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Abstract: Objective: This study aims to investigate the impact of refrigeration time and blood volume on the success 
rate of peripheral blood chromosomal analysis using response surface methodology (RSM). Methods: Peripheral 
blood samples from 30 volunteers were subjected to chromosomal analysis under different refrigeration duration 
periods (≤7 days, 8 days, 9 days, 10 days, 11 days, 12 days, 13 days, 14 days) along with different blood volumes 
(0.2 mL, 0.3 mL, 0.4 mL, 0.5 mL, 0.6 mL, 0.7 mL, and 0.8 mL). The effects of refrigeration time and blood volume 
on the success rate of peripheral blood chromosomal analysis were determined using the Chi-square test for trend, 
followed with Spearman’s rank correlation coefficient, and RSM analysis to identify the optimal combination of 
refrigeration time and blood volume. Results: The refrigeration time within 10 days had a minor impact on the 
success rate, while refrigeration time more than 11 days significantly decreased the success rate. An increase in 
blood volume slightly improved the success rate. The success rate showed both linear and nonlinear changes with 
refrigeration time, while the effect of blood volume was primarily linear. The highest success rate was observed at 
a refrigeration time of ≤7 days and a blood volume of 0.8 mL. The interaction between refrigeration time and blood 
volume had a significant impact on the success rate. Conclusion: It is recommended to keep the refrigeration time of 
blood samples within 7 days and control the blood volume at 0.8 mL to maximize the success rate of chromosomal 
analysis.
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Introduction

Chromosomes and chromatin, as carriers of 
genetic information, play a crucial role in the 
accurate transmission of genetic information 
through their morphological changes during the 
cell cycle [1]. Peripheral blood chromosomal 
karyotype analysis is a key technique for reveal-
ing genetic diseases and guiding clinical diag-
nosis and treatment [2-4]. Since Hungerford 
published the techniques for culturing human 
peripheral blood leukocytes and preparing 
chromosomes in 1965, lymphocyte culture, 
cell harvesting, slide preparation, and chromo-
some banding have played vital roles in the pro-

cess of chromosome preparation [5, 6]. How- 
ever, due to the lengthy experimental cycle, 
environmental factors, differences in techni-
cian proficiency, or occasional operational 
errors, it is challenging to obtain metaphase 
cells that meet the requirements for karyotype 
analysis every time. Thus, the test subjects 
have to undergo repeated blood draw for reme-
dial testing, thereby increasing the time, cost, 
and testing cycle [7, 8]. Currently, there is no 
unified standard for karyotype preparation, and 
there are significant differences in laboratory 
operations [9, 10]. The chromosome prepara-
tion process involves numerous steps, and any 
improper handling can affect the quality of 
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specimens. The European Guidelines for Cyto- 
genetic Analysis encompass sample prepara-
tion, analysis, reporting, and the application of 
specific techniques, emphasizing the necessity 
of professional knowledge and skills among 
staff, as well as the quality control and assur-
ance measures that laboratories should follow 
[11]. Bulla et al. [6] investigated the effects of 
different culture establishment times (0 hour, 
24 hours, and 48 hours) on cell viability and 
band resolution, suggesting that cell culture 
should be initiated within 24 hours after blood 
collection to ensure high-quality results in 
karyotype analysis. Although these studies 
mention some details about sample handling 
and preservation, they do not address specific 
refrigeration duration or the blood volume.

Furthermore, we must confront a practical 
issue, which is in primary healthcare facilities, 
due to limitations in technology and equipment, 
samples are often sent to higher-level hospitals 
or specialized laboratories for analysis. The 
quality and preservation status of the samples 
during this process directly affect the final 
examination results [12]. Investigating the rela-
tionship between blood sample volume, refrig-
eration time, and the success rate of examina-
tions can help us understand the changes in 
sample quality under different conditions. This, 
in turn, provides specific operational guidelines 
for primary healthcare institutions, ensuring 
that even with limited resources, the integrity 
and viability of samples can be maximized 
through proper sample handling and preserva-
tion methods.

To this end, this study aims to achieve high-
quality peripheral blood chromosomal karyo-
types by employing response surface method-
ology (RSM) to investigate the optimal combi-
nation of blood sample refrigeration time and 
blood volume. RSM, a method that combines 
mathematics and statistics, is used for devel-
oping, enhancing, and optimizing procedures 
[13, 14]. As a classic multifactorial analysis 
method, RSM can effectively address the opti-
mization of peripheral blood chromosomal 
examination methods under conditions of mul-
tifactorial interactions. RSM will help establish 
a model between blood sample volume, refrig-
eration time, and examination success rate, 
thereby providing a scientific basis for improv-
ing the quality control level of peripheral blood 
chromosomal examinations. In this study, we 

conducted a retrospective analysis to investi-
gate the impact of refrigeration time and inject-
ed blood volume on the success rate of periph-
eral blood chromosomal analysis. The study 
aimed to optimize the conditions for chromo-
somal karyotype examination by examining his-
torical data from July 2021 to June 2022.

Subjects and methods

Subjects

The retrospective analysis was conducted 
using data and peripheral blood samples col-
lected from volunteers between July 2021 and 
June 2022. The study involved reviewing the 
previously collected samples, their processing, 
and the results of chromosomal analysis per-
formed during that period. Thirty volunteers 
from the health examination outpatient clinic  
of Liuzhou Maternity and Child Healthcare 
Hospital were included in the study.

Inclusion criteria: age between 20 and 50 
years, with normal routine blood indicators and 
blood sugar levels, and informed consent from 
the participants. Exclusion criteria: history of 
medication use within one week prior to blood 
collection. The study was approved by the 
Ethics Committee of Liuzhou Maternity and 
Child Healthcare Hospital (approval number: 
Quick review - scientific research-2020-022), 
and volunteers signed informed consent forms 
for clinical research.

Blood sample collection and processing

Peripheral blood samples were collected from 
the study subjects via venipuncture at the 
elbow, with a total volume of 30 ml, divided into 
6 vacutainers (5 ml in each) containing sodium 
heparin anticoagulant. After collection, the 
blood samples were gently mixed to ensure uni-
form distribution of the anticoagulant, labeled 
with group identifiers, and then stored in a 
medical refrigerator at 4°C. The refrigeration 
time groups were: ≤7 days, 8 days, 9 days, 10 
days, 11 days, 12 days, 13 days, and 14 days. 
The injection blood volume groups were: 0.2 
mL, 0.3 mL, 0.4 mL, 0.5 mL, 0.6 mL, 0.7 mL, 
and 0.8 mL.

Cell culture and chromosome harvesting

Under a biological safety cabinet, cell injection 
was performed for each study subject based on 
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Table 1. Impact of different refrigeration durations on chromo-
some examination results [n (%)]
Refrigeration time (days) + - ± Total
≤7 152 (72.38) 37 (17.62) 21 (10.00) 210
8 85 (40.48) 73 (34.76) 52 (24.76) 210
9 52 (24.76) 98 (46.67) 60 (28.57) 210
10 39 (18.57) 113 (53.81) 58 (27.62) 210
11 3 (1.43) 180 (85.71) 27 (12.86) 210
12 0 (0.00) 205 (97.62) 5 (2.38) 210
13 0 (0.00) 208 (99.05) 2 (0.95) 210
14 0 (0.00) 210 (100.00) 0 (0.00) 210
“+” indicates a positive result, meaning that cell culture and karyotype analysis 
were successful; “-” indicates a negative result, meaning no analyzable chromo-
some karyotype was available; “±” indicates the presence of a karyotype, but with 
substandard banding or insufficient numbers for analysis.

the combination of refrigeration time and blood 
volume of the blood samples using a sterilized 
pipette. After injection, the samples were 
placed in a CO2 incubator for cell culture for 67 
hours. Thirty minutes before the end of the cul-
ture, colchicine was added to terminate the cul-
ture, and the cells were harvested using an 
automated chromosome harvester.

Chromosome slide preparation and G-banding

The volume of the harvested cell suspension 
was adjusted to 2 mL, and slide preparation 
was performed using a chromosome spreader 
under conditions of 25.0°C and 50.0% humidi-
ty. Two slides were prepared from each sample 
tube, which were then placed in a drying oven 
and baked at 80.0°C for 4 hours. The slides 
were treated in a 0.25% EDTA pancreatic 
enzyme solution for 12 seconds, with the dura-
tion adjusted according to the clarity of the 
banding. Subsequently, the enzymatic action 
was terminated in a phosphate buffer solution 
at pH 6.8, and the slides were stained with 
Giemsa stain, washed, and air-dried for subse-
quent analysis.

Karyotype analysis and result interpretation

Suitable karyotypes were scanned using a 
Zeiss automated scanning analyzer (sensitivity 
coefficient set at 7.0, scanning the entire slide), 
and karyotype analysis was performed using 
the iKaryoS software. Samples that success-
fully completed karyotype analysis were record-
ed as “+”, samples with no analyzable karyo-
type were recorded as “-”, and samples with 
karyotypes present but with substandard band-
ing or insufficient numbers for analysis were 
recorded as “±”.

Data collection and outcome 
measures

The primary outcome of this 
study was the success rate of 
peripheral blood chromosomal 
analysis, defined as the pro-
portion of samples that yield-
ed analyzable karyotypes suit-
able for chromosomal exami-
nation. The secondary out-
come measures included the 
evaluation of the impact of dif-
ferent refrigeration durations 
and injected blood volumes on 
the success rate. Additionally, 
the identification of the opti-

mal combination of these factors was achieved 
through RSM analysis.

Statistical analysis

Data analysis was conducted using IBM SPSS 
27.0. Initially, the number of positive and nega-
tive cases were counted under different refrig-
eration time and injected blood volumes, and 
the positive and negative ratios for each group 
were calculated. Comparisons of successful 
chromosome detection rates among various 
refrigeration durations and injected blood vol-
umes were analyzed using the chi-square test 
for trend. If significant differences were indicat-
ed by the chi-square test for trend, Spearman’s 
rank correlation coefficient between refrigera-
tion time, injected blood volume, and the suc-
cess rate of chromosomal examination was 
calculated, and online plotting was conducted 
using the website (http://www.bioinformatics.
com.cn/) [15]. Locally weighted regression 
(Lowess) was used to plot the scatter plots  
of correlation coefficients. Response surface 
analysis was employed to determine the opti-
mal experimental conditions, and R Studio 
4.3.0 software was utilized for conducting the 
response surface analysis and plotting the 
response surface graphs. The significance level 
for the test was set at α=0.05.

Results

Descriptive statistics of chromosome examina-
tion

The results of cell culture and karyotype analy-
sis under different refrigeration durations are 
shown in Table 1 and Figure 1. The percentage 
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Figure 1. Frequency distribution of chromosome examination results under different refrigeration durations and 
blood volumes. The frequency distribution chart illustrates the changes in chromosome examination results under 
different refrigeration durations (A-H representing ≤7 days to 14 days) and blood volumes. The horizontal axis rep-
resents the blood volume, and the vertical axis represents the number of chromosome examination results. Green 
represents positive results, purple represents negative results, and gray represents cases with a karyotype present 
but with substandard banding or insufficient numbers for analysis.

of positive cases gradually decreased with the 
increase in refrigeration duration, especially 
after exceeding 10 days, while the proportion 
of “±” cases (karyotype present but not meet-
ing the standard) showed little fluctuation.

Table 2 presents the results of chromosome 
examination under different blood volumes. As 
the injected blood volume increased, the pro-
portion of positive cases gradually rose and 
peaked at 0.7 mL and 0.8 mL, with the overall 
positive ratio exceeding 30%. Meanwhile, the 
proportion of “±” (karyotype present but not 
meeting the standard) showed some fluctua-
tions, but the overall trend was not significant. 
When the refrigeration time exceeded ≥11 
days, the positive case ratio did not increase 
with the increase in blood volume (Figure 1).

Comparison of differences in examination out-
comes among different refrigeration durations 
and blood volumes

In the analysis of the impact of different refrig-
eration durations on the success rate of chro-
mosome detection, we utilized the chi-square 
test for trend. Table 3 shows that the refrigera-
tion time significantly influenced the success 
rate of chromosome detection (P<0.001). 
Further multiple comparisons showed no sig-
nificant difference between ≤7 days and 8, 9 
and 10 days. However, significant differences 
were identified between ≤7 days and all subse-
quent groups (11 days and beyond). No signifi-
cant differences were noted among the groups 
from 8 days onwards.
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Table 2. Chromosome examination results by blood volume [n (%)]
Blood volume (mL) + - ± Total
0.2 3 (1.25) 234 (97.50) 3 (1.25) 240
0.3 15 (6.25) 204 (85.00) 21 (8.75) 240
0.4 24 (10.00) 180 (75.00) 36 (15.00) 240
0.5 38 (15.83) 149 (62.08) 53 (22.08) 240
0.6 63 (26.25) 133 (55.42) 44 (18.33) 240
0.7 93 (38.75) 115 (47.92) 32 (13.33) 240
0.8 95 (39.58) 109 (45.42) 36 (15.00) 240

Table 3. Descriptive statistics and chi-square test for trend for 
success rate of chromosome detection at different refrigeration 
durations (≤7 days to 14 days)

Refrigeration time (days) M (P25, P75) 
Chi-square test for trend

χ2 P
≤7 90.00 (46.70, 96.70) 505.972 <0.001
8 30.00 (3.30, 86.70)
9 3.30 (0.00, 66.70)
10 3.30 (0.00, 56.70)
11 0.00 (0.00, 3.30)
12 0.00 (0.00, 0.00)
13 0.00 (0.00, 0.00)
14 0.00 (0.00, 0.00)
It includes the median (M) and interquartile range (P25, P75) for chromosome de-
tection success rates, along with the chi-square and corresponding P-values from 
the chi-square test for trend.

Table 4. Descriptive statistics of success chromosome detection 
rate at different blood volume levels with chi-square test for trend

Blood volume (mL) M (P25, P75) 
Chi-square test for trend

χ2 P
0.2 0.00 (0.00, 0.00) 208.542 <0.001
0.3 0.00 (0.00, 2.48)
0.4 0.00 (0.00, 7.50)
0.5 1.65 (0.00, 23.33)
0.6 6.65 (0.00, 58.35)
0.7 30.00 (0.00, 81.70)
0.8 31.70 (0.00, 82.53)
It includes the median (M) and interquartile range (P25, P75) for success 
chromosome detection rates at blood volumes ranging from 0.2 to 0.8 
mL, as well as the chi-square and corresponding P-values for the chi-
square test for trend.

The median success rate of chromosome 
detection exhibited an overall upward trend 
with increasing blood volume (Table 4). The chi-
square test for trend showed that there was 
significant difference in the success rate of 
chromosome detection across varying injected 

blood volumes (P<0.001). The 
results indicated a positive 
trend in the effect of increas- 
ed blood volume on the suc-
cess rate of chromosome 
detection.

Correlation analysis

The Spearman rank correla-
tion coefficients between re- 
frigeration time, injected blood 
volume, and the success rate 
of chromosome examination 
are depicted in Figure 2. The 
Spearman rank correlation 
coefficient between refrigera-
tion time and success rate 
was -0.766 (P<0.001), which 
signifies a strong negative cor-
relation between the two vari-
ables. Conversely, the Spear- 
man rank correlation coeffi-
cient between injected blood 
volume and success rate was 
0.414 (P=0.002), indicating a 
moderate positive correlation.

Response surface analysis

We conducted a response sur-
face analysis to evaluate the 
impact of refrigeration time 
and blood volume on the  
success rate of chromosome 
examination. The response 
surface model accounted for 
approximately 88.9% of the 
response variance, suggest-
ing a good fit (Table 5). The 
adjusted R-squared value of 
87.8% indicated that the mo- 
del maintained high explana-
tory power even after account-
ing for its complexity. The 
F-statistic value was 80.38 
with P<0.001, indicating that 
the model was overall signifi-
cant. The model coefficients 

revealed that both the primary and interaction 
terms of refrigeration time and injected blood 
volume significantly influenced the response 
variable. Specifically, an increase in refrigera-
tion time was associated with a decrease in 
success rate, whereas an increase in injected 
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Figure 2. Spearman rank correlation analysis of refrigeration time, blood vol-
ume and chromosome examination success rate. A: The negative correlation 
between refrigeration time and success rate is evident, with a coefficient 
of -0.766 (P<0.001). B: The positive correlation between blood volume and 
success rate is evident, with a coefficient of 0.414 (P=0.002).

linear variations, whereas the 
effect of injection blood vol-
ume on the success rate was 
primarily linear.

The response surface plots 
delineate the interplay bet- 
ween refrigeration time and 
injected blood volume on the 
success rate of chromosome 
examination, highlighting the 
optimal combination points. 
As depicted in Figure 3, the 
most favorable combination 
for achieving the highest suc-
cess rate was identified at a 
refrigeration time of ≤7 days 
and a blood volume of 0.8 mL. 
Conversely, the lowest suc-
cess rate was observed with a 
refrigeration time of 13 days 
and an injection volume of 0.6 
mL.

Discussion

To the best of our knowledge, 
based on a review of the litera-
ture, there is no work that cor-
relates the refrigeration time 
of human peripheral venous 
blood specimens, the injec-
tion blood volume, and the 
success rate of their karyo-
type analysis. Although the 
operation of peripheral blood 
chromosome examination is 
intricate, it is possible to ana-
lyze the effectiveness of chro-
mosome karyotype analysis 
by examining the impact of the 
cellular state at the time of 

Table 5. Statistical coefficients for response surface analysis of 
the effect of refrigeration time and blood volume on the success 
of chromosome examination

Coefficient Estimate Standard 
error t P

(Intercept) 1.803 0.411 4.387 <0.001
Refrigeration time -0.423 0.072 -5.843 <0.001
Blood volume 3.231 0.569 5.679 <0.001
Refrigeration time × Blood volume -0.278 0.033 -8.311 <0.001
Refrigeration time2 0.022 0.003 6.651 <0.001
Blood volume2 0.383 0.442 0.868 0.390
R-squared 0.889
Adjusted R-squared 0.878
F 80.38
P <0.001
This table details the estimates, standard errors, t-statistics, and corresponding 
P-values for both the linear and quadratic effects of refrigeration time and blood 
volume on the examination success rate. The R-squared and Adjusted R-squared 
values represent the model’s goodness-of-fit and adjusted goodness-of-fit, respec-
tively, while the F-statistic and its corresponding P-value are employed to assess 
the overall significance of the model.

blood volume tended to improve the success 
rate. Furthermore, a significant interaction 
effect was observed between refrigeration time 
and injected blood volume. The quadratic term 
reflects the nonlinear impact of the indepen-
dent variables on the dependent variable. 
Notably, the coefficient of the quadratic term 
for refrigeration time was significant (P<0.001), 
while the coefficient for the quadratic term of 
injected blood volume was not (P=0.390), sug-
gesting that the effect of refrigeration time on 
the success rate exhibited both linear and non-

injection (with different preservation durations 
and blood volume gradients) without altering 
the conditions of culture, harvesting, and band-
ing preparation. This approach can provide 
insights into the optimal blood volume and 
effective preservation time for peripheral bl- 
ood chromosome examination.

From the perspective of different refrigeration 
durations, within the first 10 days of refrigera-
tion (from ≤7 days to 10 days), although there 
were changes in the median, these changes 
were not statistically significant. This indicates 
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that the impact of refrigeration time on the 
samples is relatively minor within this time 
frame. However, significant differences were 
observed between the groups from ≤7 days to 
11 days and beyond. This suggests that after 
exceeding a certain threshold (in this experi-
mental design, 11 days), the samples under-
went significant changes. In recent years, it has 
been reported in the field of cytogenetic tech-
niques that circulating nucleic acids can remain 
stable under appropriate storage conditions for 
up to 7 days [16]. Doeleman et al. [17] suggest-
ed that although lymphocyte counts remained 
stable within 7 days after blood collection, cul-
turing and chromosome preparation beyond 24 
hours post-collection might lead to a decrease 
in the acceptability of analysis results. The neg-
ative correlation between refrigeration time 
and success rate indicates that the success 
rate of chromosome examination gradually 
decreases with the extension of sample refrig-
eration time. This is because the reduction in 
cell count or cell viability over time may result in 
an insufficient number of metaphase cells, 
thereby affecting the outcome of chromosome 
analysis [18, 19]. Therefore, to ensure the 

accuracy and reliability of chromosome prepa-
ration, it is generally recommended to perform 
cell culture and chromosome preparation as 
soon as possible after blood sample collection 
[20]. However, in clinical practice, blood sam-
ples may need to be stored for 24 hours or lon-
ger, or even transported to external laborato-
ries, which can take several days [16, 21]. To 
ensure an adequate number and vitality of cells 
for chromosome preparation and analysis, con-
sidering a higher injection blood volume is a 
viable solution.

Our study results indicate a positive trend in 
the impact of increased injection blood volume 
on the success rate of chromosome detection, 
although this effect is not statistically signifi-
cant. The positive correlation between blood 
volume and success rate also suggests that, 
within a certain range, increasing the blood vol-
ume can contribute to a higher success rate in 
chromosome examination. Insufficient blood 
volume may lead to a lack of cell numbers, 
which can affect the preparation and examina-
tion of chromosomes. In cell culture, cell den-
sity is a critical factor influencing cell prolifera-
tion and division [22, 23]. For instance, pre-B 
acute lymphoblastic leukemia cells (ALL3) 
exhibit poor or no growth under low-density 
conditions, yet thrive better under high initial 
cell density conditions. ALL3 cells secrete solu-
ble factors when grown at high density, which 
can stimulate the growth of low-density ALL3 
cells. A high-density environment is conducive 
to mimicking the function of the stromal layer, 
facilitating the generation of human B lympho-
cytes [24, 25]. Similarly, in the context of chro-
mosome examination, increasing the blood vol-
ume (i.e., cell density) can, to some extent, 
enhance the success rate of chromosome 
detection. However, further research is needed 
to validate the impact of increased blood vol-
ume on the success rate of chromosome detec-
tion, the specific mechanisms by which cell 
density affects cell proliferation and division, 
and the generalizability of these findings across 
different cell types and conditions. Additionally, 
it is important to investigate other factors that 
may influence the success rate of chromosome 
detection.

The response surface analysis revealed that 
both the linear and nonlinear coefficients of 
refrigeration time were significant, indicating 

Figure 3. Response surface analysis (RSM) of refrig-
eration time and blood volume on success rate of 
chromosome examination. It illustrates the predicted 
success rate across varying conditions of refrigera-
tion time and blood volume. The optimal condition, 
characterized by a refrigeration time of ≤7 days and 
a blood volume of 0.8 mL, is situated at the apex of 
the response surface, signifying that the highest suc-
cess rate for chromosome examination is achieved 
under these parameters.
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that within the range of ≤7 days to 14 days, the 
success rate may gradually increase or remain 
stable with the extension of refrigeration time. 
However, beyond a certain threshold, the suc-
cess rate may begin to decline. The effect of 
blood volume on the success rate was primarily 
linear, suggesting that the success rate may 
gradually increase or remain stable as the 
blood volume increases. Notably, there is a sig-
nificant interaction between refrigeration time 
and blood volume. The optimal blood volume 
may vary under different refrigeration dura-
tions. For instance, with shorter refrigeration 
time where cell viability is higher, less blood vol-
ume may be needed to achieve a high success 
rate. Conversely, with longer refrigeration time 
and reduced cell viability, more blood volume 
might be required to provide sufficient nutri-
ents and growth factors to support cell survival 
and division. However, this does not imply that 
simply increasing the blood volume can resolve 
all issues [9, 26]. In practical applications, 
increasing the blood volume may introduce 
other issues, such as weakened cell-to-cell 
interactions and intensified competition for 
nutrients [27]. Therefore, the optimal strategy 
is to consider multiple factors and determine 
the most suitable culture conditions through 
experimental optimization. In our study, the 
highest point on the response surface revealed 
that the highest success rate was achieved 
with a refrigeration time of ≤7 days and blood 
volume of 0.8 mL. By identifying the optimal 
combination point, we can provide specific 
guidance for experimental design to maximize 
the success rate of chromosome examination.

In summary, this study analyzed the impact of 
refrigeration time and blood volume on the suc-
cess rate of chromosome examination using a 
response surface model. The model not only 
has a good fit but also provides valuable infor-
mation about the optimal operating conditions 
and the shape of the response surface. These 
results are significant for understanding the 
mechanisms by which refrigeration time and 
blood volume affect the examination outcomes 
and for guiding practical operations. However, 
the study’s sample source is limited and may 
not fully represent all possible scenarios, which 
could affect the generalizability of the results. 
Furthermore, while the response surface model 
can provide information for optimizing operat-
ing conditions, the accuracy of the model 
depends on the quality of the data and the 

choice of analysis methods. A small sample 
size may impact the model’s predictive power. 
Additionally, in clinical settings, there may be 
more variables at play, such as individual 
patient differences, sample transportation, 
and processing conditions. Therefore, future 
research could consider expanding the sample 
size, incorporating additional influencing fac-
tors, or employing alternative models to further 
validate and extend the conclusions of this 
study.

Conclusion

To maximize the success rate of chromosome 
examinations, we recommend adhering to strict 
refrigeration time of no more than 7 days for 
blood samples and controlling the blood vol-
ume at 0.8 mL in practical operations. This 
approach can provide better cell growth condi-
tions for chromosome preparation, enhancing 
the reliability and success rate of the 
experiments.

Acknowledgements

This study was supported by the National 
Natural Science Foundation of China (820- 
60284); the Guangxi Natural Science Foun- 
dation (2020GXNSFBA297155); and the Health 
Department Research Fund of Guangxi Zhuang 
Autonomous Region, Guangxi, The People’s 
Republic of China (Z20200748, Z-B20221582).

Disclosure of conflict of interest

None.

Address correspondence to: Ning Tang, Compre- 
hensive Experimental Center, Liuzhou Hospital  
of Guangzhou Women and Children’s Medical 
Center, Liuzhou 545000, Guangxi, China. E-mail: 
tn825@126.com

References

[1] Wang LF, Wang KY, Tu HJ, Lin K and Lin H. 
Clinical investigation of chromosome karyo-
type analysis with amniotic fluids cell and pa-
rental peripheral blood. Clin Lab 2022; 68.

[2] Chen HT, Huang H, Ma H and Li S. Correlation 
of micropenis with abnormal chromosomal 
karyotype in peripheral blood lymphocytes. 
Zhonghua Nan Ke Xue 2020; 26: 1006-1009.

[3] Zhang J, Sang Y and Zhang S. Chromosome 
karyotype abnormality in peripheral blood lym-
phocytes and reproductive system diseases: 
an overview. J Lab Precis Med 2018; 3.

mailto:tn825@126.com


Chromosome analysis optimization

1245 Am J Transl Res 2024;16(4):1237-1245

[4] Hu H, Yang H, Yin Z and Zhao L. Chromosome 
examination of missed abortion patients. 
Zhonghua Yi Xue Za Zhi 2015; 95: 2837-2840.

[5] Howe B, Umrigar A and Tsien F. Chromosome 
preparation from cultured cells. J Vis Exp 
2014; e50203.

[6] Bulla LMC, Ambrosio EP, Martins ABT and Del-
laRosa VA. Viability of lymphocyte culture, at 
different times after blood collection, for karyo-
type analysis. Jornal Brasileiro de Patologia e 
Medicina Laboratorial 2014; 50: 124-130.

[7] Rack KA, van den Berg E, Haferlach C, Bever-
loo HB, Costa D, Espinet B, Foot N, Jeffries S, 
Martin K, O’Connor S, Schoumans J, Talley P, 
Telford N, Stioui S, Zemanova Z and Hastings 
RJ. European recommendations and quality 
assurance for cytogenomic analysis of haema-
tological neoplasms. Leukemia 2019; 33: 
1851-1867.

[8] Betsou F, Gaignaux A, Ammerlaan W, Norris PJ 
and Stone M. Biospecimen science of blood 
for peripheral blood mononuclear cell (PBMC) 
functional applications. Curr Pathobiol Rep 
2019; 7: 17-27.

[9] Lawce HJ and Brown MG. Peripheral blood cy-
togenetic methods. 2017. pp. 87-117.

[10] Rundgren IM, Bruserud O, Ryningen A and Ers-
vaer E. Standardization of sampling and sam-
ple preparation for analysis of human mono-
cyte subsets in peripheral blood. J Immunol 
Methods 2018; 461: 53-62.

[11] Silva M, de Leeuw N, Mann K, Schuring-Blom 
H, Morgan S, Giardino D, Rack K and Hastings 
R. European guidelines for constitutional cy-
togenomic analysis. Eur J Hum Genet 2019; 
27: 1-16.

[12] Davies PJB, Jones TPW and Macleod M. An as-
sessment of the downstream implications of 
blood culture collection and transit. Eur J Clin 
Microbiol Infect Dis 2023; 42: 835-842.

[13] Zhang GQ, Wei-Wu, Shi YH, Zhao Y and Xu ZH. 
Flow injection spectrophotometric determina-
tion total antioxidant capacity in human serum 
samples based on response surface method-
ology to optimize synthesized peroxidase-like 
activity carbon dots. Spectrochim Acta A Mol 
Biomol Spectrosc 2023; 284: 121832.

[14] Mohammad SF, Feng Y and Yang G. Optimiza-
tion of cell culture and cell disruption process-
es to enhance the production of thermophilic 
cellulase FnCel5A in E.coli using response sur-
face methodology. PLoS One 2019; 14: 
e0210595.

[15] Tang D, Chen M, Huang X, Zhang G, Zeng L, 
Zhang G, Wu S and Wang Y. SRplot: a free on-
line platform for data visualization and graph-
ing. PLoS One 2023; 18: e0294236.

[16] Ward Gahlawat A, Lenhardt J, Witte T, Keitel D, 
Kaufhold A, Maass KK, Pajtler KW, Sohn C and 
Schott S. Evaluation of storage tubes for com-
bined analysis of circulating nucleic acids in 
liquid biopsies. Int J Mol Sci 2019; 20: 704.

[17] Doeleman MJH, Esseveld A, Huisman A, de 
Roock S and Tiel Groenestege WM. Stability 
and comparison of complete blood count pa-
rameters between capillary and venous blood 
samples. Int J Lab Hematol 2023; 45: 659-
667.

[18] Ajmani PS. Storage of blood. In: Ajmani PS, 
editors. Immunohematology and Blood bank-
ing: Principles and Practice. Singapore: Spring-
er Singapore; 2020. pp. 37-47.

[19] Amin MN, El-Far YM, El-Mowafy M and Elgaml 
A. Tazemetostat decreases beta-catenin and 
CD13 protein expression in HEPG-2 and Hepa-
titis B virus-transfected HEPG-2 with de-
creased cell viability. Clin Epigenetics 2023; 
15: 180.

[20] Denessen EJS, Van Den Kerkhof DL, Jeurissen 
MLJ, Wetzels RJH, Verhezen PWM and Hen-
skens YMC. Determining the optimal storage 
time and temperature for performing platelet 
function assays and global hemostasis assays. 
Platelets 2022; 33: 416-424.

[21] Calderaro A, Maugeri A, Magazu S, Lagana G, 
Navarra M and Barreca D. Molecular basis of 
interactions between the antibiotic nitrofuran-
toin and human serum albumin: a mechanism 
for the rapid drug blood transportation. Int J 
Mol Sci 2021; 22: 8740.

[22] Ezdakova MI, Zornikova KV, Buravkov SV and 
Andreeva ER. Functional activity of non-prolif-
erating mesenchymal stromal cells cultured at 
different densities. Bull Exp Biol Med 2021; 
170: 537-543.

[23] Zhang F, Zhang R, Wei M and Zhang Y. A novel 
method of cell culture based on the microflu-
idic chip for regulation of cell density. Biotech-
nol Bioeng 2021; 118: 852-862.

[24] Ichii M, Oritani K, Yokota T, Takahashi I, Shiro-
gane T, Saitoh N, Tanigawa R, Kasai S and 
Kanakura Y. Establishment of stroma-free cul-
tures for human B lymphopoiesis: roles of high 
cell density condition and mesenchymal stem 
cell-secreted factors. Blood 2007; 110: 1420.

[25] Patel SJ, Darie CC and Clarkson BD. Effect of 
purified fractions from cell culture supernate 
of high-density pre-B acute lymphoblastic leu-
kemia cells (ALL3) on the growth of ALL3 cells 
at low density. Electrophoresis 2017; 38: 417-
428.

[26] Kuang G, Zhang Q, Jia J and Yu Y. Freezing bio-
logical organisms for biomedical applications. 
Smart Medicine 2022; 1: e20220034.

[27] Higdon LE, Lee K, Tang Q and Maltzman JS. 
Virtual global transplant laboratory standard 
operating procedures for blood collection, 
PBMC isolation, and storage. Transplant Direct 
2016; 2: e101.


