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=Abstract=
Technique on the B Cell Selection Following Fused Cells.
Sung Ik Chang, In Jang Choi

Department of Anatomy, Keimyung University
School of Medicine, Taegu, Korea

For the the basic technique of the monoclonal antibody, cell fusion was performed with spleen
cell of BALB/C mouse and myeloma cell line (reated with 41% PEG, 45% PEG and 50% PEG,
and cell selection was performed with exchange of HAT media only and HAT contained RPMI
plus 15% FCS for one week respectatively.

The results were summerized as follows;

1. The number of chromosome on lymphocvte of BALB/C mouse was 40 and in the Py-U, cell
line it was variable from 61 to 64 numbers.

2. There was a strong tendency for loss of chromosomes in fused cells as a range 84 to 94
chromosomal numbers.

3. For the cell fusion, we found it was the besi status treated with 50% PEG and for the cell

selection, it was better condition used to HAT and RPMI nlus 15% UCS than used to HAT only.
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HAT ol 4 2% F75s v 4le HE P
ol A @Al AbalA "ok eleh. A zEE mo-
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cell line & PEG 2 Bi& <A Kohler o] Milstein®
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a. of T4 A ge] BALB/C mouse 30v}s] &
Al sted v AL &g ob-& mesh & I v]
iy it A a2 i o U

b. #ilAES-S B39 BALB/C A9 myeloma
el Pi-Xes-Age-U,(2kx} PoU,) cell lineg
A5t ot

2. RBAX

a) iMpRsy##(cell separation)

BALB/C mouse ¢] #]&-¢ A &35t 125mesh &
MM A | AN EE SHEYE & 1,500rpm 22 10
AR A ¥ st Ab&3-2 wle] 3 tris HCI buffer
(Ph: 7.6) 1:NHCI, 92 =% ZAfm#% 1mlE A
Fhsked 0°Cel 10530 ek, o]2% £ha 2,000
rpm ¢ 2 1073 {14 %8 g % RPMI Smlz ¥+
W A x 0°Ceoll 30733 ¥t g=le 2 BALB/C
mouse ] myeloma cell line 9 Ps-Xs-Ags-U,(oF
2} Ps-U)S RPMI 5ml 2 &4 (2X10'ml cell)st
o 0°Col maatgdrch.

b) MM 4 (cell fusion)

Zu)lg P-U,(2X10'ml) #Hast w)A-A 22X
108/ml)2 &1 # 2,000rpm 2 2 1073 445
gt ArEel S wlElam 419, 45%. 50% polye-
thylene glycol (PEG: #=}s 6,000) 0.05ml &
Az Jrbske 34 Bok EFstg ol d 7)ol RPMI
1ml 8¢ 30% 4 o2 FHrlste 8 10ml -t = =)
A7 AAstgch oi7lel FCS Im & Hrhaiel
1,500rpm o2 1043f] fAAeletn SFRMRE
ZF74491 71 §lsted BALB/C mouse o] RBolRfihe
0.2ml (1x10¢ cel)& Fdow 10% FCS 4
% RPMI 5ml & © #Hststed 1,000rpm 22 553
B 43 d & 4348 wga 10% FCSe
RPMI Z g 3ml & 2o} 96plate well &] =+ well

ol 0.1ml 2 43 2441 3k HE#gs 4 ol

¢) #ARBAI(cell selection)

Ps-U, M-S AA3l7) S8t Al 1 882 HAT 55
#igst 15% FCS7t €45 RPMIE = £33}q
Z well o] 0.1ml» 2 A 28 HAT=to =2 0.1
ml A4S A L5 30 Ao g A 25 20
A o2 BERS Haol el gt FHeh. v
A 3H RAez HT wigadoz F 9 mgAR
# RPMIs} 15% FCSwulo . RiAMKE 157d
o Hkstel M-S ERshHch.

d) e HA

BALB/C mouse w44 2t Py-U, s 2 #
4K 77 petridish o] $37 ¥ colchicine 0.1
ul/ml & F3 227 $ 1,000rpm o = 570 94
Fel st AZzAS wgz KClgd 6mlE Hsb
shed 37°C vl 840 Fool. MRS A2
acetic acid ¢} methanol - 1:39 v] g2 =& o
22 0°Colldl z2Astgos) 33 wasigel. 2
A5 MEE slideo) €A flamejko g 8 shd

Giemsa ¢ M 314 c}.

X B KR
BALB/C mouse & w428 A &3te] T4 MM
q] Ps;-U, cell line = RA&3 FIBF BREES v}t

Zret,

1. BALB/C mouse ¢ 38 #= 40 93
(plate ), P3-U; cell line o] Hefap = 61—64
g o (plate 1). ol &9 MAHIES REM K
= vhokshAl vhelh A 84fE —94(F vl (plate T, ).

2. Table [l H A= wpopzdo] MlM& HE
% polyethylene glycol (PEG)S 41% % w5

plate 1. Acrocentric chromosome on the lym-
phocyte of BALB/C mouse by routine
Giemsa technique.
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plate JI. Chromosome in P-U; cell line by
routine Giemsa technique.
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plate . One hybrids between B cell of BALB/C
mouse and P;-U, cell line by Giemsa
technique.

plate V. Another hybrids between B cell of
BALB/C mouse and P;-U, cell line by
Giemsa technique.

A H-e e fMie MBI, 45%2 FH
Yol = 21%g o) 0% A Fos Bad
fifEsr 28% 24 13 Fsteh

Table |
PEG % 41 45 50
fusion cell % 14 21 28

Rate of fusion cell at three different percent
of polyethylen glycol one week after cell
fusion.

Table I
PEG % 41 45 50
HAT only % 5 13 27
HAT+Media 5 21 38

Survival rate in the two kinds of media one
week after cell fusion.
*Media means RPMI plus 15% fetal calf serum

3. M EAS slel HAT Bpswol Ak #IRE
714 Ast 159 Fo) 41% PEG = Mod #iEs
5%ul, 45% PEG-#2 13%4 o1l 50% PEG &
27% 9 =ul uksll HAT is#ik=t 15% fetal calf
serumeo| gl RPMI ##i-s 50%4 3=
BEEAN A BT 7 Aok 19d %ol 41% PEG
2 Mad s 5%, 45% PEG ¢ 21% 9o
v} 50PEG & 38% 2 Z715 o) g et(Table [1).

4. 2B g olF HES e B MHums
2 50% PEG 7} /M4 Fotn MM &S HAT 1t
o2 juEst: Zncl HAT ¢ 15% FCS 7 &#%
RPMI & F%=2 wtEo] 4AH&s& 2ol o & Frt

. i

# & monoclonal antibody &] 7]<o] [ s A
QaL o] Hefje] —i#+ Wl A Lol flow =
& &= BAHE Aldst drub ol HE
2 5 filEd Al S5 S wWol Aalsted
feba & = ek FAkAE olwl HiHdl W
v} %3} (polyclonal antibody)g »] =) Fel] o 27}
7 MRl xEH Aok ma o] B da= 3
AR RS SEol REAA BEd B ek
b EHHEMEE MAAA BAd RES EHW
o2 apebA shasdl gich. B fkEIRE Al £ gk
Jrol A FAAZLE oldshdl = FA Kol 4
@atAl Hea ool glvl = Fo HBE AL
i ol S %1-9-3PD}'- zel o2 HEEE MK
£ BHEIR BAAA MamEsE E5isk o f
dl A H-fis AL pehe I miRE o
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o9 3] W Eeleh, 2 EE monoclonal anti-
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antibody
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FHRLS M4 o chYHE
} 5139 196242 Potrer ¢}
Bovce = BALB/C mouse o] 4] oil ‘B 4£iH] F4}
ghel W MRS sbree Tl ek
#%,'iii;l k45 BidrA i€ sledlew e F
SFREIES. FIES Bhir A Al s o] el
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Pontecorvo? s polyethylene glycol
el ArE MRS migelee sk
+o b, PEG &=

o] &2}

vl 107(’;
(PEG)~— e

g2 oA

BEE=or fiREe] =&
d 7h7 %1 R ¥
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_ st A foll v HeEle] Alast
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2. WRLS2 41% PEGE #AA-S fasl
e 149%9 =, 45% PEG o ] = 21%, 50% PEG
= HEARS N B%BH)

3. ﬁ‘ﬂiﬂ@ﬁﬂ"‘i MRS $skel HAT #pBE

FHAe W 41% PEG 2 @iAMME 54
= 5%} At sl 1, 45% PEG ol 2 5= 13
, 50% PEG ol 4+ 27%% o}, HAT ¢ RPMI
Lo JEHY At A 5%, 21%, 3B% A vh
A RS g E_‘.'ﬂ B cell & laRk4-2 50
% PEG7} 74 Fgroo MMMAS HAT 0%
nrc} HAT ¢ RPMI & E3rg HE#ge=w oh=A
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monoclonal antibody & = ;t el 7hF ABE

gl technique 7} ¥ Zlo® 42tslcl.
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