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Safety research on new immortalized hepatocyte cell line HepZJ
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Abstract: Objective To complete the safety research for the new immortalized hepatocyte cell line HepZJ to confirm that it has applied
security. Methods Obtaining the supernatant fluid of HepZJ for mycoplasma detection by PCR and bacterial endotoxin detection by
Chromogenic End-point Tachypleus Amebocyte Lysate. Through tail vein HepZJ suspension was injected into SD rats to observe its survival
and have autopsies at different time points for purpose of analyzing biodistribution of HepZJ by RT-PCR. The HepZJ suspension was
injected subcutaneously into BALB/c nude mice to analyze its tumorigenicity. Results HepZJ mycoplasma detection electrophoregram did
not show up positive stripe and endotoxin detection concentration was lower than 2 EU/mL; SD rats after injecting HepZJ intravenously
survived well and its blood, lung, and spleen had different HepZJ gene expressions at different time but they were basically cleared away
after one week. No lumps was discoverd in the process of autopsy. Nude mice injecting HepZJ subcutaneously hadn’t found any tumor.
Conclusion The new immortalized hepatocyte cell line HepZJ had no mycoplasma, bacterial contamination, and obvious secondary
reaction nor tumorigenicity. Therefore, HepZJ is secure to be a new cell line for clinical and basic research.
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Table1 PCR reaction system for mycoplasma

detect
A WRUL R SE
2xPCR Master Mix 10 1X
YJFAR-F (10 pmol/L) 0.5 0.25 pmol/L
FJ54A-R (10 pmol/L) 0.5 0.25 pmol/L
AR 5
ddH,O 4
St 20

2.2 HepZJ HIASHZHEHN

KR BAAIETE, L 10%016 4 M5 i 55 75 5L 10
37 'C. 5% CO, KIS T B JnIFRE 5% HepZ) 40,
TR0 2 R 1 K. Fpa e e S8 50 I W R i ks
FERAEN PR . N B R TR 1 3, Tkt
B 1.0 EU/mL, DAY BEEARE R 0.010. 0.025,
0.050.0.100 EU/mL (1) FE#E B A R bnit v iAo H
3 IBOCHJE AR, I 100 pL A 75 ZARUEE
i P N RE AT A K HER S . RN 100 pL %3k
FH, TRAIHH 37 CHLE 6 mins WE SR, MA
100 pL & AL VA, WAIFF 37 CHLE S min; i
HEA, A 500 pL ARG 1, TRAIIA
500 pL AZEAFA] 2 WL TRATIIA 500 pL A%
PARF 3 W, RAIERHE S min, T 545 nm WK AL
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Table 2 RT-PCR reaction system for mycoplasma

detect
R PRF /UL KikE

SYBR® Premix Ex Taq II

. X
(Tli RNaseH Plus) 250 !
EM5H (10 pmol/L) 2.0 0.4 pmol/L
S5 (10 pmol/L) 2.0 0.4 pmol/L
ROX Reference Dye (50X) 1.0 1X
RT Vi 4.0
dH,0 16.0
poean 50.0
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HY 6 i BALB/c-nu #1530 H, 434 HepZ)
M2 Hela 400 CBHMEXS D LRI M I 4 4%
10 K, MERER2E, 239 s W h 2.5 X 10%/mL™ 1
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2.5 HuEALIE

i ] Office Excel 2003 A1 Graphpad prism 5
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3 #R
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vk (B 1D AT, BHEX BRZLAE 400 bp
HBLPHTE ST, B2 Je HepZd 41 b3 Wik
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Lane M - DL1000 DNA Marker; Lane 1, 2, 3 - supernatant of HepZJ

cell; Lane 4, 6 - positive control; Lane 5, 7 - negative control

1 HepZJ BB _E &R PCR J% 32 J& il e ik (&
Fig.1 Mycoplasma detection electrophoregram of HepZJ
cell supernatant through PCR method
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Fig. 2 Endotoxin detection of nine samples of HepZJ
supernatant fluid (X s, n=3)
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A TERT-Human [ 35 BRI TH 7, -+ 10 min I8 455
RGBT G Sx ALk, 10 A1 30 min I,
BABENEZESR (P<0.001), £ 12 h KL B
P25, & iv Hep ZJ 4if)5, i GAPDH-Human
A1 TERT-Human F&FFETH S, T3 d B, SR
Ja B, TUESHE 120 24 h Al 3 d I B BT
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Fig.3 Gene expression bar charts of HepZJ in different tissue by RT-PCR at different time points after tail vein injection of

SD rats (x *s, n =3)
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Fig.4 Tumor growth curve of rats in positive control
(X £s,n=5)
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Fig.5 Comparison of subcutaneous tumor after cell injection of nude mice
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