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Pluripotency maintenance of amniotic fluid-derived 
stem cells cultured on biomaterials with different 
elasticities and grafted with ECM-derived 
oligopeptides 
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Hong-Ren Lin,a Hsin-Fen Li,a S. Suresh Kumar,h Yung Chang,i Abdullah A 
Alarfaj,d Murugan A Munusamy,d Da-Chung Chen,j Shih-Tien Hsu,k Han-Chow 
Wang,l Hung-Yi Hsiaom and Gwo-Jang Wun 

The stem cell fates of pluripotency and differentiation are regulated by not only soluble 
biological cues but also insoluble biochecmial cues (i.e., extracellular matrix (ECM)) and the 
physical cues of cell culture biomaterials (i.e., elasticity). We investigated the maintenance of 
pluripotency and the differentiation lineages of human amniotic fluid-derived stem cells 
(hAFSCs) cultured on poly(vinyl alcohol-co-itaconic acid) (PVA) hydrogels grafted with 
several types of ECM and corresponding oligopeptides in expansion medium. hAFSCs cultured 
on soft PVA hydrogels (12.2 kPa) that were grafted with oligopeptides derived from 
fibronectin and vitronectin showed high pluripotency, which was evaluated by Oct4, Sox2 and 
Nanog expression. The hAFSCs grown on soft PVA hydrogels (12.2 kPa) grafted with each 
oligopeptide showed higher pluripotency, as assessed by Oct4 and Nanog expression, than 
hAFSCs grown on stiff PVA hydrogels (25.3 kPa) grafted with the same oligopeptides and a 
much higher pluripotency than those grown on rigid tissue-culture polystyrene dishes. Soft 
biomaterials appeared to be adequate to maintain the pluripotency of hAFSCs. Surprisingly, 
hAFSCs that showed higher pluripotency on PVA hydrogels grafted with oligopeptides derived 
from fibronectin and vitronectin also expressed higher levels of early differentiation markers 
for three germ layers in expansion medium. This result suggests that hAFSCs are 
heterogeneous and that this population contains highly pluripotent stem cells and stem cells 
that can be easily differentiated. 
 

1. Introduction 

Human adult stem cells, such as adipose-derived stem cells 
(hADSCs), bone marrow-derived stem cells (hBMSCs) and amniotic 
fluid-derived stem cells (hAFSCs), are an attractive source of cells 
for tissue engineering and cell therapy.1-7 The use of human adult 
stem cells avoids the ethical concerns raised by human embryonic 
stem cells (hESCs). Furthermore, no tumor generation has been 
reported to result from the transplantation of human adult stem cells 
into animals, whereas hESCs and human induced pluripotent stem 
cells (hiPSCs) generate tumors in transplanted animals due to their 
high differentiation ability.8 Although human adult stem cells have a 
more limited differentiation ability than hESCs and hiPSCs, human 
adult stem cells are able to differentiate into typical mesoderm 
lineages such as osteoblasts, chondrocytes, adipocytes, and 
cardiomyocytes. Additionally, some researchers have reported that 
human adult stem cells can differentiate into neural cells (ectoderm) 
and endoderm cells (beta cells and hepatocytes).9-16 It is less 
expensive to maintain human adult stem cells than to maintain hESC 

and hiPSC cultures; hESCs and hiPSCs also need to be cultured on a 
specific culture surface (e.g., mouse embryonic fibroblasts, Matrigel, 
or biomaterials immobilized with extracellular matrix (ECM) 
proteins or ECM-derived oligopeptides) in culture medium 
containing an expensive cocktail of several growth factors.17,18 
However, one of the drawbacks of human adult stem cells is their 
limited expansion period and the decrease in pluripotency of the 
stem cells with increasing time in culture.19 In typical culture 
conditions, human adult stem cells can survive for no more than 8-12 
passages. It is therefore necessary to develop culture conditions able 
to maintain the pluripotency of human adult stem cells.19 

Stem cell characteristics, such as maintenance of pluripotency, are 
regulated not only by the stem cells themselves but also by the 
microenvironment.1 Therefore, mimicking stem cell 
microenvironments (niches) using biopolymers should be important 
to keep pluripotency of stem cells. Several factors in the 
microenvironment of stem cells influence their fate: (1) biological 
cues, such as growth factors and bioactive molecules; (2) cell-cell 
interactions; (3) biochemical cues of stem cell-biomacromolecule (or 
biomaterial) interactions; and (4) physical cues of cell culture 
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throughout the experiments. 

2.2   Preparation of crosslinked PVA hydrogel dishes 

PVA-IA with 1.3 mol% itaconic acid with a degree of hydrolysis of 
97.2% and 4 wt% viscocity = 30 mPa·sec was dissolved to 0.05 wt% 
for cell culture experiments or 0.5 wt% for rheometer measurements 
in ultrapure water, then agitated for two days and subsequently 
maintained at room temperature for one day to ensure that no air 
bubbles were present in the solution.24 A 3 mL aliquot of the PVA-
IA solution was then added to a 35-mm TCPS dish and dried for a 
week on a clean bench to produce a film. The PVA-IA (hereafter 
denoted as PVA) films were immersed in an aqueous crosslinking 
solution composed of 1 wt% glutaraldehyde, 20 wt% sodium sulfate, 
and 1 wt% sulfuric acid for 2, 4, 6, 12 and 24 h (Fig. 1). The naming 
convention ‘PVA-X’ (e.g., PVA-2) indicates PVA-IA hydrogels 
crosslinked for X hours (e.g., 2 h). After crosslinking, the PVA 
hydrogels were washed with ultrapure water and then immersed in 
ultrapure water. The ultrapure water was changed twice daily before 
ECM proteins or ECM-derived oligopeptides were grafted onto the 
dishes, which were then used for cell culture. The PVA hydrogels 
were sterilized via immersion in a 75% (v/v) ethanol solution 
overnight, subsequently washed in ultrapure water and maintained in 
ultrapure water until use for cell culture. 

2.3   Preparation of PVA hydrogel dishes grafted with ECM 
proteins and ECM-derived oligopeptides 

Following the preparation of PVA hydrogels with different 
elasticities, these hydrogels were activated via immersion in an 
aqueous solution containing 10 mg/ml EDC and 10 mg/ml NHS for 
6 h at 4 °C.24 Subsequently, the PVA hydrogels were washed with 
phosphate-buffered saline (PBS; pH 7.2) and immersed in a PBS 
solution containing 50 μg/mL of ECM protein (COL, FN or rVN) or 
ECM-derived oligopeptide (COLA, COLB, oligoFN or oligoVN) for 
24 h at 4 °C (Fig. 1). After the grafting of ECM and ECM-derived 
oligopeptides, the PVA hydrogels were washed with ultrapure water 
for 12 h to remove the residual ECM and ECM-derived oligopeptide. 
The PVA hydrogels grafted with ECM and ECM-derived 
oligopeptides are hereafter referred to as PVA-X-ECM and PVA-X-
oligoECM, respectively, where X indicates the crosslinking time (h) 
and oligoECM is an ECM-derived oligopeptide.  

Water content of PVA-6 and PVA-24 hydrogels was measured to 
be 53% and 36%, respectively. No change of water content was 
observed on PVA-6 and PVA-24 hydrogels grafted with or without 
ECM and ECM-derived oligopeptide. 

2.4   Characterization of surface-grafted PVA hydrogel dishes 

The chemical composition of the surface-grafted PVA hydrogel 
dishes was measured using X-ray photoelectron spectroscopy (XPS; 
K-Alpha spectrometer; Thermal Scientific, Inc., Amarillo, TX, USA) 
equipped with a monochromatic Al-K X-ray source (1,486.6 eV 
photons). The energy of the emitted electrons was measured using a 
hemispherical energy analyzer at pass energies ranging from 50 to 
150 eV. Data were collected at a photoelectron takeoff angle of 45 
degrees with respect to the sample surface. The binding energy (BE) 
scale was referenced by setting the peak maximum in the C1s 
spectrum to 284.6 eV. The obtained high-resolution C1s spectra 
were fitted using Shirley background subtraction and a series of 
Gaussian peaks. 

The storage modulus (E’) of the PVA hydrogels prepared from a 5 
wt% PVA-IA solution and crosslinked for 0.5-24 h was quantified 
using a rheometer (Physica MCR 101; Anton Pars Co. Ltd.) with a 
5% strain at 1 Hz.24 

2.5  Preparation and culture of hAFSCs 

The experiments in this study were approved by the ethics 
committees of the National Central University, the Taiwan Landseed 
Hospital (IRB-13-05), and the Cathay Medical Research Institute. 
Fresh second-trimester amniotic fluid was centrifuged at 1200 rpm 
for 5 min, and the supernatant was removed. The cell solution after 
centrifugation was dissolved in DMEM/MCDM 201 (40%/60%) 
supplemented with 20% FBS and 10 ng/ml FGF-2 and was cultured 
in a CO2 incubator at 37 °C.25 After reaching approximately 80% 
confluence, the cells (i.e., hAFSCs) were harvested with a 0.25% 
trypsin-EDTA solution, centrifuged and seeded into TCPS dishes as 
a conventional passage procedure. hAFSCs at passage 4 were 
cultured on PVA hydrogel dishes grafted with ECM or ECM-derived 
oligopeptide, TCPS coated with CELLstart or TCPS dishes in a CO2 
incubator at 37 °C for 7 days. 

2.6  Analysis of pluripotency and differentiation gene expression 
in hAFSCs 

The expression levels of the pluripotency genes Oct4, Sox2 and 
Nanog and the differentiation genes Nestin, Sox17 and Runx2 were 
analyzed by qRT-PCR using conventional methods.26 Briefly, after 
the cells were harvested, RNA was extracted using the RNAspin 
Mini RNA isolation kit according to the manufacturer’s instructions. 
The isolated RNA was treated with DNase to remove any traces of 
contaminating DNA.27 RNA (2 µg) was reverse-transcribed by 
reverse transcriptase to produce cDNA using the SuperScript III 
First-Strand synthesis system. This cDNA was then used as a 
template for polymerase chain reaction (PCR) amplification with 
probes for Oct4 (Hs01895061_u1), Sox2 (Hs00602736_s1), Nanog 
(Hs02387400_g1), Nestin (Hs04187831_g1), Sox17 
(Hs00751752_s1), Runx2 (Hs00231692_m1) and GAPDH 
(glyceraldehyde-3-phosphate dehydrogenase; Hs03929097_g1) 
using Taq DNA polymerase and a qRT-PCR instrument (StepOne 
PlusTM Real-Time PCR System; Applied Biosystems, Foster, CA, 
USA). Each sample (n = 3) was tested in duplicate (totally n = 6), 
and the expression level of the GAPDH housekeeping gene was used 
as a control to normalize the results. 

2.7  Immunostaining of proteins involved in pluripotency and 
differentiation in hAFSCs 

Poly-immunostaining of Sox2, SSEA4, β-III tubulin and AFP in the 
cells was performed following the conventional protocol.28 Cells on 
dishes were fixed with paraformaldehyde and then incubated with 
the primary antibody (e.g., anti-human Sox2 (1:100), SSEA4 (1:100), 
β-III tubulin (1:100) or AFP (1:100)). Subsequently, the cells were 
washed with PBS and incubated with the secondary antibody (Alexa 
Fluor 488-anti-rabbit IgG, Alexa Fluor 488-anti-mouse IgG, Alexa 
Fluor 594-anti-mouse IgG or Alexa Fluor 594-anti-rabbit IgG) at a 
1:50 dilution. The cells were also incubated with Hoechst 33342 
(1:50). The stained cells were analyzed using fluorescence 
microscopy with the appropriate filters (Eclipse Ti-U fluorescence 
inverted microscope; Nikon Instruments, Inc., Tokyo, Japan). 

2.8  Statistical analysis 

All of the quantitative results were obtained from three samples. The 
data are expressed as the mean ± SD. Statistical analyses were 
performed using an unpaired Student’s t-test in Excel (Microsoft 
Corporation). Probability values (p) less than 0.05 were considered 
statistically significant. 

3. Results and discussion 
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to be preferable for culturing hAFSCs to maintain pluripotency, as 
indicated by immunostaining results of Sox2 and SSEA4, which 
were consistent with the results obtained for the gene expression of 
Oct4, Sox2 and Nanog in hAFSCs shown in Fig. 7A. 

hAFSCs cultured on soft and stiff PVA hydrogel dishes with 
and without ECM proteins or ECM-derived oligoECMs showed 
relatively similar immunostaining intensity for β-III tubulin 
(Fig. 12). However, high immunoreactivity of AFP was 
observed in hAFSCs cultured on soft PVA-6-FN, PVA-6-
oligoFN, PVA-6-rVN, and PVA-6-oligoVN dishes, as well as 
PVA-6 dishes, whereas only faint staining of AFP was 
observed in hAFSCs cultured on stiff PVA-24 dishes grafted 
with and without ECM and ECM-derived oligopeptides and 
those grown on TCPS dishes (Fig. 13). Soft PVA-6-oligoVN 
dishes may be the preferable cell culture dishes for the 
spontaneous differentiation of hAFSCs into early hepatocytes 
because hAFSCs showed high immunostaining of AFP (Fig. 13) 
and because high expression of the endoderm differentiation 
gene Sox17 (Fig. 9A) was observed in cells cultured on PVA-6-
oligoVN dishes. 

3.6   Comparison of the present work with previously published 
work 

Discher and Engler et al. proposed a general model for the effect of 
stiffness of cell culture biomaterials on the spontaneous 
differentiation of human mesenchymal stem cells (hMSCs) into 
several specific lineages depending on the stiffness of the 
biomaterials20; when hMSCs were cultured in expansion medium 
and not in induction medium to promote differentiation, softer 
materials with elasticities similar to that of the brain (0.3 kPa) tended 
to induce hMSCs to differentiate into early lineages of neural cells, 
whereas stiffer materials (10 kPa) mimicking muscle caused hMSCs 
to spontaneously differentiate into early myoblasts in Engler’s 
work.8,20 Rigid materials similar to collagenous bone were also 
reported to guide hMSCs toward early differentiation into 
osteoblasts. In this study, we examined the effect of stiffness on the 
hAFSC fates of pluripotency and differentiation. The early neural 
cell differentiation of hAFSCs occurred more readily on soft PVA-6 
hydrogel dishes grafted with ECM or ECM-derived oligopeptides, as 
assessed by Nestin gene expression, whereas stiff PVA-24 hydrogel 
dishes grafted with ECMs or ECM-derived oligopeptides guided 
hAFSCs to differentiate into early osteoblasts, as measured by Runx2 
gene expression, similar to what was observed by Engler.8,20 
However, hAFSCs cultured on stiff TCPS dishes did not 
preferentially differentiate into osteoblasts and instead showed the 
lowest pluripotency and the lowest differentiation as measured by 
both gene expression and immunostaining results in this study. 

Tse and Engler prepared crosslinked polyacrylamide (PAAm) 
hydrogels with radial elastic modulus gradients of 1 kPa/mm in an 
elastic module from 1.0 to 14 kPa by photopolymerization using a 
gradient-patterned photomask.8,31 In expansion medium, hMSCs 
tended to migrate into the stiffer hydrogel and then to differentiate 
into a more contractile myogenic cell on the PAAm hydrogels 
immobilized with collagen. In contrast, hMSCs expressing a 
neuronal marker tended to reside on soft regions of the gradient 
PAAm hydrogels.31 It was suggested that soft cell-culture 
biomaterials drive hMSCs toward neuronal differentiation lineages 
when hMSCs are cultivated in expansion medium or induction 
(differentiation) medium.8,20,32-42 These studies are consistent with 
the results in this study that hAFSCs cultured on soft PVA-6 
hydrogels grafted with ECM or ECM-derived oligopeptides better 
support pluripotency and the high expression of Nestin compared 
with cells cultured on stiff PVA-24 hydrogels or TCPS dishes. 
However, PVA hydrogels that are too soft (less than 11 kPa of E’) 

could not support hAFSC proliferation in this study when grafted 
with and without ECM or ECM-derived oligopeptides (Fig. 4). 

Gilbert et al. investigated whether the elastic modulus of the cell 
culture biomaterials plays a critical role in the self-renewal and 
differentiation of stem cells during muscle regeneration.8,43 These 
authors created crosslinked PEG (poly(ethylene glycol)) hydrogels 
immobilized with laminin with different elastic moduli (2, 12, and 
42 kPa). It was found that the number of muscle stem cells expanded 
on soft PEG hydrogels increased twofold compared with cells that 
were cultured on stiff TCPS dishes.43 This result suggests that the 
muscle stem cells exhibit enhanced cell survival when cultured on 
soft PEG hydrogels. Furthermore, the muscle stem cells cultured on 
soft PEG hydrogels were found to express lower levels of a 
differentiation marker (myogenin) compared with cells cultured on 
rigid TCPS dishes.8,43 In Gilbert’s study, the soft cell culture 
biomaterials appeared to enhance cell numbers by increasing cell 
viability and by preventing the differentiation of muscle stem cells in 
vitro,43 whereas hAFSCs in this study exhibited high expression of 
pluripotency genes and the expression of several differentiation-
induced genes when cultured on soft PVA-6 hydrogel dishes grafted 
with ECM or ECM-derived oligopeptides (Figs. 7A and 9A). This 
conflicting phenomenon is likely due to the heterogeneous 
population of stem cells found in hAFSCs, whereas the muscle stem 
cells appear to be a homogeneous cell population. 

An interfacial hydrogel was created by preparing an 
interpenetrating polymer network with an oligopeptide 
containing RGD (arginine-glycine-aspartic acid) sequences on 
the surface with a stiffness ranging from 10 to 10 000 Pa by 
Saha and Healy et al.8,36 Rat neural stem cells expanded when 
cultivated on the hydrogels with elastic moduli greater than 100 
Pa. The highest expression of a neural marker (β-III tubulin) in 
rat neural stem cells was observed on the hydrogels with a 500 
Pa elastic modulus, which is close to the physiological stiffness 
of brain tissue.8,36 It was found that neuronal differentiation 
preferentially occurred on softer hydrogels in their mixed glial 
and neuronal differentiation medium. By contrast, glial 
differentiation occurred preferentially on stiffer hydrogels in 
the same medium.8,36 This study demonstrates that physical 
(elasticity of the cell culture biomaterials) and biochemical 
(ECM and ECM-derived oligopeptide) factors are important 
regulators of self-renewal and specific lineage differentiation of 
stem cells, as observed in the pluripotency and spontaneous 
differentiation of hAFSCs cultured on hydrogels with different 
elasticities grafted with ECM and ECM-derived oligopeptides 
in this study. 

We found that soft PVA-6-oligoVN dishes can maintain 
pluripotency of hAFSCs from high expression of pluripotency 
genes (Figs. 7 and 8) and proteins (Figs. 12 and 13). The amino 
acid sequence of oligoVN selected in this study was also used 
in Melkoumian’s investigation44 where they developed 
polyacrylate dishes grafted with oligoVN for culture of hESCs 
and hiPSC maintaing their pluripotency. hESCs can be cultured 
on the dishes grafted with oligoVN without differentiation of 
hESCs for over 10 passages, whereas hESCs cannot be cultured 
on the dishes grafted with oligopeptides derived from laminin 
or fibronectin because of easy differentiation of hESCs on the 
dishes. Therefore, the specific sequence of oligoVN seems to 
be an optimal sequence to keep pluripotency of stem cells 
including hAFSCs as well as hESCs and hiPSCs. Not only 
biochemical factor (amino acid sequence of oligoVN) but also 
physical factor (low elasticity) of PVA-6-oligoVN should be 
the reason why PVA-6-oligoVN dishes can keep pluripotency 
of hAFSCs compared to other dishes investigated in this study. 
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Conclusions 

hAFSCs were cultured on soft and rigid PVA hydrogels grafted 
with and without ECM or ECM-derived oligopeptides to 
evaluate the regulation of pluripotency and spontaneous 
differentiation of the cells in expansion medium. It is necessary 
for the PVA hydrogels to have a minimum storage modulus 
(E’>12 kPa) to support hAFSC proliferation and expansion on 
the PVA hydrogels grafted with and without ECM or ECM-
derived oligopeptides. The soft PVA-6-ECM and PVA-6-
oligoECM hydrogel dishes (E’=12.2 kPa) are favorable for 
culturing hAFSCs that maintain high pluripotency, as assessed 
by pluripotency gene and protein expression, compared with 
the relatively stiff PVA-24-ECM and PVA-24-oligoECM 
hydrogel dishes (E’=25.3 kPa) or TCPS and TCPS dishes 
coated with CELLstart (12 GPa of elastic modulus). Soft PVA-
6-oligoFN and PVA-6-oligoVN dishes are the most favorable 
cell culture dishes for hAFSCs to maintain high pluripotency 
and to induce spontaneous differentiation into early neural cells 
(i.e., high expression of Nestin). Relatively stiff PVA-24-COLB, 
PVA-24-oligoVN, PVA-24-FN and PVA-24-oligoFN dishes 
but not the stiffest TCPS dishes promote spontaneous 
differentiation of hAFSCs into early osteoblasts (i.e., high 
expression of Runx2). hAFSCs expressing higher levels of 
pluripotency genes (Oct4, Sox2 and Nanog) on PVA-ECM and 
PVA-oligoECM hydrogel dishes also showed higher expression 
of three early germ layer marker genes (Sox17, Runx2 and 
Nestin) in expansion medium. This result suggests that the 
hAFSCs contain a heterogeneous stem cell population and, 
therefore, contain highly pluripotent stem cells and stem cells 
that can easily differentiate. It is concluded that both insoluble 
biochemical cues (ECM-derived oligopeptides) and physical 
cues (stiffness) of cell culture biomaterials are important factors 
to maintain the pluripotency and spontaneous differentiation 
ability of stem cells. 
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Human amniotic fluid-derived stem cells can keep their pluripotency cultured on soft 

polyvinylalcohol hydrogels grafted with several oligopeptides derived from extracellular 

matrices. 
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