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Abstract

Objective: The objective is to study the relationship between cell age and function in the 
process of the red blood cell (RBC) normal metabolism and investigate the functional 
changes of red blood cells in the preservation process.

Methods: The methods are (1) the use of discontinuous density gradient separation to 
divide the whole blood into different fractions; (2) the use of spectrophotometry and 
flow cytometry determinated red blood age; (3) the use of flow cytometry, erythrocyte 
rosette test, and spectrophotometry detected red blood cell function; (4) exploration of 
the condition of in vitro RBC oxygen-carrying assay system and analysis of the change of 
RBC during preservation; and (5) in vivo, the changes of hemoglobin concentration after 
RBCs stored for variable time were transfused to β-thalassemia major (TM) patients have 
been studied.

Results: PS expression increased gradually with the increase of cell age and PK expres-
sion reversed. The positive rate of erythrocyte CR1 receptor expression and the number 
of CD35+ reduced with the cell age. Q value, P50, 2,3-DPG, and Na+-K+-ATPase gradually 
declined with the preservation time.

Conclusion: There is a close correlation between the red blood cell density and the age.

Keywords: red blood cell, transfusion, cell age, storage, function, dose

1. Introduction

Transfusion is important in clinical treatment, while red blood cell (RBC) is one of the most 
widely used components in transfusion medicine, but the function of RBC changed during 
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their preservation as RBC storage lesion. Therefore, calculating the function dose of different 
storage time RBCs can achieve quantitative RBC transfusion, and improve the therapeutic 
effect of RBC transfusion. Here is the brief introduction to RBC transfusion and function dose 
as follows.

2. Focus of red blood cell transfusion research

2.1. Constant updating of red blood cell transfusion guidelines

A scientific reasonable blood transfusion can cure diseases and save lives, but as a coin has 
two sides, blood transfusion may bring transfusion risks. Blood transfusion cannot only 
transmit infectious diseases but also may give rise to hemolytic transfusion risk, as well as 
“Class III risk” [1]—anaphylactic reaction, transfusion-associated graft versus host disease 
(TA-GvHD), transfusion-related acute lung injury [2] (TRALI), transfusion-related immune 
modulation (TRIM), etc.

As an effective therapeutic measure for improving oxygen-carrying capacity and tissue 
hypoxia of anemia patients during clinical treatment, red blood cell (RBC) transfusion is 
being extensively applied clinically. There are various blood group antigens on RBC sur-
face; thus transfused RBCs may bring hemolytic transfusion risks. According to statistics, the 
amount of transfusion is about 85 × 106U RBCs around the world every year [3]; however, 
RBC transfusion criteria vary with countries in RBC transfusion practice; one of the primary 
reasons may be the lack of high-quality evidence of advantages and disadvantages arising 
from RBC transfusion, so it is difficult to reach a consensus about RBC transfusion criteria. 
With deeper understanding of transfusion-related adverse reactions in clinical practice and 
increasingly significant blood supply versus demand contradiction, efficacy and safety of 
transfusion of stored RBCs become a problem to be addressed urgently in clinical transfu-
sion practice.

“Red Blood Cell Transfusion Guidelines” [4] issued by American Association of Blood 
Banks (AABB) in 2012 proposed the recommendations of restrictive blood transfusion 
strategies and RBC transfusion criteria for adults and children with stable hemodynamics, 
in which RBC transfusion should be decided depending on patient symptoms and hemo-
globin (Hb) level together. During the systematic retrospective analysis, no clinical study 
on transfusion threshold assessment for patients with acute coronary syndrome was found; 
therefore no recommendation can be given due to lack of clinical randomized controlled 
trial (RCT).

In October 2016, the latest version of “Red Blood Cell Transfusion Guidelines” was issued by 
AABB, aimed at establishing criteria for blood storage and transfusion behavior. Comparative 
study of restricted transfusion threshold and free transfusion threshold on 31 clinical trials 
from clinical randomized controlled trials with quantitative study hemoglobin threshold for 
RBC transfusion from 1950 to May 2016 revealed that the proportion of poor prognosis was 
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not increased. Meanwhile 13 RCTs of 5515 patients subjected to random transfusion of fresh 
or stored RBC suspension from 1948 to May 2016 were compared, and it was found that 
fresh RBCs could not improve clinical prognosis. Furthermore, evidence-based advice for 
transfusion safety in terms of Hb level and RBC preservation time during RBC transfusion 
for most hemodynamically stable hospitalized adult patients was raised through Grading 
of Recommendations Assessment, Development and Evaluation (GRDE) study. Therefore, 
two Hb levels were set as transfusion thresholds in the recommendations: the restrictive RBC 
transfusion threshold for adult patients with stable hemodynamics, including severe patients, 
is 7 g/dL; for patients with past cardiovascular disease or patients subjected to cardiac or 
orthopedic surgery, the restrictive RBC transfusion threshold is 8 g/dL. The guidelines also 
demonstrate equal safety for most hospitalized patients in stable condition (even including 
neonates) to transfuse both stored RBCs within the validity period and stored blood within 

10 days.

As can be seen from updates and advances of blood transfusion guidelines in recent years, 
RBC transfusion criteria have been changed from open strategy to restrictive strategy, and it 
has to further evolve to individualized transfusion strategy. In other words, RBC transfusion 
decision should not only rely on Hb level of a patient but also consider other factors, such as 
oxygen supply-associated symptoms and vital sign of patient individual and application of 
alternative blood transfusion protocol [5].

Although the Blood Transfusion Guidelines, issued by AABB in 2016, validate current restric-
tive transfusion strategy based on more randomized controlled studies of RBC transfusion 
and recommend two restrictive transfusion thresholds applicable to most patients in most 

cases so that blood transfusion decision becomes more individualized [6], the guidelines 
are still primarily limited in that setting blood transfusion threshold based on Hb level fails 
to consider fully other factors of oxygen supply balance and neither quantitates or semi-
quantitates medical condition of a patient nor sets out a target Hb level of RBC transfusion; 
therefore, transfusion time and amount still rely more on clinical experience. And the new 
guidelines are applicable to most patients in perioperative period, critically ill patients with 
normal volume anemia, and internal medicine and geriatric patients. However, acute hemor-
rhage patients, patients with unstable hemodynamics, or selective operation patients with 
very low hemoglobin level due to acute massive hemorrhage are excluded. For patients with 
acute coronary syndrome, serious thrombocytopenia, and transfusion-dependent chronic 
anemia, no recommendation was made because of insufficient evidence.

2.2. Fresh RBCs and stored RBCs transfusion

RBC preservation time is a hot issue debated a lot in blood transfusion field; there are more 
than 50 observational studies reported about it [7, 8]. Most clinical transfusion researches dis-
cuss about effects of transfusion of “fresh” and “stored” RBCs on clinical prognosis of blood 
recipients. As the most common blood component, RBCs are one of the most widely used 
ingredients with the largest amount in transfusion therapy. The amount of blood collected 

worldwide each year exceeds 1 × 108 U. For preservative solutions ranging from sodium 
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citrate, ACD, and CPD to CPDA and SAGM in popular application, RBC preservation time 
extends from the initial 5 to 42 days; nonetheless, a preservative solution can only delay aging 
of ex vivo RBCs, but cannot prevent its own aging process; therefore, as preservation time 
proceeds and metabolite accumulates [9], RBCs will change in shape and aggregation prop-
erty, reduced oxygen-carrying capacity, and increased immunogenicity; changes of RBCs in 
oxygen-carrying capacity and immune functions are called “storage injuries” [10]. Current 

FDA standard allows frozen RBCs to be stored for up to 42 days prior to blood transfusion 
and stipulates that stored RBCs can be transfused back only after meeting two criteria as fol-
lows: (1) hemolytic rate of RBCs is less than 1% and (2) within 24 h after infusion, more than 
75% of the red blood cells can survive in the body [11]. But more and more evidences demon-
strate that, even if the above criteria are met, transfusion of RBCs which stored for a long time 
may still increase patient’s risk of transfusion-associated adverse complications.

A large number of retrospective clinical studies show that transfusion of stored RBCs is asso-
ciated with increased risk of cardiovascular events and higher mortality of clinically critical 
patients [11–13]; it is found in a study of cardiac surgery patients that, compared with patients 
who receive transfusion of stored RBCs alone or both fresh and stored RBCs, the fresh RBC 
transfusion group had a significantly decreased postoperative length of stay (PLOS). Among 
patients who receive transfusion of 1 URBCs, PLOS of patients receiving stored blood transfu-
sion was 3.8 times more than that of patients receiving transfusion of fresh blood alone [14]. 

Nevertheless, this finding is still controversial. Lelubre and Vincent [15] conducted a system-
atic evaluation of such papers, which searched from MEDLINE covering a period from 1983 
to December 2012, and studied the relevance of RBC preservation time to mortality or mor-
bidity of adult patients. And they did not find any explicit argument to support superiority of 
fresh RBC transfusion (4 days) to stored RBC transfusion (26.5 days) in this systematic evalu-
ation. Through the investigation of 1153 cardiac surgery patients with perioperative blood 
transfusion, McKenny et al. [16] also found that postoperative mortality, pulmonary infec-
tious complication, ICU admission time, and postoperative ventilation duration were relevant 
to transfusion volume but irrelevant to blood preservation time. In 2015, the New England 
Journal of Medicine (NEJM) published a multicenter randomized clinical trial with impor-
tant reference value [17], showing that, with 90-day mortality as primary outcome measure, 
disease outcomes were not statistically different between critically ill patients who received 
transfusion of fresh RBCs stored for up to 10 days (6.1 ± 4.9 days) and critically ill patients 
who received transfusion of stored RBC (storage time, 22 ± 8.4 days) in line with “first-in-first-
out” principle, and between-group comparisons in secondary outcome measures (main com-
plications, respiration, hemodynamics, renal support treatment duration, length of stay, and 
transfusion reaction incidence) and comparisons between subgroups (age, APACHE score, 
number of transfused RBC units, disease type such as medicine, surgery, and injury) show no 
statistical difference. In the same year, NEJM reported that Steiner et al. performed a prospec-
tive multicenter randomized study of cardiac surgery patients [18], finding that even if stor-
age time was longer than 21 days, prognosis of transfusion recipients would not be affected. 
It is found that comparison between transfusion of fresh RBCs (<10 days) and transfusion 
of RBCs having a storage period >21 days show no significant difference in adverse events, 
except high probability of hyperbilirubinemia occurring in the long-term storage group. In 

Transfusion Medicine and Scientific Developments74



a trial of 377 extremely low birth weight neonates and preterm infants who received ran-
domly fresh RBCs (<8 days) or stored RBCs [19], adverse outcome incidence had no difference 
between groups. Heddle’s observational study [20] also suggested that, in general, nosoco-
mial mortality of hospitalized patients was irrelevant to storage time of transfused RBCs, but 
this study failed to observe transfusion of old RBCs having a storage time of 35–42 days [21], 
so it is biased. Dhabangi and Fergusson et al. [22, 23] did not find any difference in clinical 
prognosis between transfusion of RBCs having a storage time of 21–28 days and transfusion 
of RBCs having a storage time <7 days. The Blood Transfusion Guidelines issued by AABB in 
2016 strongly recommended that RBCs at any time within storage period can be transfused 
into hospitalized patients including neonates, based on evidence that fresh RBCs (stored for 
<10 days) and RBCs within standard storage period are transfused in most RCT samples, 
whereas only a very few samples receive transfusion of old RBCs having a storage time of 

36–42 days. The National Blood Collection and Utilization Survey Report issued by the US 
Department of Health and Human Services (US DHHS) pointed out that RBCs transfused 
in the USA had mean storage duration of 17.9 days, so the AABB guidelines did not assess 
RBCs stored for more than 35 days, either. Unexpectedly, The Lancet published a retrospec-
tive cohort study in 2016 [24], in which the investigators divided 91,065 transfusion events (all 
RBCs were leukofiltered) occurring in 23,634 adult patients during 2008–2014 into fresh RBC 
group (1–7 days), mid-term RBC group (3–5 days), and long-term RBC group (36–42 days) 
by RBC storage time, assessed effects of blood storage time on a 90-day mortality of transfu-
sion recipients and concluded that overall mortality risk of fresh RBC group was higher than 
that of long-term RBC group and a 90-day mortality of patients receiving transfusion of fresh 
RBCs was higher than those of patients receiving transfusion of stored RBCs; the research 
team said that its causes had to be further studied.

We can find from a number of observational (retrospective and prospective) study reports 
that transfusion of RBCs having average blood storage times differing by more than 10 days 
was mostly studied, though the dividing time point between fresh RBCs and stored RBCs 
has not yet been uniformly defined; meanwhile, due to scarcity of blood resource, patients 
seldom receive transfusion of old RBCs (>35 days) in clinical practice, which enables the pres-
ence of multiple independent confounding variables that may influence outcome measures 
in RCT studies and clinical trials, such as site (treatment difference), disease severity, transfu-
sion occurring after a clinical event, etc., all of which will cause biases. Therefore, research 
that lacks multicenter and large-sample randomized controlled data cannot help one assess 
correctly benefits and hazards of intervention measures [24]. Importantly, none of the studies 
clarified that transfusion of stored RBCs would cause any harm in clinical transfusion [7, 25].

2.3. Open transfusion strategy and restrictive transfusion strategy

RBC transfusion plays an irreplaceable important role in correcting anemia and surgical and 

trauma ischemia rescue. Upon anemia, Hb level falls, blood viscosity declines, blood flow 
volume increases, and 2,3-DPG activity is stronger, so that tissue blood flow volume and 
oxygen release increase [26], not only lowering tissue (including myocardium) oxygen supply 

but also needing higher cardiac output to maintain sufficient systemic oxygen supply so as 
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to meet myocardial oxygen demand; therefore RBC transfusion becomes an effective treat-
ment mode for full restoration of tissue oxygen supply in the event of insufficient oxygen 
supply [27]. Given that anemia is closely related to preoperative anemia or poor prognosis of 
cardiovascular disease [28], most clinicians select free transfusion strategy based on clinical 
experience; however, when most patients are hemodynamically stable, hemoglobin threshold 
of ordinary critically care patients [29] is 7 g/dL; patients having Hb level of 7–9 g/dL did not 
need blood transfusion, unless there is any particular comorbidity or acute disease-related 
factor changed clinical decision. Initially, RBC transfusion used to adopt open transfusion 
strategy or use higher Hb level to trigger blood transfusion. Adams and Lundy proposed ini-
tially “10/30 criterion” in 1942 [30], that is, blood is transfused when Hb level declines below 
10 g/dL or hematocrit (Hct) falls below 30%, which has served as a trigger of RBC transfusion 
in decades though there is a paucity of clinical evidence [27]. From updates and advances of 

blood transfusion guidelines and blood transfusion indications in the past years, we can see 
that RBC transfusion indications have gradually transformed from open transfusion strat-
egy to restrictive transfusion strategy in clinical transfusion practice; the Blood Transfusion 
Guidelines updated by AABB in 2016 also support restrictive transfusion strategy with large-
scale multicenter RCT evidence without increasing incidence rate of adverse clinical outcome.

In recent years, a large amount of data of many RCTs studying clinical influences of transfu-
sion strategies support more and more vigorous RBC transfusion strategy. In terms of clinical 

therapeutic effect, restrictive RBC transfusion strategy is at least not inferior to or even superior 
to open RBC transfusion strategy. For people receiving surgery or critical care, the restrictive 
transfusion strategy has been proven to be safe and even safer than free transfusion strategy in 

some cases. In a prospective RCT conducted by Hajjar et al. [31], during hospitalization of adult 
patients receiving cardiac surgery with extracorporeal circulation, differences of 30-day mor-
tality and severe morbidity (cardiogenic shock, acute respiratory distress syndrome, or acute 
kidney injury necessitating renal dialysis or hemodialysis) between free transfusion strategy 
group and restricted transfusion strategy group were not statistically significant. In 2011, the 
New England Journal of Medicine reported that [32], for high cardiovascular-risk patients 
aged above 50 under hip surgery, starting blood transfusion at a Hb level of 100 g/L did not 
yield a lower mortality or hospitalized morbidity than starting blood transfusion at 80 g/L. 
For adult acute leukemia patients under chemotherapy [33], restrictive transfusion strategy 
had no impact on 30–100-day mortality, hemorrhage, and length of stay. To determine hemo-
globin threshold of patients with acute gastroenteric hemorrhage, investigators recruited 921 
patients with acute upper gastrointestinal hemorrhage, assigned transfusion strategy at ran-
dom, and stratified the subjects depending on whether or not a subject contracts liver cirrho-
sis, finding that restrictive transfusion strategy improved significantly prognosis of patients 
with acute upper gastrointestinal hemorrhage, as compared with free transfusion strategy 
[34], which agrees with the finding of previous observational study and RCT that restrictive 
transfusion strategy did not increase [32] but even decreased [35] mortality. As shown in a 
study [36], the use of restrictive hemoglobin threshold enabled RBC transfusion rate to fall 
by 43%, and compared with free transfusion strategy, no evidence indicated that the restric-
tive transfusion strategy affected a 30-day mortality; the researchers further assessed other 
adverse clinical prognoses, including infection (pneumonia, wound infection, and sepsis), 
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heart disease, apoplexy, and thrombosis and did not find any difference between both trans-
fusion strategies, either. Therefore, we can know that, for hemodynamically stable hospital-
ized patients, restrictive transfusion strategy (7–8 g/dL) is at least effective like free transfusion 
strategy (hemoglobin threshold, 7–10 g/dL) and does not produce any result adverse to clini-
cal prognosis, including a 30-day mortality, cardiac morbidity, and infection. In other words, 
no RCT data can verify that higher hemoglobin threshold (9–10 g/dL) will benefit clinical 
prognosis. In addition, a single-center RCT conducted by Shehata et al. [37] also demonstrated 

that, for high-risk heart disease patients who adopted randomly restricted transfusion strat-
egy or open transfusion strategy, between-group comparison shows no difference in indi-
vidual adverse prognosis. Therefore, triggering blood transfusion in strict accordance with 
restrictive hemoglobin threshold in clinical transfusion practice would decrease greatly trans-
fusion volume of a patient and could lower unnecessary blood transfusion risk of the patient. 
Rohde et al. [38] made a systematic review of clinical RCT data of hospitalized patients involv-
ing RBC transfusion threshold and ran meta-analysis of relevance of restrictive and free RBC 
transfusion strategies to medical infection, and the results indicate that restrictive transfusion 
strategy is irrelevant to holistic medicine-associated infection reduction, but restrictive RBC 
transfusion strategy is relevant to reduction in serious infection risk.

The transfusion should be started with one unit of RBCs rather than two in clinical transfu-
sion practice when following the restrictive transfusion strategy; this may have important 
impact on blood transfusion behavior. Moreover, development of blood protection measures 
also enriches connotation of the restrictive transfusion strategy, so as to attain no or less blood 
transfusion. Blood protection measures include certainty of blood transfusion indications, 
treating anemia with iron supplement, minimizing the use of ischemia drugs, using autolo-
gous blood transfusion to patients with large blood loss, etc.

3. Functional dose of RBC

3.1. Concept of RBC “functional dose”

The main functions of RBCs consist of oxygen-carrying function and immune functions. 
Oxygen-carrying function of mature RBCs is evaluated worldwide by using many methods: 
P50, 2,3-DPG, effective oxygen-carrying capacity (Q), and Na+-K+-ATPase. The most primary 
immune function of RBCs is to remove circulating immune complexes (CICs); the comple-
ment C3b receptor (CR1) on membrane surface is able to adhere to and bind CICs in blood, 
bring them to mononuclear phagocyte systems of the liver and spleen, and then dissociate 
and remove them, so as to reduce CIC deposition in tissues. Therefore, quantitative assay 
of CR1 molecules in RBCs and quantitative evaluation of their bioactivity can help assess 

immune function state of RBCs at different days of age.

So far the quality standards of suspended RBC mainly focused on RBC count and hemolytic 

change during the preservation; however, the stored RBC in the preservation period could 
experience the aging process of RBC itself on one hand; on the other hand, RBC oxygen-carrying 
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function and immune function will change due to damage of RBC in preservation. Following 

the prolonging of preservation time of RBC, aging RBC will increase concurrently, while the cell 
volume will decrease, hemoglobin content will decrease, cell density will increase, the activ-
ity of pyruvate kinase (PK) will decrease, P50 will decrease significantly, RBC oxygen affinity 
will increase [39], and RBC oxygen-binding ability gets stronger, which is not conducive to 
oxygen release. At the same time, the level of C3b is decreased, which gives rise to the apparent 
weakening of its immune adherence function as well as the capacity to clear the pathological 
circulating immune complex. Therefore, the amount of RBC used in the present situation as 
well as oxygen-carrying function cannot accurately reflect the true situation of RBC. However, 
the function of storing RBCs and fresh RBCs was regarded as the same in clinical at present. It is 

reported that storage damages of red blood cells in vitro and at low temperature can reduce the 

deformability of red blood cells, 2,3-DPG, and oxygen-carrying capacity which lead to reduc-
tion of infusion efficiency [40]. In order to accurately reflect the functional status of RBC at 
different preservation time, we proposed that the dose unit of RBC should use the “functional 
dose” unit. “Functional dose” of 1 RBC refers to the function of the RBC contained in 200 mL 
whole blood under physiological conditions (oxygen-carrying capacity and immunity).

3.2. Study on the days of age and function of mature RBC under physiological 

conditions

The average life expectancy of mature RBC in healthy adults is about 115–120 days [41]; RBCs are 
constantly emerging and damaged, which maintain a dynamic balance. Adults need to update 
200 billion (2 × 1012) RBC per day to maintain the total amount of 2–3 × 1013 RBC in the body 
[42]. Therefore, the RBC in the body is a heterogeneous group of RBC with different days of age.

Based on the change of red blood cell density, Wu Zhou et al. from our laboratory [43] divided 

the whole blood RBCs into six different density gradients by discontinuous density gradient 
separation method at low temperature and low centrifugal force within a short time and then 

detected the ratio of pyruvate kinase of each layer of RBC and pyruvate kinase activity in RBC of 
whole blood, days of age of RBC were calculated according to Bracey on the RBC pyruvate kinase 
ratio and the average age of the RBC data, different density of RBC represent RBC of different 
days of age, and the correlation between RBC density and its days of age was revealed according 
to the expression positive age of phosphatidylserine on the surface layers of RBC membrane; 
the quantitative measurement of CRI molecules and the quantitative evaluation of its bioactivity 

were conducted to evaluate the immune function of RBC of different days of age, the natural 
immune adhesion tumor cell rosette test was used to detect immune activity of RBC immune 
activity, and the method of measuring the oxygen-carrying capacity of RBC was discussed.

3.2.1. Isolating RBC populations with variable days of age by discontinuous density gradient 

method.

As shown in Figure 1 courtesy of Wu Zhou, centrifuging RBCs at 3500 g and 10 °C for 20 min 
yielded six clearly stratified density layers, and their average RBC days of age (in the ascending 
order of density) could be obtained from ratio values and the calculation formula for average 

RBC days age: 11.5, 46, 63.8, 74.6, 80.5, and 102.2.
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3.2.2. Assay of pyruvate kinase activity

Table 1 lists ratios of pyruvate kinase (PK) activity of stratified RBCs at different density to 
that of the whole blood, from low-density portion (layer 1) to high-density portion (layer 6); 
PK activity weakened gradually and phosphatidylserine (PS) expression increased gradu-
ally. According to ratio formula, ratio = PK activity of stratified RBCs with variable density/
PK activity of non-isolated RBCs (whole blood), days of age of RBCs with variable density in 
Figure 1 were calculated.

Figure 1. Different ages of red blood cell separation.

Cell stratification PK (U/gHb) PK (Ratio) PS+ (%)

Whole blood 5.62 ± 1.15 0.73 ± 0.46

1 8.11 ± 1.70 1.49 ± 0.44 0.36 ± 0.16

2 6.21 ± 1.24* 1.14 ± 0.32 0.53 ± 0.24

3 5.16 ± 1.23* 0.96 ± 0.31 0.59 ± 0.12

4 4.53 ± 1.06*, # 0.85 ± 0.26 0.67 ± 0.21

5 4.37 ± 0.68*, # 0.79 ± 0.13 0.61 ± 0.19

6 3.20 ± 0.74*, #, △ 0.57 ± 0.11 1.03 ± 0.88*

*Compare with the first layer, P < 0.05.
#Compare with the second layer, P < 0.05.
△Compare with the third layer, P < 0.05(n = 10).

Table 1. Erythrocyte PK activity and the ratio of PK activity to the whole blood.
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3.2.3. Study on days of age versus function for mature RBCs under physiological condition

Difference in number of CD35 (CR1 receptor) molecules shown between RBC populations at 
different days of age is just one manifestation of immune function difference shown in process 
of RBC aging, while innate immune adherence rosette test is just one aspect of RBC receptor 
immunoactivity. As shown in Figure 2, the higher the RBC density, the fewer the RBCs with 
positively expressed CD35 molecules, and the lower the immune adherence rosette rate of differ-
ent stratified cells, and the rosette rate declined more significantly than CD35 RBC percentage.

Mature RBC age in physiological state and oxygen-carrying function is shown in Figure 3. 

As shown in Figure 3, RBCs at different days of age differed significantly in oxygen-carrying 
capacity, and RBC function was inversely correlated with RBC days of age.

3.3. Regulated changes of RBC function under storage condition

It is well known that RBCs will change in morphology and function during storage: RBC volume 
is getting smaller, and RBC density is increasing, relating to RBC aging associated with cell mem-
brane vesiculation [44], resulting in loss of cell membrane and some intracellular hemoglobin 

and weakened regulating capacity of supramembrane Na+-K+ ion pump. RBC transfusion in 

stored state cannot improve an organism’s capability of taking in oxygen, which is associated 
with reduction in oxygen-carrying capacity of stored RBCs [45]. Such reduction is even ear-
lier than reduction in 2,3-DPG [45, 46]. Therefore, measured Q value, 2,3-DPG, P50, and Na+-
K+-ATPase of stored blood can be used to evaluate effects of blood stored for different times 
on oxygen-carrying function of RBCs [46]. Then, how will oxygen-carrying capacity of RBCs 
change with variable storage time? Is transfusion of stored RBCs further capable of supplying 

oxygen to organism tissues very efficiently? How is RBC transfusion volume determined to 

Figure 2. Changes in immune functions of various ages of RBC under physiological conditions.
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achieve the same treatment effect? Can we quantitate oxygen-carrying capacity of stored RBCs 
to provide transfusion dose to clinical transfusion more accurately?

In 2013, Ting et al. [47] conducted a study on oxygen-carrying capacity of RBC in different 
storage time and obtained the change law of oxygen-carrying capacity of RBC suspension 
at different ages. As shown in Figures 4–7, the values of Q and P50 were decreased with the 
increase of the number of days during storage, among which the faster decrease appeared in 
the first 14 days. With the concentration of 2,3-DPG was decreased gradually, it was difficult to 
release O2, ATPase decreased with the increase of storage time, and the most severe decrease 
appeared in the first 7 days. It can be seen that in a full linear correlation between Q value 

and P50, the oxygen-carrying capacity of RBCs depends on their own aging variation. The 
authors established a mathematical multivariate linear model, with effective oxygen-carrying 
volume as the dependent variable and 2,3-DPG, Na+-K+-ATPase, and storage time as indepen-
dent variables: the multivariate linear model was Q = 5.457 − 0.925 × 2,3-DPG + 0.142 × Na+-
K+-ATPase −0.076 × T (Storage days), and we obtained functional doses of RBCs stored in vitro 
for different days. Physical packaging dose unit fails to effectively reflect functions of RBCs 
transfused at various time points during storage period; therefore establishing a conversion 
formula for determining oxygen-carrying capacity coefficient of unit RBC stored for differ-
ent days can enable realistic quantitative transfusion, guide clinical blood use with scientific 
functional dose, and improve RBC treatment effect.

3.4. Functional dose of RBCs for clinical trial

Based on the above in vitro RBC tests, we found that oxygen-carrying capacity of RBCs 
declined progressively with increasing storage time. In order to explore clinical transfusion 
efficacy of RBCs versus storage time and provide experimental data for quantitative transfu-
sion of RBCs, Yunayuan et al. [48] observed changes of hemoglobin concentration after RBCs 

stored for variable time were transfused to β-thalassemia major (TM) patients. The authors 
collected 52 (persons) parts (400 mL/part) of blood that were leukofiltered within 6–8 h, had 

Figure 3. Different ages of RBCs and Q changes under physiological status. Note: 7 is not separated before the whole 
blood specimens.
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a RBC Hct of 45–47% and passed routine inspection, then divided each part into two aliquots 
of 1 U (200 mL/U) leukoreduced RBCs for later use; leukoreduced RBCs that were collected 
from one same blood donor and stored until Day 3 (fresh blood, 1U) and Day 17 (old blood, 
1U) were transfused into 52 TM patients enrolled as per study criteria; blood routine, blood 
gas analysis, and 2,3-DGP concentration were assayed 24 h prior to and 24 h after transfusion 

Figure 4. Changes of Q value of red blood cells in stock of different ages.

Figure 5. Changes of P50 of red blood cells in stock of different ages.
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and on day 14 after transfusion, respectively. Variations per 10 kg of body weight 24 h and 
14 days after every transfusion were compared. In the trial, there are 10 dropout cases and 
42 completed cases. The results are shown in Figures 8 and 9: Hb and 2,3-DGP of patients 
receiving transfusion of blood stored for 3 days were obviously better than those of patients 
receiving transfusion of blood stored for 17 days.

Figure 7. Changes of Na+-K+-ATPase of red blood cells in stock of different ages.

Figure 6. Changes of 2,3-DPG of red blood cells in stock of different ages.
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Figure 9. Different storage times of RBC transfusion in patients with 2,3-DGP changes. n = 42.

Figure 8. Different storage times of RBC transfusion in patients with Hb changes. n = 42.
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4. Conclusion

Blood transfusion has an irreplaceable position and significance in rescuing patients, and the 
blood belongs to the scarce resource because of the long-time shortage worldwide. In light 
of this situation, it is most necessary to have a good command of transfusion indications in 
clinical transfusion practice, determine the optimum therapeutic dose, and supply safe and 
effective blood within storage period for rescue treatment of patients. After functional doses 
of RBCs with different storage times are determined, quantitative RBC transfusion can be 
achieved to minimize transfusion risk and improve RBC transfusion efficacy, which is the 
ultimate objective of our study.

Acknowledgements

On the completion of my paper, I would like to express my deepest gratitude to all whose 
kindness and advice have made this work possible. We thank my Master student Wu Zhou and 
Ting Zhang who completed the basic and clinical trials of the red blood cell functional dose and 
provided the experimental data. We thank Yunayuan He for supporting the clinical trial data.

Author details

Deqing Wang* and Leiying Zhang

*Address all correspondence to: deqingwang@vip.sina.com

Department of Blood Transfusion, Chinese PLA General Hospital, Beijing, China

References

[1] Fengyan F, Deqing W. Transfusion risk understanding process change – Discussion on 
the third kind of blood transfusion risk. Journal of Clinical Transfusion and Laboratory 
Medicine. 2016;18(1):1-4

[2] Delaney M, Wendel S, Bercovitz RS, Biomedical Excellence for Safer Transfusion (BEST) 
Collaborative. Transfusion reactions: Prevention, diagnosis, and treatment. Lancet. 
2016;388(10061):2825-2836. DOI: 10.1016/S0140-6736(15)01313-6

[3] Takei T, Amin NA, Schmid G. Progress in global blood safety for HIV. Journal of 
Acquired Immune Deficiency Syndromes. 2009;52(Suppl 2):S127-S131. DOI: 10.1097/
QAI.0b013e3181baf0ac

[4] Carson JL, Grossman BJ, Kleinman S. Red blood cell transfusion: A clinical prac-
tice guideline from the AABB*. Annals of Internal Medicine. 2012;157(1):49-58. DOI: 
10.7326/0003-4819-157-1-201206190-00429

Red Blood Cell Transfusion and Functional Dose
http://dx.doi.org/10.5772/intechopen.68805

85



[5] Padhi S, Kemmis-Betty S, Rajesh S. Blood transfusion: Summary of NICE guidance. 
British Medical Journal 2015;351:h5832. DOI: 10.1136/bmj.h5832. No abstract available

[6] Yazer MH, Triulzi DJ. AABB red blood cell transfusion guidelines: Something for almost 
everyone. Journal of the American Medical Association. 2016;316(19):1984-1985. DOI: 
10.1001/jama.2016.10887

[7] van de Watering LM. Age of blood: Does older blood yield poorer outcomes? Current 
Opinion in Hematology. 2013;20(6):526-532. DOI: 10.1097/MOH.0b013e328365aa3a

[8] Remy KE, Sun J, Wang D. Transfusion of recently donated (fresh) red blood cells (RBCs) 
does not improve survival in comparison with current practice, while safety of the oldest 
stored units is yet to be established: A meta-analysis. Vox Sanguinis. 2016;111(1):43-54. 
DOI: 10.1111/vox.12380. Epub 2016 Feb 5

[9] Aubron C, Nichol A, Cooper DJ. Age of red blood cells and transfusion in critically ill 
patients. Annals of Intensive Care. 2013;3(1):2. DOI: 10.1186/2110-5820-3-2

[10] Bennett-Guerrero E, Veldman TH, Doctor A. Evolution of adverse changes in stored 
RBCs. Proceedings of the National Academy of Sciences of the United States of America. 
2007;104(43):17063-17068. DOI: 10.1073/pnas.0708160104

[11] Triulzi DJ, Yazer MH. Clinical studies of the effect of blood storage on patient outcomes. 
Transfusion and Apheresis Science. 2010;43(1):95-106. DOI: 10.1016/j.transci.2010.05.013

[12] Wang D, Sun J, Solomon SB. Transfusion of older stored blood and risk of death: A meta-
analysis. Transfusion. 2012;52(6):1184-1195

[13] Pettilä V, Westbrook AJ, Nichol AD. Age of red blood cells and mortality in the critically 
ill. Critical Care. 2011;15(2):R116. DOI: 10.1186/cc10142

[14] Sanders J, Patel S, Cooper J. Red blood cell storage is associated with length of stay 
and renal complications after cardiac surgery. Transfusion. 2011;51(11):2286-2294. DOI: 
10.1111/j.1537-2995.2011.03170.x

[15] Lelubre C, Vincent JL. Relationship between red cell storage duration and outcomes in 
adults receiving red cell transfusions: A systematic review. Critical Care. 2013;17(2):R66. 
DOI: 10.1186/cc12600

[16] McKenny M, Ryan T, Tate H. Age of transfused blood is not associated with increased 
postoperative adverse outcome after cardiac surgery. British Journal of Anaesthesia. 
2011;106(5):643-649. DOI: 10.1093/bja/aer029

[17] Lacroix J, Hebert PC, Fergusson DA. Age of transfused blood in critically ill adults. New 
England Journal of Medicine. 2015;372:1410-1418. DOI: 10.1056/NEJMoa1500704

[18] Steiner ME, Ness PM, Assmann SF. Effects of red-cell storage duration on patients 
undergoing cardiac surgery. New England Journal of Medicine. 2015;372(15):1419-1429. 
DOI: 10.1056/NEJMoa1414219

Transfusion Medicine and Scientific Developments86



[19] Fergusson DA, Hébert P, Hogan DL. Effect of fresh red blood cell transfusions on clini-
cal outcomes in premature, very low-birth-weight infants: The ARIPI randomized trial. 
Journal of the American Medical Association. 2012;308(14):1443-1451. DOI: 10.1001/2012.
jama.11953

[20] Heddle NM, Cook RJ, Arnold DM. Effect of short-term vs. long-term blood storage on 
mortality after transfusion. New England Journal of Medicine. 2016;375(20):1937-1945. 
DOI: 10.1056/NEJMoa1609014

[21] Klein HG, Cortés-Puch I, Natanson C. More on the age of transfused red cells. New 
England Journal of Medicine. 2015;373(3):283-284. DOI: 10.1056/NEJMc1505699#SA1

[22] Dhabangi A, Ainomugisha B, Cserti-Gazdewich C. Effect of transfusion of red blood 
cells with longer vs shorter storage duration on elevated blood lactate levels in chil-
dren with severe anemia: The TOTAL randomized clinical trial. Journal of the American 
Medical Association. 2015;314(23):2514-2523. DOI: 10.1001/jama.2015.13977

[23] Fergusson D, Tinmouth A. Storage age of red blood cells for transfusion of prema-
ture infants-reply. Journal of the American Medical Association. 2013;309(6):545. DOI: 
10.1001/jama.2012.177442

[24] Heddle NM, Arnold DM, Acker JP, et al. Red blood cell processing methods and in-
hospital mortality: A transfusion registry cohort study. The Lancet Haematology. 
2016;3(5):e246-e254. bian229. DOI: 10.1016/S2352-3026(16)00020-X

[25] Jakobsen JC, Gluud C. The necessity of randomized clinical trials. British Journal of 
Medicine & Medical Research. 2013;3(4):1453-1468

[26] Goodnough LT, Schrier SL. Evaluation and management of anemia in the elderly. 
American Journal of Hematology. 2014;89(1):88-96

[27] Wang JK, Klein HG. Red blood cell transfusion in the treatment and management of 
anaemia: The search for the elusive transfusion trigger. Vox Sanguinis. 2010;98(1):2-11. 
DOI: 10.1111/j.1423-0410.2009.01223.x

[28] Shander A, Javidroozi M, Naqvi S. An update on mortality and morbidity in patients 
with very low postoperative hemoglobin levels who decline blood transfusion (CME). 
Transfusion. 2014 Oct;54(10 Pt 2):2688-2695; quiz 2687. DOI: 10.1111/trf.12565

[29] Retter A, Wyncoll D, Pearse R. Guidelines on the management of anaemia and red cell 
transfusion in adult ill patients. British Journal of Haematology. 2013;160(4):445-464. 
DOI: 10.1111/bjh.12143

[30] Adams RC, Lundy JS. Anesthesia in cases of poor surgical risk: Some suggestions for 
decreasing the risk. Surgery, Gynecology & Obstetrics. 1942;74:1011-1019

[31] Hajjar LA, Vincent JL, Galas FR. Transfusion requirements after cardiac surgery: The 
TRACS randomized controlled trial. Journal of the American Medical Association. 
2010;304(14):1559-1567. DOI: 10.1001/jama.2010.1446

Red Blood Cell Transfusion and Functional Dose
http://dx.doi.org/10.5772/intechopen.68805

87



[32] Carson JL, Terrin ML, Noveck H. Liberal or restrictive transfusion in high-risk patients 
after hip surgery. New England Journal of Medicine. 2011;365(26):2453-2462. DOI: 
10.1056/NEJMoa1012452

[33] Estcourt LJ, Malouf R, Trivella M, et al. Restrictive versus liberal red blood cell transfu-
sion strategies for people with haematological malignancies treated with intensive che-
motherapy or radiotherapy, or both, with or without haematopoietic stem cell support. 
Cochrane Database Syst Rev. 2017 Jan 27; CD011305. DOI: 10.1002/14651858.CD011305.
pub2

[34] Villanueva C, Colomo A, Bosch A. Transfusion strategies for acute upper gastroin-
testinal bleeding. New England Journal of Medicine. 2013;368(1):11-21. DOI: 10.1056/
NEJMoa1211801

[35] Marik PE, Corwin HL. Efficacy of red blood cell transfusion in the critically ill: A system-
atic review of the literature. Critical Care Medicine. 2008;36(9):2667-2674. DOI: 10.1097/
CCM.0b013e3181844677

[36] Carson JL, Stanworth SJ, Roubinian N. Transfusion thresholds and other strategies for 
guiding allogeneic red blood cell transfusion. The Cochrane Database of Systematic 

Reviews. 2016;10:CD002042. DOI: 10.1002/14651858.CD002042.pub4

[37] Shehata N, Burns LA, Nathan H. A randomized controlled pilot study of adherence 

to transfusion strategies in cardiac surgery. Transfusion. 2012;52(1):91-99. DOI: 10.1111/ 
j.1537-2995.2011.03236.x

[38] Rohde JM, Dimcheff DE, Blumberg N. Health care-associated infection after red blood 
cell transfusion: A systematic review and meta-analysis. Journal of the American Medical 
Association. 2014;311(13):1317-1326. DOI: 10.1001/jama.2014.2726

[39] Gelderman MP, Yazer MH, Jia Y. Serial oxygen equilibrium and kinetic measurements 

during RBC storage. Transfusion Medicine. 2010;20(5):341-345. DOI: 10.1111/j.1365-3148. 
2010.01016.x

[40] Bonaventura J. Clinical implications of the loss of vasoactive nitric oxide during red 
blood cell storage. Proceedings of the National Academy of Sciences of the United States 
of America. 2007;104(49):19165-6. DOI: 10.1073/pnas.0708871105

[41] Rifkind JM, Nagababu E. Hemoglobin redox reactions and red blood cell aging. Antioxid 
Redox Signal. 2013;18(17):2274-2283. DOI: 10.1089/ars.2012.4867

[42] Palis J. Primitive and definitive erythropoiesis in mammals. Frontiers in Physiology. 
2014;5:3. DOI: 10.3389/fphys.2014.00003

[43] Wu Z, Shuying W, Deqing W. Study on the relationship between red blood cell density 
and age. Chinese Journal of Blood Transfusion. 2011;24(2):113-115

[44] Antonelou MH, Kriebardis AG, Papassideri IS. Aging and death signalling in mature red 
cells: From basic science to transfusion practice. Blood Transfusion. 2010:8 Suppl 3:s39-47. 

DOI: 10.2450/2010.007S

Transfusion Medicine and Scientific Developments88



[45] Wei C, Yu Y, Chen Y. Impact of warming blood transfusion and infusion toward cerebral 
oxygen metabolism and cognitive recovery in the perioperative period of elderly knee 
replacement. Journal of Orthopaedic Surgery and Research. 2014;10:8

[46] Tinmouth A, Fergusson D, Yee IC. Clinical consequences of red cell storage in the criti-
cally ill. Transfusion. 2006 Nov;46(11):2014-2027. DOI: 10.1111/j.1537-2995.2006.01026.x

[47] Ting Z, Jichun P, Yuan Z. Changes of oxygen carrying capacity of red blood cells in dif-
ferent storage time. Chinese Journal of Blood Transfusion. 2013;26(5):420-424

[48] Yunayuan H, Lihong Z, Yuan Z. Changes of hemoglobin concentration in patients with 
severe beta thalassemia after different time of transfusion. Chinese Journal of Blood 
Transfusion. 2015;11(28):1351-1354

Red Blood Cell Transfusion and Functional Dose
http://dx.doi.org/10.5772/intechopen.68805

89




