet (collector); C, Filter paper; D, teflon cell; E, aspirator.

(A

N

Detector response

7 T 1T T T 1
20 40 60 0 20 40 60

Retention time/min

o

Retention time/min

Fig.4 Chromatograms obtained with (A) a standard solution and (B) an
extract of human skin (abdomen) surface. Peaks and concentrations: 1=7-
DHC [A, 80.0 pmol (30.7ng); 13.8pmol (5.29ng)cm2 skin surface];
others=A, the reagent blank; B, the reagent blank and endogenous
substances in human skin surface. The shaded areas disappeared upon
oxidation and two peaks (in broken line) appeared.
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good
1) K. Shimada, K. Mitamura, J. Chromatogr. B, 659, 227 (1994).
2) S. K. Park, R. B. Boulton, A. C. Noble, Food Chem., 68, 475 (2000).
3) S. H. Kang, W. Wei, E. S. Yeung, J. Chromatogr. B, 744, 149 (2000).
4) T. lwata, H. Hanazono, M. Ymamaguchi, M. Nakamura, Y. Ohkura
Anal. Sci., 5, 671(1989).
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1) A. Rauk, D. A. Armstrong, D. P. Fairlie, J. Am. Chem. Soc., 122,
9761(2000).

2) W. E. Klunk, M. L. Debnath, J. W. Pettegrew, Neurobiol. Aging, 15,
691 (1994).

3) W. E. Klunk, M. L. Debnath, J. W. Pettegrew, ibid., 16, 541 (1995).

4) W. E. Klunk, M. L. Debnath, A. M. Koros, J. W. Pettegrew, Life Sci.,
63, 1807 (1998).

5) S.D. Styren, R. L. Hamilton, G. C. Styren, W. E. Klunk, J. Histochem.
Cytochem., 48, 1223 (2000).

6) W. E. Klunk, R. L. Hamilton, S. D. Styren, G. Styren, M. L. Debath,C.
A. Mathis, A. Mahmood, K. K. Hsiao, Soc. Neurosci. Abstr., 23,
1638(1997).

7) D. M. Skovronsky, B. Zhang, M.-P. Kung, H. F. Kung, J. Q.
Trojanowski, V. M.-Y. Lee, Proc. Natl. Acad. Soc., 97, 7609 (2000).
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Nitrosothiol Assay Kit
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1) P. R. Myers, R. L. Minor Jr., R. Guerra Jr., J. N. Bates, D. G. Harrison,
Nature, 345, 161 (1990).
2)Robert K. Goldman, Angelo A. Vlessis, Donald D. Trunkey, Anal.
Biochem., 259, 98 (1998).
3) J. A. Cook, S. Y. Kim, D. Teague, M. Murali, C. Krishna, R. Pacelli, A.
M. Miles, M. B. Grisham, D. A. Wink, Anal. Biochem., 238, 150 (1996).
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Nitrosothiol Assay Kit set 32,000 NKO6



DOjI‘n News N0.97(2001)

oooooooo1l gono googoogo 0o0oooo

gboobooooooboooobooooobooboboooobooon

ATF 100mg 340-04811 TO17

oooooo 6TF 100mg 347-04821  TO018
gooooooogooooooogooogoooooobooon 7-Nitroindazole 50mg 343-07221 N408
5-Nitro-2-PDS 1g 340-03451 NO23 8-Acetoxyquinoline 59 347-00063 A002
Ba(ll)-CHBA,(AS) 1g 341-03241  A018 AA- 259 344-00012  A001
Ba(ll)—EDTA 25g 348-00152 E006 Acridinium-I 10mg 347-06521 A060
Benzene,(Pr) 250ml 342-0023 PRO1 ACVJ 25mg 342-07051  A313
BHBT 10mg 349-06721  B328 ALOS Request Request 0co3
BNBAC, Sulfo-OSu 5mg 347-06261 B295 Anisidine Blue Request Request A010
Caged cGMP 5mg 347-05921  CCO4 BBD 1g 340-03711  B022
Caged fluorescein-OSu 5mg 346-05751 C304 BDC-OH 19 340-03691 B024
cr(lly-AA 25¢ 348-00772  A047 BG 59 343-00283  B0OO7
cyclo(D-Asn(Oct), - Pro-Ala), Request Request C305 BPR 1g 349-00361 BO13
DBPM Request Request D259 BPR 59 345-00363  BO13
Dimethoxyethane,(Sc) 250ml 346-00991  SCO5 BT Standard 19 349-00383 BO16
DPS-CI 100mg Request D399 Caged cAMP . 5mg 340-05891 CCo3
Fe(lll) - CHBA,(AS) 1g 349-03161 A024 Caged ﬂuoresce!n 5mg 348-06311 C299
H(fod) 5g 349-01341 HO005 Caged f_luorescem Sulfo-OSu 5mg 345-06321 C261
iso-Octane, (Pr) 250ml 343-02101  PRO5 Calmagite 1g 848-00473 €004
L-NIO lomg 349-07181 N409 Calmaglte 59 346-00474 Cc004
Maleimido-C_-benzyl-EDTA 10mg 342-06071  MO032 Carboxyarsenazo 1g 849-00523 €006
Methyl alcohol,(Pr) 250ml 347-01641  PRO4 ccw) 25mg 349-07061  C340
Methyl-EDTA 5g 342-01711 MO006 Ce(lll)—EPTA Request Request C224
MMTr-Cl 5g 343-06621 NX02 Chloranilic acid 10g 341-00561 C009
Mn(ll)-AA 5g 340-01751 A039 Chromazurol B 1g 340-04051 Cco11
Mn-TBAP 10mg 348-07771  M373 Co(I)-CHBA,(AS) 1g 342-03151  A020
Ni(Il)-CHBA, (AS) 1g 34303181  A028 Co(ll)-AA 259 344-00752  A036
NIR-1 Request Request N368 Cr(ll)-AA,(AS) 25g 348-00772  A021
Quene 1-AM solution im 342-05851  QO06 DABITC 19 34105103 D004
Quin 2-AM solution iml 340-05391 Q003 DAHP 1g 345-07301 D462
Scintisol AM-1 500ml 347-02425  SCO3 DBMC 100mg 340-06991 D398
SPQ 50mg 344-05671 S017 DBPH _ Request Request D373
TAA 5g 348-02531 T005 Dibenzyl-bis (12-crown-4) 100mg 341-06301 D349
TTMAPP 100mg 346-0477] T004 Didodecyl-bis (12-crown-4) 100mg 348-06291 D210
DIDS 100mg 340-05271 D032

DIDS 500mg 346-05273 D032

Dimethyl CFSE 25mg 341-06781 D352

Diphenyleneiodonium chloride 10mg 342-07171 D449
0000o00o0o0ooooooooe6ed l00OoOoOoOooooog D-NMMA 10mg 342-07791 N430
oooooooooon Docosylpyridinium TCNQ salt ~ Request Request D204
DPMDS Request Request D221

000000000000 Bboooooooooooooooo DPTBA 1g 344-05213 D036
gooooOoooboobOoooooono Dy(ll)-EDTA Request Request D240
00 60000000000000000000O000O000O0O Egg”o EGQUESE EGQUESE Eggg

eques eques

opboooooooooog Eu-DPM 1g 345-01201 EO019
00000000000 00000000000000000000 FNPA 100mg 341-05321 FO13
2-Aminoperimidine HCI Request Request A009 FTA 59 347-01261 F003
2-Hydroxy-4-dodecyloxy-4'- HABT 259 341-01362 H002
carboxysalicylideneaniline Request Request H208 Hexanes,(Lu) 250ml 344-01411 LU11
2-Iminopiperidine 100mg 346-07331 1012 Ins(1,3,4,5)P,(synthetic) 100pg 349-05861 1008
2LI(EDTAD 2Li) Request Request LO01 iso-Propyl alcohol,(Lu) 250ml 349-02321 LU16
3,5-DiBr-PADAP Request Request D042 L-NNA 19 346-07211 N410
3-Br-7-Nitroindazole 25mg 342-07291 B350 Lumogallion 1g 345-01603 L003
4-Dodecyloxy-4'- MAPS Request Request 0C12
(3-carboxytrimethyleneoxy) MBD 500mg 343-03723 MO017
azobenzene Request Request D202 MBPM 10mg 341-06281 M274
4-Octyl-4'- Methyl-EDTA 25¢g 340-01712 MO006
(3-carboxytrimethyleneoxy) Mg(ll)-CHBA,(AS) 1g 346-03171 A025
azobenzene Request Request 0201 MMTr-ClI 259 341-06622 NX02
4-Octyl-4'- Mn(Il)-CHBA,(AS) 1g 340-04671 A026
(5-carboxypentamethyleneoxy) MoO,(I1)-AA 59 348-01791 A040
azobenzene Request Request 0202 Na(l)-CHBA,(AS) 19 343-03201 A027
Naphthalene 100g 344-01891 N044

Naphthol AS-MX
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phosphoric acid 100mg 344-01911
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1) K Sasamoto, et al. , Anal. Sci., 15, 1025 (1999).
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