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*EAARERAERIEEFIE: hCD40 mice (Cat. NO. NM-HU-00076) were purchased from
Shanghai Model Organisms Center, Inc..
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http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=gene&cmd=Retrieve&dopt=Graphics&list_uids=21939
http://www.informatics.jax.org/marker/MGI:88336
http://www.ensembl.org/Mus_musculus/geneview?gene=ENSMUSG00000017652
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Fig 1. Detection of CD40 expression in peripheral blood cells of humanized CD40 mice. The FACS
results of peripheral blood cells collected from homozygous humanized CD40 mice and wild-type
mice showed that the active expression of humanized CD40 was detected in CD19 positive cells
collected from homozygous humanized CD40 mice, and its expression level was similar to that of
murine Cd40 expression in wild-type mice.(Completed in collaboration with CrownBio).

a C57 §P MCD196 - A8 Everts g 57 57 MCD156 : P10 o CA7 5P MCD198 : P2 s
8- = - 8 - P S ~2.
e o° o= P
.; ™
0 &0 100 0 100 w0 10 ot 10
FSC-A ix 1Yy FaC-A (=194 Mouse COAS- APC-ATS0A
g . CD40 1M CO13 5P &1 Everts = CDAD 108 CO18 5 P10 = CO40 104 CO1E 89 P7 =
hCD40 ¢4 Is $a
P
o o - J
i 10

L 1w 1w
Mouise CD45- APC-ATS0A

CET P MCO198 0 P2

0 100 g 0
Mouse CO1G- PES 58

040 10 COM6 BF - P2

10 107 1o+
Mouse CO10- PCS 54

2

COT BP MCD168 : P

10° 1t 10%
Mense CO40- APC-A

CO40 YW C018 BF - S

4- LA, 0

Mouse CO4G- APC-A

Fig 2. Analysis of human CD40 expression in the spleen by FACS. The homozygous KI animal
expresses human CD40 on the CD19"B cells.
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Fig 3. Representative flow cytometry staining of GC B cells frommesenteric lymph nodes.
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Fig 4. In vivo validation of anti-tumor efficacy in a MC38 tumor-bearing model of humanized
CD40 mice. Humanized CD40 mice were inoculated with MC38 colon cancer cells. After the tumors
grew to 100 mm3, the animals were randomly assigned into different group (n=8). The results
indicated that the antibodies targeting human CD40 showed a very significant antitumor effect
(p<0.001). Combination of anti-CD40 and anti-PD-1 is shown more significant anti-Tumor effect.
(Cooperation with CrownBio)
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Fig 5. In vivo validation of anti-tumor efficacy in a MC38 tumor-bearing model of humanized
CD40 mice. Homozygous humanized CD40 mice were inoculated with MC38 colon cancer cells.
The results showed that an anti-human CD40 antibody exerted a very significant anti-tumor
effect , demonstrating that the humanized CD40 mice are a good in vivo model for validating the
efficacy of antibodies targeting human CD40. Mean volume + SEM of tumor tissues(A). Mean body
weight + SEM of mice(B).
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Fig 6. Tumor and weight changes over treated with anti-human CD40 antibody.
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Fig 7. Complete blood count (CBC) of anti-human CD40-antibody treated hCD40 mice.
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Fig 8.Blood chemistry of anti-human CD40-antibody treated hCD40 mice.
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Fig 9. Cytokine analysis of anti-human CD40 antibody treated hCD40 mice.

Cytokine analysis of anti-human CD40 antibody treated MC38 tumor-bearing model of
humanized CD40. Anti-human CD40 antibody treatment led to significant increase several
cytokines including IL-12(p40), Eotaxin, etc.
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