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Step 1: Forming the cell droplets
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Fig.1 The illustration ( a ) and operation process
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(b)) of the co—culture droplet microfluidic chip
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Fig. 2 Cell culture in co—culture droplet microfluidic chip

(a) TImages of LoVo cells cultured in co-culture droplet microfluidic chip. (b) Live/dead staining of LoVo cells in different wells after 48 h. (c)

Statistical analysis of cell number in different wells. n=3 for each data set. ns>0.05 as calculated from Student’ s #-test.
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Fig.3 Cell co—culture in co—culture droplet microfluidic chip

(a) Image of LoVo cells and different microenvironmental cells co-cultured in co-culture droplet microfluidic chip.

(b)

Live/dead staining of

LoVo cells and microenvironmental cells in chip after 48 h. (c¢) Statistical analysis of cell number in different wells after 48 h. n=3 for each data

set. ¥*¥%<(0.001, **<0.01, ns>0.05 as calculated from Student’ s t-test.
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Fig. 4 Analysis of the diffusion of drug in co—culture droplet microfluidic chip

(a) Work principle of co-culture droplet microfluidic chip. (b) Blue ink was injected from the center of the chip, and the diffusion of ink was

observed at 0 h, 1 hand3 h. (c) Quantitative analysis of (b) . (d) Assessment of drug intake status in co-culture droplet microfluidic chip.

dl, DOX was injected from the center of the chip,
quantitative analysis of DOX. d3,
Student’ s t-test.

and the intake of DOX by LoVo cells was observed at 0 h and 12 h. d2, Fluorescence intensity

Average fluorescence intensity quantitative analysis of DOX. n=3 for each data set. ns>0.05 as calculated from



KEW, %F: ETHBMRENSBRELIERRFNELR

XXXX; XX (XXO

TERP RS B R AT R Y R R 7+

BOHTER (K 5c) Won, LoVo 4 A A15 3 b
BLYDFIEAIR BE A SEMTIITRAEARG , 2B W S )51 AR
Bk, 7Y AR R Y, Ho 4
A well WARILIIAAR R BA — 80, g RN
FZFRGEHEAT Z AMARE AR TR B9 250Ut oA
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Fig. 5 Parallel analysis of drug action in co—culture droplet microfluidic chip

(a) TImages of LoVo cells under different concentrations of oxaliplatin in co-culture droplet microfluidic chip. (b) Live/dead staining of LoVo

cells under different concentrations of oxaliplatin in co-culture droplet microfluidic chip after 48 h. (c) Survival rate of LoVo cells under different

concentrations of oxaliplatin in co-culture droplet microfluidic chip after 48 h. n=3 for each data set. ***<0.001 as calculated from Student’ s t-test.
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BilbsEY 2. DR R, yH2AX BEE AT
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211 6 ) DNA SUBEAR 405 LA i G By 1050 25 ) 1)
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WHoE R, CAF REMEAE e 200 1 19 A= 4 1
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Al DLE T 53 S T 4 SR R T 11 (MMP11) 42 iF
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i 4 4 I COLSAT 5 S EMT, M8 2% B i i
X BRI A2 T 24 o I 2 7 e
g AT i Ak o M2 B S A, B TAM 27
TAM REAZAE b8 240 HfL A A BE A 25 . AFF9R i
TAM 8 i 4 W 4» W M Bk & H (secreted
phosphoprotein 1, SPP-1) = FIfEit {1 Y 5
AR R A0 X BV DRI 2 e . Ak, A
IR, R TR BT b 4 eI 40 T 75 e PN B 4
1534k TEC, 142 2 e Jed 4 Ak ) 25 0362 7 H e
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kT 125 B A5 A I A S5 40 5 T Lo Vo 4
M2 R I RR R, FRATTKS 45 B A 4R LoVo
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7t 80 pmol/L VP FIFAME IV E T, 5 CAF 5 THP-
1 JL 855219 Lo Vo 4 A7 16 R I HFE 95% LU Lo i
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3 P A A0 e R AR K
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HUVEC Fl E W5 240 e rry 38 5 40 4 SR Ry B e, [
BE, MAXTT 2451 (1) 5% i B2 B 10 75 CAF 19 5Tk nl B
/N8
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WAFEA EAEFH, 0 CAF n] DR ¥ B g 40 o i 1k
i TAM ! 5 CAF A s 44 v i1 73 /)y RNA-10a-5p
(miR-10a-5p) e A i P 1z 48 B ft 385 5 1 i A5 A=
BB S TAM AR A 4 {37y RNA-221-3p  (miR-
221-3p) REAE N B2 40 A Al BT PRI, FEA
& Z T CAF. THP-14iijifi X HUVEC Z [a] 1 7] GE£F
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Fig. 6 Co—culture of tumor—microenvironment cells and analysis of oxaliplatin sensitivity
(a) Images, live/dead staining and survival rate of LoVo cells under different concentrations of oxaliplatin in co-culture droplet microfluidic chip.
(b) Images, live/dead staining and survival rate of THP-1 under different concentrations of oxaliplatin in co-culture droplet microfluidic chip.
(c) TImages, live/dead staining and survival rate of HUVEC under different concentrations of oxaliplatin in co-culture droplet microfluidic chip.
(d) Tmages, live/dead staining and survival rate of CAF under different concentrations of oxaliplatin in co-culture droplet microfluidic chip. (e)
Immunofluorescence detection of DNA double-strand breaks related molecular under co-culture condition. n=3 for each data set. ¥¥*<0.001, **<

0.01, ns>0.05 as calculated from Student’ s ¢-test.
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(a) Images and live/dead staining of LoVo cells co-cultured with CAF under effect of oxaliplatin in co-culture droplet microfluidic chip. (b)

Images and live/dead staining of LoVo cells co-cultured with THP-1 under effect of oxaliplatin in co-culture droplet microfluidic chip. (c) Images

and live/dead staining of LoVo cells co-cultured with HUVEC under effect of oxaliplatin in co-culture droplet microfluidic chip. (d) Survival rate

of LoVo cells co-cultured with different microenvironment cells under effect of oxaliplatin in co-culture droplet microfluidic chip after 48 h. n=3 for

each data set. ***<(0.001, ns>0.05 as calculated from Student’ s z-test.
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Abstract Objective This study aimed to construct a cell co-culture microfluidic chip based on droplet
microfluidic to investigate the influence of multicellular interactions in complex microenvironments on the
sensitivity of anti-tumor drugs. Methods ~We constructed a droplet microfluidic chip consisting of 12 co-culture
units, with each unit containing 4 microwells for holding cell droplets, enabling the co-culture of 4 types of cells.
To evaluate whether the co-culture of multiple cell types can be achieved in the droplet microfluidic chip, as well
as to observe and analyze the interactions between different cell types, we investigated the interaction between
microenvironmental cells and tumor cells through cell co-culture experiments. To construct a stable co-culture
system capable of evaluating drug sensitivity, we conducted diffusion experiments with blue ink and model drugs
to investigate the ability of drugs to diffuse in the chip and be taken up by cells. To investigate the effect of the
complex microenvironment on cellular drug sensitivity, we carried out cell co-culture experiments combined with
drug treatment to explore the changes in the drug sensitivity of tumor cells in the presence of microenvironmental
cells. To explore the reasons for drug resistance in tumor cells under co-culture conditions, we detected DNA
double-strand break marker using immunofluorescence. Results Experiments on cell culture within droplets
showed that cells in each droplet exhibited good proliferation ability and consistent cell status, laying a foundation
for the co-culture of multiple kind of cells. Cell co-culture experiments showed that compared with the mono-
culture group, the numbers of LoVo cells, HUVECs, and macrophages in the co-culture group increased

significantly. This confirms that there are obvious interactions between cancer-associated fibroblasts (CAFs),
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endothelial cells (HUVECs), macrophages, and tumor cells in the microenvironment, which promotes cell
proliferation in the co-culture chip. Experiments on blue ink diffusion showed that drugs could diffuse uniformly
and effectively into wells in different directions within the chip. Experiments on the diffusion of doxorubicin (a
model drug) demonstrated that identical cells in different wells exhibited consistent drug uptake capacity for the
drug. Additionally, cell co-culture experiments combined with oxiliplatin treatment revealed that with the
concentration of 80 umol/L, the survival rate of LoVo cells cultured alone was only 25%, whereas it reached 96%
under co-culture conditions. with the concentration of 160 pmol/L, the survival rate of LoVo cells cultured alone
was merely 2%, while that under co-culture conditions was 50%. These results indicate that the complex
microenvironment composed of CAFs, HUVECs, and macrophages significantly reduces the drug sensitivity of
LoVo cells to oxaliplatin through intercellular interactions. The immunofluorescence results showed that the
expression level of YH2AX in LoVo cells decreased under co-culture conditions. Conclusion Our study
achieved co-culture of the main constituent cells of the tumor microenvironment and analysis of their drug
sensitivity in a droplet microfluidic chip for the first time. The research found that crosstalk between different
microenvironmental cells strongly affects the drug sensitivity of tumor cells to oxaliplatin, suggesting that
targeting the interactions between tumor microenvironmental cells is an effective strategy to improve the efficacy
of tumor therapy. Our study provides new methods and approaches for the efficacy evaluation of anti-tumor drugs
and the screening of new drugs. In addition, the open structural design of the co-culture chip can be combined
with various omics technologies to analyze the molecular characteristics of cells under co-culture and drug
treatment conditions. This is expected to provide new methods and experimental evidence for elucidating the

mechanisms of drug action and identifying novel drug targets in the context of the microenvironment.
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