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HIV-1 p24 dW Ao 3 FFE3A 9 isotypings}
cross—reaction

SETEE

AYRA o o &

Human immunodeficiency virus-1(HIV-1)o] ¥3H AW 9 A F(acquired
immunodeficiency syndrome, AIDS)?) € HQ:z FR9" o) MAAR
254 924 2 AIDS A9 £71 F43] 7 dx2 FUAAE T 7
A& o2 F7t FAe) k. e HIV-19] vpo)H 285 A7, owgRisg
A gAe] Mg, 2 Ay 5 92 dF7 olFojA gt o ¥ nioj 2
349 AFE uHESZ  enzyme-linked immunosorbent assay(ELISA)”,
western blot(WB), particle agglutination(PA)”, polymerase chain reaction
(PCR)S o3t Achyis @o] M. o] F HIV 249 ofye diRie9
ntol2j 24 Aol FARQEE ety 9stq F=2 AHEET Wieo] ELISA%
WBolth, 2} o] W EL Eo] X (specificity)® ZE(sensitivity)Z7} A& F4
A3 gl daba ofH3 FAAE MEFY] Hstd GHEZIANE Nl A
43t wol AL g,

A FUelA A8 3 = HIV-1 AGA A= dEE IFAH 2712 $9
H32 sl AAololA AdAAe 43t AFE AAeld. g HIV-19
p24 WA gp120 Gtz T3 Fe Eojdde] ¥ M EFH Y AHEE
Fx < Adolny, Sojcta g MdxH B #BE7E & ELISA, WB
HIV-1 Ag-capture ELISA 53 Z& A4 kil A& /Hggd s1le2 Ags«d,

¥ AL 450 & AGAAS Mg HIV-19] 394 4 2232 HIV-1
EEF FU 5o vz F& £Ys7] s G5 So|dFEIHE Az
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g2 Azd SolgdZEdA e isotypingd ZAFIAL AYsly AJE
7] B mpolt,

0. s % 4

1. Isotyping

AAE anti-HIV-1 p249] 93 GZFE349) isotypinge hyclone mouse
monoclonal antibody sub-isotyping kit& A}-£3fo] A]3§ 3¢},

HIV-1 p24 protein®] W3 FF23FAE subtypingdt?’] $13 enzyme-linked
immunosorbent assay(ELISA)E Voller 579 #8& W8% Lee"o) Wi g A
439l Coating$ YL ScripsAte] AAE HIV-1 FLL A83t9ar g
< coating buffer(0.05 M carbonate buffer, pH 9.6)2 %X 10 ng/100 ul in
well 4 polystylene 96 well microplate] 233 4CelA overnightsts
coating¥t ¥ phosphate buffered saline-tween 20(PBS-tween 20)Z 3 3] A
A 3stgct. 1A-1H laned] clone 12|, 2A-2H lane°] clone 29 HIV-1 p24
proteinel W& <GS EFH &4 100 u/well B EF3e 3704 30 £ whg
A7 ¥ PBS-tween 2022 3 3] MHztgich. A-F laned] 7zt £A Y2 rabbit
anti-mouse IgGi, IgGo,, 1gGam, IgGs, x, AE, G, H lane] A3 N-& 100 pl/well
B EFad 37CAA 30 ¥ gAY F PBS-tween 2022 3 3] M Al

A-F lanedl peroxidase conjugated goat anti-rabbit IgGE, G lane°l
peroxidase conjugated goat anti-mouse IgM<, 22X H lane°l peroxidase
conjugated goat anti-mouse IgAE diluent buffer(0.01 M PBS containing
0.5% BSA, pH 7.4)% 1,000 W 3143l z} wellel 100 ul ¥ 33122 37Ce)
A 30 #7F wH$A A PBS-tween 2022 3 3] AlH F /1AL 0.5 mg/ml9)
FEZ ZF welld] 100 ul B ¥ A9 dxox 30 ¥7F w+SAZ F 7z} well
of 2N H>S0s& 50 ul ¥ FHrisld wb$-& AA|A)F|Z ELISA autoreader
(Dynatech MR-580)2 492 nm/620 nmol A optical density(OD)& A3}l

2. HBVSe] wzpuk-g-4

HIV-1 p24 9923 @-gsts dZ2ZA71 o2 nlelz|xe) onds) ax
W3S st=7E U357 Y3t hepatitis B virus(HBV)$F ¥E-2 A1 F o},

SDS-PAGE(Sodium dodecyl sulfate-polyacrylamide gel electrophoresis) :
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Laemmli®'e] w e W& Lee'e] W o2 stadd. YAd HBVE A2g3s
A (1% SDS, 5% B-mercaptoethanol, 0.02% bromophenol blue, 2.5% sucrose,
1.25 M Tris-HCI, pH 6.8)& 1:1 Wl &2 A& ¥ 3 2 F23td 50 ul 3%
Algz A4sgdd. A79FL 7.5-12.5%2 gradient gel& AH-$3t 15-20 mA
25 A7 ok APsgoen SFLHNL tris-glycine buffer(pH 8.3)& Al-83t3
oh. A7) g Fol Y geld 0.125% coomassie brilliant blue R-250% 7}3 &2
49 (methylalcohol:glacial acetic acid:distilled water=5:1:4)ell4] 2 A7} o] A}
FAA 7| g Gfe] Ho] i o]eje] RES HMAZ F 7% acetic acidell
XA E . AE3 2EIMA 2 g-lactalbumin(M.W. 14,400), trypsin inhibitor
(M.W. 20,100), carbonic anhydrase(M.W. 30,100), ovalbumin(M.W. 43,000),
albumin(M.W. 67,000), phosphorylase b(M.W. 94,000)(Pharmacia)& A}-83}%
c}.

EITB(Enzyme-linked immunoelectrotransfer blot technique) @ Tsang
V) WEe WHT Lee'd WHoR ogs Zol AU SDS-PAGEZ
g HBV 99 d 58 o|H &7 oA 70 VE 5 Azt F<b nitrocellulose
membrane(0.45 1um, Bio-Rad)2.2 o]FH A F blocking buffer(0.01 M PBS
containing 3% skim milk, pH 7.2)] Y32 4T4 overnight3sich.
PBS-Tween 2022 3 3 AH¥F F strip ¥=2 100 ) A3 mouse
anti-HIV-1 p24 IgGusx FEZZAMY 59 34942 normal mouse ¥ S
Y3 37CoA 2 A7 Fot whsAIZ g, v F PBS-Tween 2022 3 3] A3
3t 1,000 W= # M= peroxidase conjugated goat anti-mouse IgG(Cappel)
5 7Z}7F Yol 1 A wrAlA PBS-Tween 2022 AMH3I F 3-3'-diamino
benzidine(Sigma)el H20:2 713l wb-5-& wHastg o).

m. 23 ¢ 3%

1. Isotyping

HIV-1 p24 proteind}t w53l GZ 234 2 F& isotypingd 23 493
96 well plateol4 C#t E laneol A gk 2Mo] el 2 F TE heavy chain(H
chain)2 Ya chaing& #3 light chain(l. chain)& x chaing #¥E IgGun® Y
3 subtypes SolA & e Ao AwWEHdd. dde B AlE clone 9d &
oJME Zte &, FUZF FAE En . g Ayirxl 2 Fo] g FUdE B
HE2] cloned ZHolgl= FAo] 7F53dlch. L2y HIV-1 p24 protein® A

.
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°] 25,000 500 dalton22 vettn® o] ExFold S FLFAVE =
Faz e Roeg Audoh. daAd IgGuwsz 9 o] SZ 24 HIV-1
p24 proteinFd = FFHoZ FS3Agk A2 JE FLHAT) O EolF (specific)
¢ AStE(affinity)E 7FE 4 Aok o] F o|fFE AAd 2 Fo FAst 4T
B A% cloned Zojgt= FAHo] 7158 ¥ AZ & B HEY cloned 715
AL AEg = g

2. HBV$}e] wapuk-g-A

HBVE #7453 4 259 A S 7]F22(S lane) 20.1K3 30.1K Ape]si
27, Z2E]3 43K# 67K Abolell 4709 <A ¥ (H lane)e] “ebsdel(Fig. 1).

Fig. 1. SDS-PAGE(7.5-12.5%) patterns of purified
HBY. Proteins were visualized by starting
with coomassie brilliant blue R-230. S :
standard marker, H : purified HBV.

z} W REWEZF relative mobility® FA33#] ¢, 271 HBVe 74

b Aol Bxlgfo] F2F o] ol HBVS A4He HIV-1 p24 @) Ao} 3}
GEEFH ] g Fst F2357] W Felct
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SDS-PAGE%¥ HBV$E nitrocellulose membranedl] °o]HA]# 4txl HIV-1
p24 Ao 3 FE23FAE WA 27 Fig, 20049 o] B w31z

L& #FA3gd. N lane2 normal mouse serum, P lane AAY mouse
anti-HIV-1 p24 IgGuxs Z+2z} HBV gl z2lo] o] H g stripel]l ¥HEA]Z #Heold}.
g2t Ay GFEINE HBVSE IS 32 43 HIV-1 p24 99A
o dal Solxyo=z wkgsl: o= Jelyd. AAY mouse anti-HIV-1 p24
IgGopn®l AL FAE7] )8 HBVE A43% 21 HIV-13 HBVY wf
olg 233 AJA R ALgelA] @ol FHE = niol & Fo sl HBVo]Y]
o Fo c}.

Fig. 2. Profiles of the purified mouse anti-HIV-1 p24
IgGaobx cross-reacted with HBV proteins. The
monoclonal antibody against HIV-1 p24
protein has not react with HBV proteins. N :
normal mouse serum, P : mouse anti-HIV-1
p24 1gGonn.

olgi3t AT & w AAY mouse anti-HIV-1 p24 1gGapns & Hlo]la] &

o] A= whSEA 43 HIV-1 p24 protein}gh wkg3l= Ao rvjeh} &
o] A (specificity)o] "¢ 53¢ A2 Agsc).
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v. 3 <

AIDS9 YAy A/A HIV-19] A4 <d9zle] dFa p24sgt wh-g3t= )
Y JEEFAE isotypingdtZ HBVSIS maphsA & A8 43 983 32
ZE% dgld.

HIV-1 p24 99 Ao 3 Eo|FFE A & isotypingdtd 2 F BF H chain
L vy chaing 3 L chain€ K chaing ZE IgGuad S U314

o} & ulolej o] Aol wat3AS #Asyl $slqd HBV +AGY Az}
-3 (EITB)AZ & W mouse anti-HIV-1 p24 IgGax$t HBYV FA G A2 A
& ubg-3x] odshel. wetA Az I GEEFAHE HIV-1 p24 Azt vk
e JoE #AdHgd.
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Isotyping and Cross-reaction of mouse
anti-HIV-1 p24 Monoclonal Antibodies

Lee, Young-jong
Dept. of Clinical Pathology
Kwangu Health College

> Abstract <

In order to improve the reliability immunodiagnostic techniques being
used in the diagnostic of HIV-1, mouse anti-HIV-1 p24 monoclonal
antibodies were isotyped and cross-reacted.

When monoclonal antibodies against HIV-1 p24 protein were isotyped,
they were confirmed IgGo,x which H and L chain were Y» and K chain,
respectively.

To confirm the cross-reaction for another viral proteins, mouse
anti-HIV-1 p24 IgGaax was reacted with HBV proteins. However, the
reaction did not occur. Thus, it was confirmed that mouse anti-HIV-1 p24
IgGabix only bound to HIV-1 p24 protein.
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