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Stability of anti-N clone 1391G2 antibody
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Abstract

Background: Cell line secreted anti-N (1391G2) is a murine monoclonal hybridoma cell that Antiserum
and standard cell preparation section, National Blood Centre, Thai Red Cross Society used for culture
and expand in large scale for harvest supernatant to produce blood group reagent anti-N for distributing
to blood bank and hospital in Thailand. Therefore, this cell line must be regularly tested for stability of
antibody secreting.

Objectives: This study aimed to maintained and select perfectly cell line secreted anti-N (1391G2) 3
generations.

Methods: Cell line secreted anti-N 1% generation namely 1391G2 was thawed from liquid nitrogen and
selected the best single cell line with character of good growth rate and high titer antibody secreting
using limiting dilution method. After that, selected cell line was frozen in liquid nitrogen for 7 days. In
addition, the 1% generation cell line that separated from freezing was cultured for harvest supernatant to
serology test. The 2™ generation cell line was thawed after frozen for 7 days for limiting dilution method
again until 3% generation. Serology test of supernatant from all generation cell line consisted of antibody
identification with panel cell and antibody titration with red blood cell group O that has M-N+ and
M+N+ antigen.

Results: Anti-N cell line 3 generations stably expressed anti-N which antibody titer with M-N+ and
M+N+ were 128 and 64, respectively.

Conclusion: All generation of anti-N titer was comparable to American Association of Blood Banks
(AABB) standard. This result validates the quality of anti-N production for blood typing reagent from
Nation blood center, Thai red cross society to ensure safety of blood donation and transfer process.
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Figure 1. Growth and development of cell line: (A) single cell line at day 1; (B) cell division at day 2; (C) colony of cell line

at day 6; and (D) colony of cell line at day 7 - 10.
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Figure 2. Cell line at day 7 - 14 that has 3 in 4 of 24 well plate bottom area and supernatant is ready to harvest for serological

test.
National Blood Centre, Thai Red Cross Society
A Panel Cells for Antibody Identification
T amngnalng
Lot No. 65110 Expiry Date : 15 DEC 2022

Systems Rh MNS PiPk| Lewis | Kidd Duffy Kell Diego [xg*| comments Test Results
Cell No. Wiener Fisher plc|lE]lc|e|flc|M[N]Ss Mi7| P1 | Le®|Le® | Jk* | Jk® | Fy* |Fv? | K | k | Di* | Di®

o1 RIR1 DCe/DCe + + o] 0 + 0 0 + + | + 0 + 0 + + 0 0 + 0 + 0 + +

0oz R1R1 DCe/DCe + + 0 0 + 0 0 + 0 0 + 0 0 + + | + + 0 0 + + | + +

03 R1R1 DCe/DCe + + o] 0 + 0 0 0 + 0 0 0 0 0 + 0 + 0 0 + + | + 0

O4 RIR1 DCe/DCe + + o] 0 + 0 0 + + 0 0 0 0 0 0 + + 0 + + 0 + +

o5 R1ir DCe/-ce + + 0 + + + 0 + + 0 0 + |+ 0 0 + + 0 0 + 0 + 0

06 R1Rz DCe/DCE + + + 0 + 0 0 + 0| + 0 0 + 0 0 + + + 0 + 0 + | W

o7 R2R2 DcE/DcE + 0 + | + 0 0 0 + + | + + 0 + 0 + 0 + 0 0 + 0 + +

08 R2R2 DcE/DcE + 0 + | + 0 0 0 0 + 0 0 0 + 0 + 0 + 0 0 + 0 + 0

(o] m ce/-ce 0 0 0 + + + 0 + 0 0 + 0 0 + 0 + + 0 0 + 0 + +

0o10 rr' Ce/-Ce 0 + 0 0 + 0 0 + 0 0 ofwj]o + + | + + 0 0 + + | + 0

o11 r'r -cE/ce 0 0 + | + + + 0 + + 0 0 + 0 0 + | + + + 0 + 0 + +

Additional Cells
Remarks : NT = Not Tested Patient

f antigen 1Ju compound antigen Faudnseanilsusufivau c uaz e aguulasluluuafiearu (cis)

Patient's Cells

Direct Antiglobulin Test

Tested by : Date :

Antiserum and Standard Cells Preparation Section (Tel. 0-2251-3111 ext 1706)

Polyspecific

Anti-lsG

Anti-C3d

Figure 3. Panel cell for antibody identification Lot 65110 Expinel5 DEC 2022 product of National blood centre, Thai

red cross society.
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Table 1. Antibody identification of supernatant from 3 generations cell line anti-N with panel cell from National blood

center, Thai red cross society.

Panel cell number (Lot 65110 Exp 15 DEC 2022)

Clone name 1 2 3 4 5
(generation)

1391G2 4+ 0 4+ 4+ 4+
(1** generation)

1391G21E11 4+ 0 4+ 4+ 4+
(2" generation)

1391G21E111C6 4+ 0 4+ 4+ 4+
(3" generation)

Control 4+ 0 4+ 4+ 4+
Lot 65020

Exp 24 FEB 24

6 7 8 9 10 11 conclusion
0 4+ 4+ 0 0 4+  Anti-N
0 4+ 4+ 0 0 4+  Anti-N
0 4+ 4+ 0 0 4+  Anti-N
0 4+ 4+ 0 0 4+  Anti-N

Exp : Expiration date

Table 2. Comparison of anti-N titer from 3 different stable cell line supernatant and anti-N reagent of National blood

centre, Thai red cross society.

Clone name Cells Temp Incubate Neat 2 4 8 16 32 64 128 256 512 1024 2048 Titer
time

1391G2 M-N+ RT Smins 12 12 12 12 10 8 8 5 0 0 0 0 128
M+N+ RT Smins 12 12 12 10 8 8 5 0 o0 0 0 0 4

1391G21E11 M-N+ RT Smins 12 12 12 12 12 10 8 5 0 0 0 0 128
M+N+ RT Smins 12 12 12 10 8 8 5 0 o0 0 0 0 4

1391G21E111C6 M-N+ RT Smins 12 12 12 12 10 10 8 5 0 0 0 0 128
M+N+ RT Smins 12 12 12 12 10 8 5 0 o0 0 0 0 4

ControlLot 65020 M-N+ RT Smins 12 12 12 10 8 5 0 0 0 0 0 0 32
M+N+ RT Smins 12 10 10 8 5 0 0 O 0 0 0 32

RT: Room temperature
Temp: Temperature
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